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Extended abstract

Laurel leaf (Laurus nobilis L.) is a rich source of phenolic compounds (phenols) that
show numerous positive biological effects. In order to enable the maximum use of the
mentioned effects and the application of the obtained extracts in the industry, it is necessary to
define the optimal parameters of phenol extraction, whereby conventional techniques that
consume large amounts of energy, time and solvents are being replaced by advanced green
techniques. Due to the tendency of phenols to degrade during handling, storage and
consumption in the human gastrointestinal system, it is crucial to convert them into a more
stable form by various encapsulation methods. The aim of this work was to optimize three
advanced extraction techniques (microwave-assisted extraction (MAE), ultrasound-assisted
extraction (UAE) and pressurized liquid extraction (PLE)) for achievement of maximum
phenol yield and to compare them with the conventional reflux technique (CRE). As a second
step, the aim was to optimize the encapsulation of bay leaf phenols using spray drying (SD)
and electrostatic extrusion (EE) with the aim of achieving maximum retention of phenols and
antioxidant activity with desirable physicochemical characteristics, and to examine their effect
on the bioaccessibility of laurel leaf phenols. The optimal parameters of advanced extraction
techniques were defined, and it was shown that under optimal conditions, MAE (50% EtOH,
80 °C, 10 min, 400W) and UAE (70% EtOH, 10 min, 50% amplitude) resulted in lower phenol
yields and antioxidant activity than CRE (50% EtOH, 30 min), while PLE (50% EtOH, 150
°C, 1 extraction cycle, static time 5 min) resulted in the same yield and antioxidant activity in
a significantly shorter time than CRE, which made this technique the most successful. The
antioxidant capacity of the extracts was in correlation with the content of total phenols,
especially flavan-3-ols and flavonols. The optimal encapsulation parameters of SD (B-CD +
MD 50:50, sample:carrier ratio 1:2, 180 °C) and EE (1% alginate, 1.5% CaClz + 0.5% chitosan)
were defined. SD resulted in higher retention of phenols and antioxidant activity.
Physicochemical properties of microcapsules depended on the applied carriers, and
combinations of biopolymers in both techniques resulted in more desirable properties and
higher encapsulation efficiency. Both techniques resulted in an increase of phenols'
bioaccessibility compared to the initial extract. EE resulted in better preservation of phenols
during the gastric phase of digestion and higher absorption, while SR resulted in greater
preservation of phenols available for the gut microbiota in the colon. The above results

represent a contribution to the knowledge of the extraction and encapsulation of phenols from



laurel leaves and as such form the basis for future research and their application in the segment

of functional food and nutraceuticals.



ProSireni sazetak

Lovorov (Laurus nobilis L.) list bogat je izvor fenolnih spojeva (fenola) koji pokazuju
brojne pozitivne bioloske ucinke. Kako bi se omogucilo maksimalno iskoriStenje navedenih
ucinaka te primjena dobivenih ekstrakata u industriji, nuzno je definirati optimalne parametre
ekstrakcije fenola pri ¢emu se neucinkovite konvencionalne tehnike koje troSe velike koli¢ine
vremena i otapala zamjenjuju naprednim zelenim tehnikama. Zbog sklonosti fenola degradaciji
u razli¢itim uvjetima skladiStenja te u ljudskom gastrointestinalnom sustavu, nakon ekstrakcije
ih je klju¢no prevesti u stabilniji oblik primjenom razli¢itih metoda inkapsulacije. Cilj ovoga
rada bio je optimirati tri napredne tehnike ekstrakcije (ekstrakcija potpmognuta mikrovalovima
(MAE), ekstrakcija potpomognuta ultrazvukom (UAE), ubrzana ekstrakcija otapalima pri
povisenom tlaku (PLE)) s ciljem postizanja maksimalnih prinosa fenola i1 usporediti ih s
konvencionalnom tehnikom refluksa (CRE). Kao drugi korak, cilj je bio optimirati
inkapsulaciju fenola lista lovora primjenom suSenja rasprSivanjem (SR) i elektrostatske
ekstruzije (EE) s ciljem postizanja maksimalnog zadrzavanja fenola i antioksidacijske
aktivnosti uz pozeljne fizikalno-kemijske karakteristike te ispitati njihov ucinak na
biodostupnost fenola lovora. Definirani su optimalni parametri naprednih tehnika ekstrakcije,
te se pokazalo kako su pri optimalnim uvjetima MAE (50% EtOH, 80 °C, 10 min , 400W) i
UAE (70% EtOH, 10 min, 50% amplituda) rezultirale nizim prinosima fenola i
antioksidacijskom aktivnosti od CRE (50% EtOH, 30 min), dok je PLE (50% EtOH, 150 °C, 1
ciklus ekstrakcije, staticko vrijeme 5 min) rezultirao jednakim prinosom 1 antioksidacijskom
aktivnosti u znacajno kracem vremenu od CRE, ¢ime se ova tehnika pokazala najuspjesnijom.
Antioksidacijski kapacitet ekstrakata bio je u korelaciji sa sadrzajem ukupnih fenola, osobito
flavan-3-ola i flavonola. Definirani su optimalni parametri inkapsulacije primjenom SR (3-CD
+ MD 50:50, omjer uzorak:nosac 1:2, 180 °C) 1 EE (1% alginata, 1.5% CaCl; + 0.5% kitozan).
SR je rezultiralo ve¢im zadrZzavanjem fenola i antioksidacijske aktivnosti. Fizikalno-kemijska
svojstva mikrokapsula ovisila su o primijenjenim nosafima te su kombinacije biopolimera
primjenom obaju tehnika rezultirale pozeljnijim svojstvima te vecom ucinkovitosti
inkapsulacije. Obje tehnike rezultirale su povecanjem biodostupnosti fenola u odnosu na
pocetni ekstrakt. EE je rezultirala boljim o¢uvanjem fenola tijekom Zelu¢ane faze probave te
viSom apsorpcijom, dok je SR rezultiralo ve¢im ocuvanjem spojeva dostupnih za djelovanje
mikrobiote u debelom crijevu. Navedeni rezultati predstavljaju doprinos znanju o ekstrakeiji i
inkapsulaciji fenola iz lista lovora te kao takvi tvore temelj za buduce istrazivanje i primjenu u

segmentu funkcionalne hrane i nutraceutika.
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General Introduction

Recently, the demand for alternative approaches in the food, pharmaceutical and
cosmetic industries has been steadily increasing. In response to the growing consumer concern
for health, the food and pharmaceutical industries are recording significant growth in the
segment of functional products and nutraceuticals based on natural plant sources. Various
species of medicinal and aromatic plants possess a wide range of bioactive molecules that can
be used as natural antioxidants and preservatives (Ameer et al., 2017). Among the many plant
species, a plant that has stood out in folk medicine for centuries is laurel (Laurus nobilis L.), a
Mediterranean shrub whose leaves are known to contain bioactive molecules with a wide range
of biological effects, such as antioxidant, antimicrobial, antifungal and anti-inflammatory
(Alejo-Armijo et al., 2017). Many of these activities can be attributed to different groups of
phenols, including flavonoids, phenolic acids, tannins, and lignans (Konovalov & Alieva,
2019). The chemical structure of these compounds varies from simple to complex, often in
combination with other components such as proteins and carbohydrates, making their isolation

a challenging process (Routray & Orsat, 2013).

In order to achieve successful utilization of the phenols' beneficial properties, it is
crucial to establish an optimal extraction and isolation methodology. Conventional extraction
techniques, such as reflux, are easily applicable, but also have certain disadvantages, such as a
long extraction time with large consumption of organic solvents and energy. Also, due to
prolonged exposure to higher temperatures, thermal decomposition of thermosensitive
phenolic compounds may occur (Antony & Farid, 2022). Therefore, many authors focus their
research on advanced green extraction techniques of phenols from various plant materials
which use different mechanisms (e.g. microwaves, ultrasound or elevated pressure) to disrupt
the structure of plant cell walls and enable the release of phenols through a more solvent-,

energy- and time-efficient process (Ameer et al., 2017).

Since phenols are unstable and prone to losing their active properties during storage, it
is of great importance to improve their stability. This can be achieved by various encapsulation
techniques, such as spray drying and electrostatic extrusion. Spray drying is the most
commonly used method for encapsulation of bioactive molecules in which the liquid extract
with the dissolved carrier is passed through a stream of hot air during which the solvent
evaporates and a powder with bioactive molecules encapsulated in the protective coating of the
carrier is formed (Shishir et al., 2018). Another method suitable for the encapsulation of
phenolic compounds is electrostatic extrusion in which the mixture of carrier (usually sodium

alginate) and extract is passed through a nozzle by electrostatic force and uniform gel beads
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General Introduction

with encapsulated bioactive compounds are formed in contact with the gelling solution
containing polyvalent ions (Bamidele & Emmambux, 2021). Since the properties of the
encapsulated systems produced by the aforementioned techniques largely depend on the
applied parameters, it is of great importance to carry out research focused on optimization with
the aim to attain high encapsulation efficiency and stability of the encapsulated systems with
the required release characteristics, biocompatibility, bioaccessibility and bioavailability of
active compounds (Aguiar et al., 2016). The research on bioaccessibility for use in functional
foods and dietary supplements is extremely important since the abundance of phenols does not
necessarily imply the best bioaccessibility and bioavailability (D’Archivio et al., 2010). In-
vitro bioaccessibility assessment methods cannot reproduce the complex environment of the
human digestive system that in-vivo methods can, however, are relatively fast, simple,
inexpensive, and repeatable, thus allowing a more efficient product formulation (Dima et al.,

2020).

The aim of this research was to determine the optimal conditions under which advanced
extraction techniques, namely pressurized liquid extraction (solvent, number of extraction
cycles, static time and temperature), microwave-assisted extraction (solvent, temperature,
irradiation power and time) and ultrasound-assisted extraction (solvent, time, amplitude) lead
to laurel leaf extracts with the highest phenolic yields, to compare them with conventional heat
reflux extraction and to determine their individual phenolic composition, antioxidant activity
and bioaccessibility. The second phase of research was focused on optimizing the
encapsulation by spray drying (temperature, type of carrier, sample:carrier ratio) and
electrostatic extrusion (percentage of alginate, type of gelling solution) with the objective of
achieving optimal physicochemical characteristics and retention of phenols in obtained
microcapsules, as well as to determine their antioxidant activity and bioaccessibility during in-

vitro digestion.



Chapter 1

Theoretical background

L. nobilis L. — general information
e Publication No.l
e Encapsulation techniques

e Bioavailability of polyphenols
¢ Biological activity of L. nobilis L. leaf polyphenols' metabolites
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1. LAURUS NOBILIS L.
Laurel (Laurus nobilis L.) (Figure 1.), also known as bay leaf, daphne or sweet bay is

an aromatic and medicinal plant which belongs to the large Lauraceae family that comprises

around 3500 species (Batool et al., 2020).

Figure 1. Laurus nobilis L. (own photo)

This slow-growing evergreen perennial shrub is native to the Mediterranean region
(Figure 2), but can also be found in other areas with mild climate characterized by average
annual temperatures between 17-25 °C and a mean annual rainfall of 600—1000 mm (tolerates
the range 300—2200 mm since overabundance of water leads to root rotting) (Paparella et al.,
2022). The shrub can survive at temperatures around -5 °C, however young growth may
become severely damaged in such conditions. Optimal growth conditions include sunny and
well-drained, moisture-retentive soils with moderate fertility and pH 5-6.5 without extreme

maritime exposure and cold dry winds (Paparella et al., 2022).

Laurus nobilis, Laurus azorica and Laurus novocanariensis are three traditionally
recognized species of the Laurus genus (Khodja et al., 2023), while many plants outside the
genus Laurus such as Pimenta racemosa (Myrtaceae) (Batool et al., 2020), Cinnamomum
tamala (Laureaceae, genus Cinnamomum) (V. Sharma & Rao, 2014) or Litsea glaucescens
(Lauraceae, genus Litsea) (Lopez-Caamal & Reyes-Chilpa, 2021) share the common name

"bay leaf", but are botanically different plants with different phytochemical composition.
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Laurus nobilis L.

* Localities of known distribution
I Presumed area of native distribution
I Countries of native distribution

Figure 2. Native distribution of Laurus nobilis L. (FAO, 2015)

Botanically, laurel is an evergreen shrub which can grow up to 20 m in natural
environment, while in cultivation it is usually pruned to 2—4 m. The species has several trunks,
and the bark of the stem and branches is dark brown to almost black (Khodja et al., 2023). The
foliage of laurel is characterized by a dark green color on the upper surface and a lighter green
on the lower one. The leaves are elongated, lanceolate or lanceolate-acuminate with pointed
tips and short petiole with a width of 3-5 cm and a length around 10 cm (Paparella et al., 2022).
Laurel is a dioecious plant, with star-shaped male and female flowers on different plants.
Flowering occurs in the spring period from March to May, and the inflorescence consists of
small umbels with four or five axillary flowers of creamy-white to greenish-white color. The
fruit is a 10-15 mm long, ovoid shaped, fleshy aromatic drupe bright green at first and purplish
black when ripe in autumn. It consists of pericarp, mesocarp, and endocarp and contains a
single seed, formed by two cotyledons rich in fat. The berries usually remain on the plant all
winter and may last until next flowering season, where they coexist with the new flowering

(Batool et al., 2020; Paparella et al., 2022).

Laurel leaves have a sharp, bitter taste due to the presence of essential oils with over
150 constituents in the leaves. Fresh leaves have a water content of about 50%, whereas dry
leaves contain 5-10% water, 65% carbohydrates, 8-11% protein, 5-9% fat, and 4% ash. Four
sugars (glucose, fructose, sucrose, trehalose), three organic acids (malic, oxalic, and ascorbic)

and three polysaccharides (alginate, fucoidan and laminarin) have been detected in laurel leaves
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(Khodja et al., 2023) . They also contain several fatty acids, palmitic acid being the most
important, followed by linoleic acid (Alejo-Armijo et al., 2017). Four tocopherols have been
detected in bay leaves, among which a- and y-tocopherols are the most abundant (Chahal et al.,

2017). The nutrient composition of L. nobilis leaves is shown in Table 1.

Table 1. Nutrient composition of L. nobilis leaf (Ambrose et al., 2016)

Constituent Value per 100 g dw?
Water (g) 5.44
Energy (kcal) 313
Protein (g) 7.61
Carbohydrates (g) 74.96
Ash (g) 3.62
Fat (g) 8.36
Saturated fatty acids (g) 2.28
MUFAP 1.64
PUFA? 2.29
Calcium (mg) 834
Iron (mg) 43
Magnesium (mg) 120
Phosphate (mg) 113
Potassium (mg) 529
Sodium (mg) 23
Zinc (mg) 3.70
Folate (ng) 180
Niacin (mg) 2.005
Riboflavin (mg) 0.421
Thiamine (mg) 0.009
Vitamin A (IU) 6185
Vitamin A (pg) 309
Vitamin C (mg) 46.5
Vitamin E (mg) 139

%eaf dry weight; "monounsaturated fatty acids; polyunsaturated fatty acids

Laurel leaves have been historically used in the folk medicine of the Mediterranean area
for alleviating various health problems including gastrointestinal issues such as bloating and
flatulence due to their capacity to stimulate the secretion of gastric fluids (Awada et al., 2023).
The plant’s leaves have also been known to possess antioxidant, anticonvulsant,
neuroprotective, antiepileptic, anti-hemorrhoidal, hepatoprotective, antihyperlipidemic,
antiproliferative, antirheumatic, anti-inflammatory, antidiabetic, antifungal, antibacterial and
dermoprotective properties widely described in literature reviews (Awada et al., 2023; Batool
et al., 2020; Chahal et al., 2017; Khodja et al., 2023; Paparella et al., 2022). These properties
are today attributed to the rich content of bioactive compounds which include phenolic

compounds (phenols), monocyclic and aliphatic monoterpenes, sesquiterpenes, sesquiterpene
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lactones, alkaloids and norisoprenoids (Batool et al., 2020; Khodja et al., 2023). Among these,
phenols represent the most numerous group of compounds in the laurel leaves which are known
to exhibit many biological activities and were therefore selected as a focus for further research.
The phenols in laurel leaves, as well as the importance of extraction procedures and the

overview of current state of knowledge are given in the Publication No.l.
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Abstract: In recent years, the market demand for products enhanced with ingredients derived
from natural products, such as polyphenols, is rapidly increasing. Laurus nobilis L., known as bay,
sweet bay, bay laurel, Roman laurel or daphne is an evergreen Mediterranean shrub whose leaves
have traditionally been used in cuisines and folk medicine due to their beneficial health effects,
which can nowadays be scientifically explained by various biological activities of the leaf extracts.
Many of these activities can be attributed to phenolic compounds present in L. nobilis leaves which
include flavonoids, phenolic acids, tannins (proanthocyanidins) and lignans. In order to enable
efficient industrial utilization of these valuable compounds, it is crucial to establish optimal extraction
procedures resulting in the highest yields and quality of the extracts. This paper offers the first
systematic review of current literature on the influence of conventional and advanced extraction
techniques, including microwave-assisted, ultrasound-assisted, enzyme-assisted, supercritical-CO,
and mechanochemical-assisted extraction on the phenolic content of L. nobilis leaf extracts, allowing
more efficient planning of further research and simplifying the steps towards industrial utilization of
this plant.

Keywords: Laurus nobilis L.; green extraction; conventional extraction; plant extracts; polyphenols

1. Introduction

Laurus nobilis L., known as bay, sweet bay, bay laurel, Roman laurel or daphne is an
evergreen shrub (2-20 m of height) of the Lauraceae family which includes 2500-3500 plant
species that grow in the subtropics and tropics of East Asia, and South and North Amer-
ica [1]. The natural habitats of this plant are located in the Mediterranean area characterized
by high annual precipitation [2]. Therefore, L. nobilis leaves have traditionally been used in
Mediterranean cuisine [3] for seasoning, as well as in folk medicine along with L. nobilis
fruits for treating viral infections, cough, rheumatism, impaired digestion, diarrhea and
other health conditions [4]. Numerous scientific studies highlight the antimicrobial [5,6],
antifungal [7,8], anticonvulsant [9], antioxidant [10-12], anti-inflammatory [13,14], antidia-
betic [15-17], anticancer [12,18], neuroprotective [19] and anticholinergic [20] activities of
L. nobilis leaf extracts and essential oils. These properties offer various application possi-
bilities of L. nobilis extracts in the food, pharmaceutical and cosmetic industries. Due to
the traditional use and commercial value of L. nobilis leaves, their chemical composition
has been studied to a larger extent than other parts of this plant. Some of the constituents
found in L. nobilis leaves are polyphenolic compounds, alkaloids, norisoprenoids, sugars,
polysaccharides, organic acids and tocopherols [1]. The leaves also contain volatile oils
which accumulate in the palisade and mesophyll cells and are present in a percentage
of 1-3% on a fresh weight basis [21]. The main constituent out of around 150 identified
by GC-MS in the essential oil is usually 1,8-cineol with a content ranging up to 50%, or
even 70% [1,22,23]. The leaves also contain a small portion of fixed oils with 25 identified
fatty acids with levels of polyunsaturated (PUFA) fatty acids higher than saturated fatty
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acids (SFA) and the levels of omega-3 fatty acids higher than omega-6 fatty acids, which
is considered desirable for the human diet [12]. Sesquiterpene lactones also represent a
characteristic group of phytochemicals present in L. nobilis leaves. These compounds have
been reported to inhibit nitric oxide (NO) production [14] and ethanol absorption [24],
as well as to increase the activity of hepatic glutathione S-transferase [25]. This group of
phytochemicals is also considered as a possible cause of allergic contact dermatitis that
may occur in contact with laurel leaves [26]. One of the most significant groups of bioactive
compounds in L. nobilis leaves are polyphenolic compounds that will be more thoroughly
discussed later. The total content of phenolic compounds (TPC) in laurel leaves has been
reported to range from 53 to 9200 mg of gallic acid equivalent (GAE) 100 g~ ! of extract,
depending on the extraction method used [1]. Considering that the extraction of bioactive
compounds from plant material is the first and crucial step in their industrial utilization,
and the connection between biological activities and phenolic content of plant extracts is
well-explored [27], it is of great importance to summarize the knowledge on the effects
of different extraction techniques and the applied parameters on the TPC of the extracts
in order to allow more directed research planning. Since, to our knowledge, no review
discussing the aforementioned effects for the L. nobilis L. leaf polyphenols has been pub-
lished, the aim of this paper was to summarize the current knowledge on the influence of
different extraction techniques on the polyphenolic content of L. nobilis leaf extracts through
a detailed search of the available literature and to propose future research possibilities.

2. Phenolic Compounds in L. nobilis Leaves

L. nobilis leaves are a source of numerous different phenolic compounds that include
flavonoids, phenolic acids, tannins (proanthocyanidins) and lignans [1]. Figure 1 shows an
average composition of phenolic compounds that have been detected in L. nobilis leaves to
date [1,22,28].

Kaempferol
and
glycosides
49%

Quercetin and

glycosides
27%
M Flavonols B Phenolic acids W Flavones M Flavan-3-ols
W Proanthocyanidins ® Flavanones m Lignans Phenolic glycosides

Figure 1. Phenolic compounds found in L. nobilis leaves (according to Alejo-Armijo et al. [1]; Diaz-
Maroto et al. [22] and Zhilyakova et al. [28]).

As can be seen, flavonoids present the main constituents of alcoholic leaf extracts with
a variety of detected compounds (Figure 1). Flavonols are present in the highest amount,
with kaempferol and its glycosides being the main representatives (almost 50%), followed
by quercetin and isorhamnetin and their glycosides, which are also present in significant
amounts. The basic structure of the main L. nobilis flavonols is shown in Figure 2.
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Kaempferol H H
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OH Isorhamnetin  OMe H
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Figure 2. Chemical structure of the main flavonols found in L. nobilis L. leaves (adapted from
Liet al. [29]).

Kaempferol glycosides from L. nobilis have shown a variety of biological activities,
such as an inhibition of NO production in lipopolysaccharide (LPS)-activated murine
macrophages (J774) [30], inhibition of sodium-potassium adenosine triphosphatase [31],
antioxidant activity [32], antibacterial activity against Staphylococcus aureus, Bacillus subtilis,
Micrococcus luteus, Salmonella typhimurium and Proteus vulgaris [31], as well as methicillin-
resistant Staphylococcus aureus (MRSA) and vancomycin-resistant enterococci [33]. Followed
by these findings, kaempferol glycosides from L. nobilis leaves are especially interesting for
further research focused on extraction methods that would result in their highest yield and
quality. Phenolic acids from L. nobilis leaves have also shown antioxidant activity [34,35],
and more than 20 of them have been detected [1]. Levels of p-coumaric and ferulic acid
detected in hydroalcoholic laurel leaf extracts seem to be higher than in other herbs with
similar biological potential [27]. Most of the flavones present in L. nobilis leaves are apigenin
and its glycosides [1,23]. In a study by Al-Samarrai et al. [36] who investigated the effect of
flavonoids and glycosides isolated from L. nobilis leaves on the lipid profile of female rabbits,
apigenin-7-glucoside and luteolin-7-O-glucoside reduced the levels of total cholesterol and
triglycerides. Tannins (proanthocyanidins) of the L. nobilis plant are mostly present in
wooden parts [1]; however, a few, mostly lacking in structure elucidation, have also been
detected in the leaves [12,37]. Cinnamtannin B-1 detected in the leaves was reported to
show antioxidant activity [32].

3. Extraction of Phenolic Compounds from L. nobilis Leaves
3.1. Preextraction Sample Preparation

The first step in any plant extraction process is the preparation of plant samples
and protection of the target compounds from deterioration. Phenolic compounds can be
extracted from fresh, dried or frozen plant material. Flavonoids, particularly glycosides,
which are abundant in L. nobilis leaves, can be degraded by intact enzymes when the plant
material is fresh and undried [38]. It has been reported that the time between harvest
and experimental work should be limited to 3 h in order to maintain the freshness of
samples [39]. For this reason, dried and frozen plant material is usually preferred for the
extraction of bioactive compounds. Plant material can be dried using several methods that
include air-, oven-, microwave-, and freeze-drying (lyophilization). Air-drying at ambient
temperature for a period ranging from 36 h [40] up to a few months or even a year [41],
depending on the plant material, is the most preferred method since no special equipment is
needed, followed by lyophilization, which is often chosen despite its complexity due to the
fact that it often results in higher TPC of the final extracts [42,43]. In contrary, Papageorgiou
et al. [35] have reported higher TPC and total flavonoid content (TFC) in air-dried as
opposed to freeze-dried L. nobilis leaf extracts. Microwave- and oven-drying can cause
degradation of thermolabile compounds depending on the used parameters, which could
influence the final extract quality and composition. However, oven-drying at 60 °C for
48 h resulted in similar TPC as air-drying prior to heat-reflux extraction of L. nobilis leaves
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performed using the same extraction parameters [11,44]. Generally, air-drying has been the
most frequently used drying method of L. nobilis leaves for phenolic compounds extraction,
regardless of the implemented extraction method (See Sections 3.2.1 and 3.2.2).

Drying is usually followed by milling, grinding and homogenization of the plant
samples which are carried out in order to lower particle size and to increase surface
contact between the sample and extraction solvent [42]. A particle size less than 500 pm
is considered as the most suitable for efficient extraction [45]. Scientific data show that
L. nobilis leaf samples were mostly ground into fine powder prior to extractions of phenolic
compounds, and the size of the particles, if reported, ranged between 250-800 um [12,45-47].
The presence of non-phenolic substances, such as lipids and proteins in plant material,
can affect the composition and activities of phenolic compounds in the final extracts [48],
thus, different purification and fractionation procedures can be applied on the crude
extracts when the research is focused on composition analysis and quantification of the
constituents [49]. L. nobilis leaves contain only 1-1.2 g of proteins and fat in traces [50], so
these procedures are most often left out. Simi¢ et al. [51] carried out a defatting process
of L. nobilis leaves using petroleum ether and observed that defatted methanolic extracts
showed a higher inhibition of lipid peroxidase. However, the research contained no data on
the phenolic content, therefore the result could have been influenced by different factors.

3.2. Extraction Techniques

Extraction is the crucial step in isolation, analysis and utilization of phenolic com-
pounds. Unsuitable extraction conditions may result in a lower yield of phenolic com-
pounds or cause structural changes that would lead to undesirable effects on their biological
activity [49]. The choice of the extraction procedure depends on various factors including
the goal of conducted research, and nature of the plant material and target compounds.
Currently, extraction processes of phenolic compounds can be divided into two groups:
conventional and advanced extraction techniques [52]. Subsequent sections give a review
on both groups of extraction techniques and discuss their efficacy in obtaining high TPC
and TFC from L. nobilis leaves.

3.2.1. Conventional Techniques

Conventional extraction techniques, such as infusion, decoction, digestion, maceration,
and percolation, as well as Soxhlet and reflux, include the use of solvent. They are, due
to their wide applicability and no special equipment requirements, the most commonly
used procedures for obtaining extracts from plant material. Plant material usually contains
various phenolic compounds in different quantities, ranging from simple to highly poly-
merized substances that may also be conjoined with other components, such as proteins
and carbohydrates [53]. Therefore, an individual and systematic approach is needed to
select suitable extraction parameters for every plant sample. The yield of chemical extrac-
tion depends on several parameters, including the type of solvent, solid-liquid ratio, the
number of repeated extractions, stirring, extraction time, and temperature, as well as the
chemical composition and physical characteristics of the plant material [54]. Parameters of
conventional phenolic compounds extraction from L. nobilis leaves available in the literature
are shown in Table 1.
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Table 1. Parameters used in conventional extraction techniques of phenolic compounds from L. nobilis leaves.
Drying Method Extraction Parameters SOhd_hqmﬂ Ratio TPC? TFC? Ref. Publication
(gmL~1) Year
Maceration
Electric dryer at 30 °C 99.5% acetone; 72 h; 30 °C 2:1 712 £25mg GAE € gfl extract 39.2 £ 74 mg CAE d g*1 extract [55] 2020
Oven dr;ejv:;fo ¢ for distilled water; 45'; 80 °C 1:10 137.0 mg PE ¢ g~ ! sample 604.12 mg CAE g1 sample [56] 2020
Air-drying 80% ethanol; 5 days; room 1:5 110.43 mg GAE g~ ! extract - [57] 2019
temperature
.30/
Air-drying abs"lutetre“;g‘;zﬂ'r 20 s room 1:10 - 1492 £ 83 mg ECE f g1 extract  [58] 2018
Air-drying hexa“QS/ it?ggicﬁfitoeo/rit?eﬁgl./ water - 11.04-54.42 mg PEf g~ 1 sample 1.01-8.60 mg QE8 g ! extract  [59] 2017
80% ethanol; 48 h; room temperature;
Successive 24 h; evaporation at 40 °C

Unspecified Defattmf}:}g;ﬁ(l)ilze;rigsther 2x 1:1001:50 25.70 mg GAE gfl extract 12.11 mg QE gfl extract [60] 2016

Ethyl acetate; 20% ammonium

sulphate; 2% ortho-phosporic acid

Air-drying 0% methanolf;a;}et;c acid at 24 °C 1:10 288.15 + 1.34 mg GAE g~ ! extract - [61] 2016

99% ethanol/deionized water;
Air-drying 3 days; room temperature 1:10 53-132 mg GAE g~ ! extract - [62] 2012

deionized boiling water; 3 h
70% methanol 3x in 24 h
Air-drying Ether /chloroform/ethyl 1:20 - 0.68-1.56 mg g~ ! extract [63] 2010
acetate/n-butanol until colorless
Unspecified 70% ethanol, 3x 48 h - 201 mg g ! leaves - [64] 2006
P 88
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Table 1. Cont.

Drying Method Extraction Parameters SOhd_hquidl Ratio TPC? TFC? Ref. Publication
(gmL—1) Year
Infusion
Unspecified DMSO - 44.07 mg GAE g ! 60.56 mg NAE " g~1 [65] 2021
methanol; 2 x 1h; 25 °C at 150 rpm/ 1
s . . o /. P 76.16 £ 0.34 mg g~ extract/ }
Air-drying boiling distilled water (100 °C), 5'; 1:301:200 64.77 + 214 mg g71 extract [12] 2014
room temperature
o water; 15 min; 90 °C ) 1 )
Unspecified centrifuge 6000 rpm 1:40 17.66 mg GAE g~ extract [66] 2010
Air-drying boiling water (100 °C); 15 1:8 1.03 + 0.04 mg GAE L~ ! infusion - [32] 2009
. . boiling distilled water; 15’/ ) 81.7 mg GAE g*1 extract/
Air-drying ethanol; reextracted until colorless 120 84.5 mg GAE g~ ! extract (671 2006
Heat-reflux extraction
Unspecified 50-70% ethanol 1:50 42.21-42.35 mg GAE g~ ! leaves - [68] 2021
Oven dneﬁgi 60 °C for 35% ethanol; 2 h; 60 °C 1:4 234 + 0.93 mg GAE g~! dry leaves - [44] 2018
e ethanol . 94.07 mg GAE g~! extract }
Unspecified water 7.5 66.70 mg GAE g~ ! extract (691 2015
Air-drying ethanol (0, 35, 70%); 0-8 h; 60 °C 1:4 1.5-10.23 mg GAE g{1 leaves - [11] 2014
Soxhlet extraction
Oven dried at 55 °C until water /methanol/ethanol 1:40 30.73-83.41 mg GAE g~ ! extract ) [70] 2019
moisture level < 10% 5h ’ 10.42-12.59 mg GAE g~ ! dry leaves
. . chloroform/ 0.36 & 0.01 mg L~ extract/
Air-drying methanol ) 0.90 & 0.06 mg L~! extract (711 2011
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Table 1. Cont.
Drying Method Extraction Parameters Solii:glﬁ:icil)l{ atio TPC? TFC? Ref. Pub\l{i::rtion
Water bath shaker
Oven dried water/methanol/80%
hydr((’gi‘;}i‘i‘:tierseldues acetate%ﬁii?gféf/ne;gl}:ne 81 1:20 0.50-5.87 mg GAE g~ ! extract 0.15-5.18 mg QE g~ ! extract [72] 2015
unspecified) 150 rpm shaker; 2 x (water 1x)
Air-drying 60% ethanol; 24 h; 35 °C 1:20 46.79 + 3.22 mg GAE g~ ! dry leaves - [73] 2011
Centrifuge
. iozv e ?sires weeks waee rh/ISA?OO/Z étgtaggé/ f;f‘r?ml 1:10 14.37-43.03 mg GAE g ! extract ~ 14.12-30.15mg ECE gL extract  [37] 2015
phosphate buffer
Freezed fresh leaves (75 mM, pH 7.0) 1:7.5 4.02 mg GAE gfl leaves - [74] 2001
20 min; 20,000 rpm
Solid-liquid extraction
Unspecified 80% ethanol; 60 min; 60 °C 1:50 148.3 mg GAE g~ ! leaves 110.5 mg GAE g~ ! leaves [75] 2019
Unspecified water; 50 °C - 59.85 mg GAE g_1 leaves - [76] 2009
Orbital shaker
80% acetone with 0.2% formic acid;
Unspecified 1h; room temperature 1:40 70.81 mg GAE g~ extract - [66] 2010

(2% successive)
centrifuge 6000 rpm

2 Total phenolic content; b Total flavonoid content; ¢ Gallic acid equivalents; d Catechin equivalents; ¢ Pyrocatechol equivalents; £ Epicatechin equivalents; & Quercetin equivalents;

h Naringin equivalents.
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Influence of Different Conventional Extraction Parameters on the Extraction Yield

The solvent type can affect the extraction yield of phenolic compounds due to the
fact that their polarity varies between groups. For example, lower molecular flavanols
and phenolic acids can be efficiently extracted using water or alcohol, such as methanol
and ethanol, while polymerized procyanidins are more efficiently extracted when an
aqueous solution of acetone is used [77]. Methanol, ethanol, ethyl acetate, acetone, or their
combinations, often with different proportions of water, have most often been used to
extract phenolic compounds from different plant material [77]. Water and hydroalcoholic
mixtures of ethanol and methanol have most often been used in the extraction of L. nobilis
leaves, as well. However, acetone was used in two studies. In the first study by Kratchanova
et al. [66], the extract obtained using 80% acetone with 0.2% of formic acid after successive
extraction (total time: 2 h) contained a significantly higher quantity of phenolic compounds
when compared to the water extract obtained after 15 min of infusion at 90 °C. In another
study [67], 15 min of infusion in boiling water resulted in higher TPC in comparison with
mentioned acetone extract. This could be a result of the difference in solid-liquid ratio,
which will be discussed later. The phenolic content obtained by Kratchanova et al. [66]
using 80% acetone with 0.2% formic acid was similar to the one obtained by Batiha et al. [55]
who used 99.5% acetone during 3 days of maceration. Since different techniques such as
maceration in 80% ethanol for 5 days [57], as well as extraction in ethanol and water in a
much shorter time [67] resulted in significantly higher TPC, it can be proposed that acetone
is less efficient than water and hydroethanolic mixtures. However, a further comparison
using the same plant material and extraction conditions would be useful in order to make
valid conclusions. Other, less polar solvents, such as ethyl acetate, hexane, dichloromethane
and chloroform were used in a few studies. Ethyl acetate and dichloromethane were
shown to be more efficient than water, but less efficient than methanol for obtaining higher
TPC [72]. Ethyl acetate was also shown to be a more efficient solvent than ethanol [59], with
a more than two-fold higher TPC obtained. In the same study, use of hexane was shown
to result in a slightly higher TPC than using water. As for TFC, ethyl acetate was shown
to be more efficient than other non-polar solvents and water [63], but less efficient than
absolute methanol [72] and ethanol [59]. According to studies which compared the efficacy
of different solvents on TPC, water is a less efficient solvent than hydroalcoholic mixtures
during maceration [12,37,72], as well as Soxhlet extraction [70].

Elevated temperature seems to significantly improve the efficacy of water as a solvent
for extraction of L. nobilis phenolic compounds. Ramos et al. [62] obtained higher TPC in
boiling water after 3 h, than at room temperature after 3 days. Moreover, the TPC of water
extraction at 80 °C for 45 min [56] was 10-fold higher when compared to TPC obtained at
room temperature during 24 h [62]. Extraction temperature and time are two significantly
linked parameters, where extraction at lower temperatures requires a longer extraction
time, while shorter extraction time is achieved when using moderate or high temperatures
of extraction [52]. Elevated values of temperature can increase solubility of analyte and
mass transfer rate, as well as decrease the viscosity and the surface tension of the solvents,
which helps the solvent reach the sample matrix, resulting in an improved extraction
rate. However, long extraction combined with high temperatures can increase the chance
for undesirable reactions, such as hydrolysis and enzymatic oxidation of the phenolic
compounds [78,79], which consequently decrease their yield in the extracts. The effect of
temperature was less obvious during a comparison of TPC from different studies when
other solvents were used. The highest TPC out of all conventional extraction parameters
expressed as mg GAE g~ ! extract was obtained when using 90% methanol with the addition
of acetic acid (1% of volume) during 24 h maceration at room temperature [61], and it was
two-fold higher than TPC obtained in 80% ethanol after 5 days of maceration at room
temperature [57]. Addition of acid into organic solvent was shown to have an effect when
preparing anthocyanins-rich extract because the mixture denatures the cell membranes and
dissolves the anthocyanins while stabilizing them at the same time [49], so it is possible that
a similar effect on other phenolic compounds of L. nobilis leaves enhanced the extraction
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yield in the mentioned study. Methanol was also reported as a more efficient solvent in
comparison with ethanol and chloroform for Soxhlet extraction [70,71]. This data implies
that methanol is the most efficient solvent for extraction of phenolic compounds from
L. nobilis leaves. However, the concentration of methanol seems to have a significant effect
on TPC. The TPC obtained when 50% methanol was used [34] was lower than the yields
obtained by most other conventional extraction parameters. Boulila et al. [72] also reported
a difference in the TPC connected to the methanol concentration. The TPC obtained in
their research was higher in absolute methanol than in 80% methanol. Methanol also
seems to be the most efficient solvent for obtaining higher TFC. Dhifi et al. [58] obtained
more than five-fold higher TFC when using absolute methanol during a two-fold shorter
extraction time than Vinha et al. [37] when using water, 50% ethanol and absolute ethanol.
Due to its known toxicity, however, methanol is not suitable for research that includes
organisms and animal models which often take place after the extraction processes. Since
ethanol is much less toxic, it is also a more suitable extraction solvent. Therefore, it is not
surprising that ethanol has been most often used for extraction of phenolic compounds
from L. nobilis leaves.

The efficiency of ethanol as a solvent depends on the water content, and ethanol-water
mixtures were shown to be more efficient than absolute ethanol [37]. Muniz-Marquez
etal. [11] reported that there was no significant difference in the TPC between using 35%
and 70% ethanol for heat-reflux extraction, which implies that the concentration of 35%
is sufficient to obtain maximum TPC. In addition, Dobroslavi¢ et al. [68] reported that
no significant difference was observed in the TPC when 50% and 70% ethanol were used
during heat-reflux extraction. In contrast to their conclusions, the highest TPC out of
all included studies (expressed as mg GAE g~! leaves) was the one obtained using 80%
ethanol during 60 min of extraction [75]. Muniz-Marquez et al. [11] also reported that 2 h
was sufficient for obtaining maximum TPC, and further extension of extraction for 8 h had
no positive effect. However, the TPC obtained in a water bath shaker after 24 h in 60%
ethanol [73] was four-fold higher than in the study by Muniz-Marquez et al. [11]. Moreover,
the highest TPC obtained using aqueous ethanol (expressed as mg GAE g~! extract) was
achieved after maceration in 80% ethanol after 5 days [57]. These results might be caused
by a combination of extraction parameters; however, they suggest that the extraction time
cannot be excluded as an important factor for using ethanol as a solvent.

Generally, an increase of the solvent amount enhances phenolic extraction. However,
it is advisable to determine an optimum ratio of the sample to solvent in order to minimize
solvent input and saturation effects. Different ratios have been used in studies where bioac-
tive compounds were extracted from plant material, and 1:12 [plant material (g): solvent
(mL)] seems to be the most commonly used [52]. A ratio of 1:60 is considered sufficient
for the extraction of most phenolic compounds from plant tissues [80]. In conventional
extractions of phenolic compounds from L. nobilis leaves, a solid-liquid ratio of 1:10 and
1:20 were the most often applied. In a study where acetone was used as a solvent [55] with
a resulting ratio of 2:1 after 72 h in TPC, similar to the TPC obtained when 80% acetone
with 0.2% formic acid was used at a ratio of 1:40 for 2 h [66]. The difference in the extraction
time indicates that the increased amount of solvent significantly influenced the extraction
efficiency. At the same ratio of 1:40, water infusion at 90 °C during 15 min resulted in
significantly lower TPC when compared to the acetone extract [66]. However, the extract
obtained by boiling water infusion during 15 min at a ratio of 1:20 [67] resulted in signifi-
cantly higher TPC than both acetone and water extract at 1:40, indicating the importance of
establishing an optimum ratio for each solvent.

3.2.2. Advanced Extraction Techniques

Conventional extraction techniques require a longer extraction time and large amounts
of organic solvents which can cause environmental pollution. Furthermore, they have low
extraction selectivity and are difficult to be automated [81]. Because of these limitations,
a number of new techniques have been developed aiming to reduce organic solvent con-
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*Electromagnetic waves cause molecular motion
*Water evaporation increases temperature leading to

cell rupture

¢ Ultrasonic waves create cavitation bubbles
¢ Disruption of cell walls

¢ Hydrolizing enzymes disintegrate the
phenolic-cell wall bond

o Supercritical fluid performs as gas (easily
penetreates into cell matrix) and liquid
(solvating properties)

* Mechanical force with a solid reagent causes

cell rupture prior to solvent extraction

sumption and sample degradation, eliminate additional steps after the extraction, and
improve overall extraction efficiency and selectivity [82]. Microwave- (MAE), ultrasound-
(UAE), and enzyme-assisted (EAE) techniques, supercritical fluid extraction (SFE), and an
emerging new technology called mechanochemistry have been used for the extraction of
phenolic compounds from L. nobilis leaves, and will be further discussed. Basic principles
of these techniques are shown in Figure 3. Table 2 summarizes the advantages and dis-
advantages of the advanced extraction techniques. Parameters from available studies on
advanced extraction of phenolic compounds from L. nobilis leaves are shown in Table 3.

Release of the
phenolic compounds

MAE=Microwave-Assisted Extraction; UAE= Ultrasound-Assisted Extraction; EAE= Enzyme-Assisted Extraction; SFE= Supercritical Fluid Extraction;
MCAE=Mechanochemical Extraction

Figure 3. Basic principle of the advanced extraction techniques applied in L. nobilis leaf polyphe-
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Table 2. Summary of the advanced extraction techniques applied for the extraction of L. nobilis L. leaf polyphenols.
. Number of Studies on
Extraction Advantages . . o
. . . Disadvantages Precautions Laurus nobilis L. Leaf Ref.
Technique Over Conventional Techniques .
Polyphenols Isolation
e  Reduced solvent consumption
e  Reduced extraction time Limited to small-molecule Solvents with high dielectric
MAE e  Increased selectivity under phenolic compounds constant should be chosen 3 [41,44,68,70,83]
right choice of solvent
*  Reduced SOIVEHt. con§umptlon Ultrasound waves over 20 kHz
e Reduced extraction time . . .
. Low-cost technology may cause free radical The exposure time to high 7 [35,45,47 68,70,83-85]
UAE . . formation and undesirable frequencies should be limited A At
e  Suitable for thermolabile
changes of target compounds
compounds
High costs of required enzymes
e  Possible enhancment of the Difficulty of applying The composition of plant material
EAE solvent permeability laboratory scale conditions in might limit the access of enzymes 1 [72,86,87]
industrial scale
o  Lower possibility of sample
.contarr.u.natlon by solvent ngh initial cost of the SFE Addition of polar modifiers
impurities equipment recommended for phenolic 1 46 .88 89
SFE e  Air- and light-free (avoidance High cost of industrial scale p [46,88,89]
. 1o L compounds
of degradation and oxidation of application
extracted compounds)
y Water can be use.c% as solvent Solid reagents should be chosen
(increased solubility) . . . .
Inconsistent data due to novelty depending on their alkaline
MCAE Reduced cost 1 [68,90,91]

Simplified purification
processes

of the technique

strength and the chemical
properties of the target compounds

MAE = microwave-assisted extraction; UAE = ultrasound-assisted extraction; EAE = enzyme-assisted extraction; SFE = supercritical fluid extraction; MCAE = mechanochemical

extraction.
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Table 3. Parameters used in advanced extraction techniques of phenolic compounds from L. nobilis leaves.
Drying Method Extraction Parameters Sohd—hqmﬂ Ratio TPC? TFC? Ref. Publication
(gmL—1) Year
Microwave-assisted extraction
Unspecified 50-70% ethanol; 40-80 °C; 400/800 W; 1:50 30.88-53.57 mg GAE ¢ g~ - [68] 2021
5-15 min
Oven dried at 55 °C until ethanol, 500 W; stirring power 50% ) 25.03-135.47 mg GAE g_1 extract ) [70] 2019
moisture level <10% 15-75';90 °C 2.74-21.56 mg GAE g*1 dry leaves
. o 60 £ 2 °C; three-stage irradiation
Oven d“e:;a}f 60 °Clor ower (800 W, 15's; 400 W, 15 s; 200 W, - 1.91-10.63 mg GAE g ! plant - [44] 2018
30 s). ethanol 25-50% 3,6,9’
Ultrasound-assisted extraction
- 50-70% ethanol; 5-15 min; 50-100% ) 1
Unspecified amplitude; 20 kHz 1:50 24.43-36.74 mg GAE g~ leaves [68] 2021
Air-drying + 45 min ethanol/water/50% ethanol; 20’; . 1 d -1
oven at 50 °C 45 °C; 20 kHz 1:10 476.94-796.94 ug GAE g™ * extract 192.82-398.71 ug CAE ¢ g™+ extract  [85] 2020
Oven dried at 55 °C until ethanol; 30-150'; 360 W; 1:40 44.35-164.04 mg GAE g~ ! extract ) [70] 2019
moisture level <10% 50/60 kHz ’ 3.33-24.77 mg GAE g~ ! dry leaves
50% ethanol + 0.1% formic acid,
Air-drying 5’ sonication; centrifuge: 3000x g; 10’; 1:5 1.12 + 0.08 mg GAE g~ ! extract - [45] 2014
4°C2x
. . ethanol (0,35,70%); 20-60’; room R 1
Air-drying temperature; 40 kHz 1:4; 1:8; 1:12 3.52-17.32 mg GAE g~ plant - [47] 2013
Alr dr‘ymg (2) 70% rn/ethar.101;.6 MHCI a: 22.90-80.30 a: 2.90 £+ 0.18 mg ECE © g_1 extract
Freeze drying (f): 6 h at 15" sonication + 1:100 £ 21.50-41.20 me GAE o extract £t [35] 2008
—60°C water bath reflux: 90 °C; 2 h e ’ & & - traces
Unspecified methanol; 2 h; 40 °C 1:100 99.7 mg GAE g_1 extract 80.1 mg kg_1 extract [84] 2005

ultrasonic bath
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Table 3. Cont.
Drying Method Extraction Parameters Sohd—hqmﬂ Ratio TPC? TFC? Ref. Publication

(gmL—1) Year

Enzyme-assisted extraction

Oven dried (no defined /i Renl (0 e/ tormary 15
: = -1 - f o—1
ter'np'erature). mixture; 1 h; 40 °C methanol; 48 h; 1:20 5.85-7.12 mg GAE g~ extract 5.18-6.33 mg QE ' g~" extract [72] 2015
hydrodistilled residues
150 rpm shaker; 2 x
Supercritical fluid extraction
. oC. 49 . /
o 250 bar; 60 °C; 4% ethanol; 75 1. 51.6 £ 0.98 mg GAE g extract
Air-drying 1. separator: 100 bar, 60 °C - 2 8738 + 1.32 me GAE o1 extract - [46] 2006
2. separator: 20 bar, 20 °C B ’ & & € ¢
Mechanochemical extraction
Na2C03, BaC03,
LiQCOg,, COCO3, K2C03, CaC03
Oven dried at 55 °C until (excess of 25 or 50%) 33.01-75.54 mg GAE g*1 extract
. o - - [70] 2019
moisture level <10%

ball mill: 400 rpm; 10’
ethanol; 20; magnetic stirring.
centrifuge: 2683.2x g, 10/

1.91-9.52 mg GAE g~ ! dry leaves

2 Total phenolic content; b Total flavonoid content; ¢ Gallic acid equivalents; d Catechin equivalents; ¢ Epicatechin equivalents; f Quercetin equivalents.
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3.2.3. Microwave-Assisted Extraction (MAE)

MAE is an extraction technique that uses non-ionizing radiation of electromagnetic
waves with a frequency between 300 MHz to 300 GHz in order to induce molecular motion
in polar or polarizable materials or solvents by working with dipoles [92]. The molecular
motions result in heating of the sample, which leads to evaporation of moisture from
plant cells that creates pressure, causing rupture of the cell wall and release of target
compounds [93]. During radiation, the solvent molecules are induced to align themselves
in a normal phase with an electric field. Under the rapid change of the electric field which
occurs in MAE, solvent molecules fail to realign and start vibrating, which causes heating
of the solvent due to frictional forces [53]. This allows the solvent to penetrate the plant
matrix easily and promotes the extraction of the target compounds. Solvents should be
chosen based on their boiling points, and dissipation and dielectric properties. Based
on those properties, aqueous acetone, ethanol, or their mixtures have often been used to
extract phenolic compounds using MAE [53]. Since the microwave energy is transferred
by dielectric absorption only [83], non-polar solvents with lower dielectric constants can
absorb much less energy, which may result in poor heating and lower extraction yields.
Therefore, MAE is considered to be a selective method in the case of polar molecules and
solvents with a high dielectric constant [83]. MAE has many advantages similar to UAE,
including the use of less solvents, reduced extraction time and processing costs, as well as
increased extraction yields. However, this technique is limited to small-molecule phenolic
compounds, such as phenolic acids, quercetin, isoflavone, and trans-resveratrol, which
were shown to be stable under microwave heating conditions up to 100 °C for 20 min [94].
Phenolic compounds with a higher number of hydroxyl-type substituents, such as tannins,
or thermosensitive compounds, such as anthocyanins, may not be suitable for MAE. L.
nobilis leaves, as described earlier in the text, are abundant in small-molecule flavonoids
and phenolic acids, which makes MAE a suitable technique for their extraction.

This technique was previously used in three studies [44,68,70], where phenolic com-
pounds were extracted from L. nobilis leaves. In all of them, aqueous solutions of ethanol in
different concentrations were used as the solvent. Muniz-Marquez et al. [44] reported that
ethanol concentration was the most significant influencing factor for TPC, contrary to the
results reported by Dobroslavi¢ et al. [68] where ethanol concentration had no significant
influence on the TPC. At lower ethanol concentrations, Muniz-Marquez et al. [44] reported
that irradiation time had very little effect on yield, while at a concentration of 50%, the TPC
increased proportionally with prolonged irradiation time. The highest TPC was achieved af-
ter 9 min, and it was two-fold lower than the TPC obtained by Rincon et al. [70] after 60 min
when using pure ethanol as solvent. However, in their study, the TPC after 15-30 min
was lower than the yield that Muniz-Marquez et al. [44] achieved after 6 min with 50%
ethanol. This indicates that use of 50% ethanol under MAE conditions of Muniz-Marquez
et al. [44] is more time-efficient, which can be substantiated by results recently reported
by Dobroslavi¢ et al. [68] where 10 min was optimal during the extraction or L. nobilis leaf
polyphenols with 50% ethanol. The presence of water in ethanol increases the dielectric
constant of the system, which could result in an increased extraction yield by improving
the swelling of the plant material and therefore increasing the surface contact of the matrix
and solvent [95,96]. Moreover, a high ethanol concentration might interrupt the extraction
of some phenolic compounds due to lower solubility and lower penetration of ethanol into
the plant matrix [97]. The influence of the irradiation power and temperature must not
be excluded, since Rincon et al. [70] performed the extraction at 90 °C and 500 W, which
might have caused degradation of thermosensitive phenolic compounds over a prolonged
time. In accordance, Dobroslavic et al. [68] reported that the increase of temperature from
40 to 80 °C resulted in higher TPC; however, with an irradiation time prolonged from 10
to 15 min, a stagnation of the TPC was observed, which was brought by the authors into
connection with possible thermal degradation. The authors have also observed a decline in
the TPC when an irradiation power higher than 400 W was applied. The results of these
studies were most likely influenced by a combination of extraction parameters, so further
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research would be needed for better conclusions. Moreover, it would be interesting to see
how other solvents would influence TPC.

3.2.4. Ultrasound-Assisted Extraction (UAE)

UAE, often referred to as sonication, is a technique that uses ultrasonic waves ranging
from 20 to 2000 kHz [83] in order to create cavitation bubbles near the sample tissue, which
break down and disrupt cell walls. Consequently, surface contact between the sample and
solvent increases, thereby improving mass transfer, which helps the target compounds
to be extracted more efficiently [98]. Extract recovery is influenced by several factors,
including sonication time, extraction temperature, solvent selection, solid-liquid ratio,
wave frequency, and ultrasonic wave distribution [99]. Ultrasonic wave distribution is
usually not uniform and the wave power decreases with an increased distance from the
radiating surface, which is why agitation or shaking can be useful. The main benefits of
UAE are reduction in extraction time and solvent consumption, which makes it a simple
and relatively low-cost technology. In addition, a reduced processing time makes this
technique suitable for the extraction of thermolabile compounds. However, ultrasound
waves over 20 kHz may cause free radical formation and undesirable changes of target
compounds [83].

Water, ethanol and methanol with different proportions of water have been used
as solvents for the UAE of phenolic compounds from L. nobilis leaves. Hydroethanolic
mixtures were shown to be more efficient than water [47,85] and absolute ethanol [85]
for obtaining higher TPC and TFC. According to Muniz-Marquez et al. [47], 35% ethanol
is sufficient for obtaining maximum TPC, while further increase of ethanol proportion
results in lower yields. On the other hand, Dobroslavié et al. [68] reported a higher TPC
when 70% ethanol was used. Since the shortest irradiation time in the study by Muniz-
Marquez et al. [47], who applied the frequency of 40 kHz, was two-fold longer than 10 min,
which was reported as optimal by Dobroslavi¢ et al. [68] where 20 kHz ultrasonic probe
was used, it is possible that the yield was influenced by the duration of exposure to high
frequency (over 20 kHz), which might have caused undesirable changes to the phenolic
compounds [90]. On the other hand, Rincon et al. [70] reported that the highest TPC was
obtained after 2 h with frequency of 50/60 kHz. However, the TPC obtained in their study
after 45 min of sonication at 50/60 kHz was two-fold lower than the one obtained after
40 min in 35% ethanol at 40 kHz [47], which could have been a result of the effect of the
solvent mentioned in Section 3.2.3, as well as the frequency of ultrasonic waves. Another
factor which, according to Muniz-Marquez et al. [47], significantly influences the TPC, was
a solid-liquid ratio, which when decreased from 1:4 to 1:12 g of sample per mL of solvent,
lead to an increased TPC. In accordance, Dobroslavi¢ et al. [68] achieved a two-fold higher
TPC by applying a solid-liquid ratio of 1:50 g of sample per mL. As for other solvents,
methanol appears to be a less efficient solvent for UAE when compared to ethanol, since 2 h
of extraction in absolute ethanol with a solid-liquid ratio of 1:40 [70] resulted in significantly
higher TPC in comparison with 2 h of extraction in absolute methanol with a solid-liquid
ratio of 1:100 [84]. However, it is possible that the difference in the solid-liquid ratio might
have also influenced the results. Further research on the same plant samples would be
necessary to make more valuable conclusions.

3.2.5. Enzyme-Assisted Extraction (EAE)

EAE is considered as a novel and efficient technique for the extraction of numerous
secondary plant metabolites with antioxidant properties [81]. It is based on the fact that
these metabolites in plant matrices, including phenolic compounds, often interact with a
polysaccharide-lignin complex in the cell wall by ester, hydrogen or hydrophobic bond-
ing [86], which can sometimes make them unreachable for solvent during extraction. The
addition of specific hydrolyzing enzymes, such as cellulase, x-amylase, pectinase and hemi-
cellulase might enhance extraction of phenolic compounds by promoting disintegration
of the phenolic-cell wall matrix bonds, thus allowing the entrance of solvent [87,100]. The
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most important factor for extraction efficiency of phenolic compounds, along with the pH
of the system, extraction temperature and time, and enzyme concentration, was found to be
the particle size of the samples [101]. With an increased contact surface caused by a smaller
particle size, the enzyme action is increased. EAE has important shortcomings, which
include high costs of required enzymes and the difficulty of applying laboratory scale con-
ditions in industrial scale [102]. Boulila et al. [72] used enzyme pre-treatment in extraction
of phenolic compounds from L. nobilis leaves and observed no significant difference in TPC
and TFC between pre-treated methanolic extracts and control. The authors explained this
with the presence of lignin in the cell walls (27.61% in L. nobilis leaves), which might limit
the accessibility of cellulase and hemicellulase to their substrate.

3.2.6. Supercritical Fluid Extraction (SFE)

SFE is a method where supercritical fluid, a substance that shares physical properties
of both gas and liquid above its critical point [103], is used. These properties allow the per-
formance of gas in terms of penetration power into the cell matrix, as well as the solvating
properties of liquid [104,105]. CO,, with a critical point above 31.1 °C and 7380 kPa, is the
most frequently utilized supercritical fluid in SFE. It is inflammable, relatively non-toxic,
chemically stable, inexpensive, and produces zero surface tension [89]. Its mild critical
temperature is suitable for extraction of thermolabile compounds [106]. However, since it
is non-polar, the addition of polar modifiers, such as ethanol, methanol, ethyl acetate, or
acetone is recommended for the extraction of polar phenolic compounds [107]. A pressure
between 50-600 bar, temperature of 20-35 °C and time of 5-180 min are considered as
the parameters that result in the highest yields of phenolic compounds extracted by SFE
from various plant materials [88]. SFE has many advantages over conventional extrac-
tion techniques that include lower organic solvent consumption, increased selectivity and
separation of the extract, as well as reduced extraction time [108]. The main advantage
of this method is its lower possibility of sample contamination by solvent impurities and
avoidance of degradation and oxidation of extracted compounds, since it is performed in
the absence of air and light [103]. However, the initial cost of the SFE equipment is very
high [109] and the cost of applying it in an industrial scale often outweighs the technical
benefits [49].

SFE has been used to extract essential oil from L. nobilis leaves [2,110,111], however
only Santoyo et al. [46] determined the TPC in extracts obtained using this technique.
Extraction parameters which are shown in Table 3 were chosen by the authors based on
their previous research on rosemary (Rosmarinus officinalis) and oregano (Origanum vulgare)
leaves. It was shown that the temperature and pressure of the separators had a significant
effect on TPC, as well as on antioxidant activity, of which values were higher at 20 bar and
20 °C when compared to the conditions of 100 bar and 60 °C. TPC obtained from both
separators is comparable to the content obtained by other extraction techniques, including
advanced and conventional ones (Tables 1 and 3). However, more data are needed to make
a valid comparison of SFE with other techniques. This can be achieved by varying different
extraction parameters in order to find optimal conditions for SFE of phenolic compounds
from L. nobilis leaves, since they can differ significantly for different plant materials [49].
SFE resulted in higher antioxidant capacity of myrtle (Myrtus communis) extracts when
compared to conventional extraction [112]. Authors put this into correlation with a higher
concentration of the myricetin-O-glycosides (flavonol glycosides). Since, as previously
mentioned, L. nobilis leaves are rich in flavonol glycosides, SFE could potentially result in
their higher yield and antioxidant capacity as well. A study on Ziziphus jujuba Mill. leaves
is in agreement with this hypothesis, since it showed that the SFE technique was superior
to UAE for the recovery of kaempferol and quercetin glycosides, which are abundant in
L. nobilis leaves [113].
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3.2.7. Mechanochemical-Assisted Extraction (MCAE)

In order to overcome the purification difficulties due to low selectivity and solvent
residues after other advanced extraction techniques, an innovative technology, MCAE,
has recently emerged. This technology is based on the research of physicochemical and
chemical transformation of compounds caused by mechanical force, such as grinding in a
ball mill [90,114]. It consists of mechanochemical processing of plant material under highly
insensitive mechanical pressure in the ball mill, with a solid reagent (usually carbonated
salts) prior to solvent extraction [115]. Cell walls rupture due to this process, allowing the
extraction of target compounds whose water solubility is also improved [91]. This allows
the use of water instead of other conventional solvents, reducing the cost of extraction and
simplifying the purification process. The most commonly used reagents have been solid
alkali reagents, such as NaCO, NaHCO and NaOH, depending on their alkaline strength
and the chemical properties of the target compounds [116]. Some studies [91,115] have
shown that MCAE results in higher flavonoid yields while being more time-efficient at
lower extraction temperatures and without use of organic solvents. However, since the
technique is quite novel, the influence of different extraction parameters is still inconsistent
and there is a lack of complete understanding, which is essential for the scale-up process
and further application [114].

Rincon et al. [70] used Na,CO3, BaCO3, Li,CO3, CoCO3, KoCO3 and CaCOj3 in excess
of 25 or 50% as solid reagents prior to L. nobilis leaf extraction with ethanol. The excess
of 25% was shown to result in higher TPC than when 50% excess was used. Adding
25% of LipCOj resulted in the highest TPC; however, the value was slightly lower than
the one obtained by Soxhlet extraction with ethanol in the same study. Additionally, the
highest yields obtained by MAE and UAE in the same study were significantly higher than
the one obtained by MCAE. It is important to note that the highest yields in MAE and
UAE were obtained after 60 and 120 min, respectively, while the total extraction time in
MCAE was 40 min. Since TPC from L. nobilis obtained by MCAE is comparable, and even
higher than the TPC obtained at certain parameters of other extraction techniques, there is
definitely potential for further research and optimization of the MCAE for the extraction of
phenolic compounds from L. nobilis leaves, which could lead to higher yields and/or lower
extraction costs than other techniques.

4. Future Perspectives

Laurel leaves, due to a wide range of structurally diverse bioactive molecules and
their antioxidant, antimicrobial, anti-inflammatory, and other health beneficial properties,
are an excellent base for the production of high-quality extracts with potential applications
in the food, pharmaceutical, and cosmetic industries. Insights into the biopotential of
laurel require new approaches in the production of plant extracts, and consequently, the
use of advanced green techniques that allow the development of formulations and high
value-added products with improved biological properties and actions. This paper presents
a systematic review of conventional and advanced extraction techniques for the isolation of
phenolic compounds from L. nobilis leaves, emphasizing the importance of optimization
and achieving high yields of polyphenols under optimal conditions, regardless of the
applied technique. It has been shown that similar total phenolic yields can be achieved
by adjusting the extraction parameters of both conventional and advanced extraction
techniques. Therefore, further research should be focusing on including more extraction
parameters in optimization with the aim of achieving higher yields of total polyphenols and
on overall extract quality, with an emphasis on isolation of target bioactive compounds, such
as kaempferol glycosides which have shown diverse biological activities. To the best of the
authors’ knowledge, pressurized liquid extraction (PLE), also known as accelerated solvent
extraction (ASE), has not yet been applied for the extraction of phenolic compounds from
L. nobilis leaves. Nevertheless, comparison of PLE with conventional methods [117-119]
has shown that PLE resulted in comparable or higher yields of phenolic compounds while
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being time-efficient and economic, which sets a promising perspective for application of
this technique on L. nobilis leaves.

Since phenolic compounds are prone to losing their active properties during storage, it
is of great importance to preserve their bioactivity and improve their stability to make them
applicable in the industry. Therefore, future research should also be focused on various
encapsulation techniques that would result in more stable forms of beads or powders
with required release characteristics, biocompatibility and bioavailability of the active com-
pounds [120,121]. Investigating bioavailability for the purposes of application in functional
food and supplements is extremely important, since the abundance of polyphenols does not
necessarily mean the best bioavailability profile [122]. In vitro methods for the evaluation of
bioavailability cannot reproduce the complex environment of human digestion that in vivo
methods can; however, they are relatively fast, simple, cheap, and reproducible, allowing
more efficient formulation of the products [123]. All of the mentioned steps present future
perspectives and open new areas for the multidisciplinary research and development (R&D)
of sustainable, efficient and economic procedures that would result in the maximum use of
the great potential which L. nobilis leaves and their bioactive molecules hold.
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Chapter 1

3. ENCAPSULATION TECHNOLOGY
The major concern in utilizing the valuable properties of phenols is their sensitivity to

environmental effects such as temperature, light, oxygen, pH and moisture, which leads to poor
stability during storage as well as in the human gastrointestinal tract, resulting in their low
bioaccessibility (Bamidele & Emmambux, 2021). For this reason, numerous encapsulation
techniques have emerged over the years aiming to preserve the beneficial properties of
bioactive molecules, prolong their shelf life and achieve controlled release and targeting
precision. In addition, encapsulation contributes to the masking of undesirable flavors such as

bitter and acrid taste which polyphenols tend to have (Shishir et al., 2018).

In general, encapsulation is a process of coating the bioactive molecules by a carrier
material (also known as shell, matrix, external phase or wall material) in order to form micro-
or nanocapsules (Shishir et al., 2018). There are two approaches which are followed in the
production of encapsulates, the top-down and bottom-down approach. The top-down approach
is based on the size reduction and shaping of large structured materials by mechanical
disruption forces and it includes techniques such as emulsification, evaporation and extrusion
techniques (Joye & McClements, 2014). These techniques are suitable for the encapsulation of
both lipophilic and hydrophilic compounds, but they also allow less control over particle size
and often require sophisticated equipment. On the other hand, bottom-down approach is based
on the development of larger particles through self-assembly of small molecules and it includes
techniques such as spray drying, coacervation, electrospinning and inclusion complexation (Jia
et al., 2016). These techniques provide better control over particle size and morphology and
usually require less energy, but can also be more sensitive to environmental effects during
formation (Shishir et al., 2018). There is no standard encapsulation technique applicable to all
phenols, since the choice of technique depends on various elements, including the intended
purpose of the encapsulate, chemical structure of the individual compounds and type of carriers

applied (Aguiar et al., 2016).

To date, encapsulation of laurel leaf phenols has only been researched in two studies.
In the first study, microencapsulation by spray drying was applied and the influence of carriers
(chitosan, sodium alginate and arabic gum) on the yield, particle size and release properties
was examined (Chaumun et al., 2020). In the second study, nanoencapsulation of
hydroalcoholic laurel leaf extract by nanoliposomes was applied and it was shown that the
encapsulated laurel leaf extract has the potential to delay microbial spoilage and oxidation of

minced meat (Tometri et al., 2020).
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In this dissertation, two techniques were chosen for the encapsulation of laurel leaf
phenols. The first was spray drying as the most researched and the most widely used technique
for the encapsulation of phenols from various plant materials (Shishir & Chen, 2017). In
addition, phenolic extracts from different plant materials encapsulated by spray drying were
successfully utilized for the enrichment of different food products such as biscuits (Hidalgo et
al., 2018; Kaderides et al., 2020; Papillo et al., 2019), chocolate bars (Grassia et al., 2021),
gummy candies (Sarabandi et al., 2019), yogurt (Yadav et al., 2018), ice cream (Cam et al.,
2014), apple puree (Lavelli etal., 2016), hazelnut paste (Kaderides et al., 2015) and fish burgers
(Spinelli et al., 2016), showing potential for a wide use of spray dried laurel leaf phenols in
food fortification. The other encapsulation technique which was chosen for the encapsulation
of laurel leaf phenols was electrostatic extrusion as one of the most recent techniques used for
the encapsulation of bioactive compounds (Bamidele & Emmambux, 2021). This technique
was shown to be efficient for encapsulation of thyme (Thymus serpyllum L.) phenols
(Stojanovic et al., 2012), as well as six other medicinal plant extracts including nettle (Urtica
dioica L.), hawthorn (Crategus laevigata), raspberry leaf (Rubus idaeus L.), olive leaf (Olea
europea L.), yarrow (Achillea millefolium L.) and ground ivy (Glechoma hederacea L.)
(Bels¢ak-Cvitanovi¢ et al., 2011). Moreover, bioactive compounds from carrot waste
encapsulated by this technique were successfully applied in a fortified yogurt formulation
(Seregelj et al.,, 2021), indicating potential for use of this technique in functional food

production.

a. SPRAY DRYING
Spray drying is a widely implemented physical technique for the microencapsulation of

bioactive compounds which is based on the principle of atomization of a liquid feed through a
stream of hot air, thereby resulting in formation of microcapsules in which the bioactive
compounds are coated by a layer of wall material (Figure 3) (Shishir et al., 2018). The main
reasons for the wide use of spray drying are relatively low operational cost, high stability of
the obtained powders due to low moisture content and water activity and short drying contact
time (5-100 s) which allows preservation of targeted molecules, as well as flavors and colors

(Shishir & Chen, 2017).
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Figure 3. Schematic representation of the spray drying process (Pifion-Balderrama et

al., 2020)

The efficiency of spray drying depends on several parameters including type and speed
of the atomizer, the atomization pressure, drying temperature, feed and drying flow rate, as
well as type and concentration of carrier agent (Shishir & Chen, 2017). For this reason,

optimization of the process is crucial for obtaining powders with the most desirable properties.

1. PROCESS PARAMETERS
Since atomization is the main feature of a spray dryer, choosing the right atomizer is

the key to a successful spray drying process. The main function of the atomizer is to disperse
the liquid feed into small droplets in order to maximize the surface volume and control the rate
at which the feed enters the drying chamber (Patel et al., 2009). The most common types of
atomizers are rotary atomizers, hydraulic nozzles, pneumatic nozzles and ultrasonic nozzles.
The atomization pressure and speed have a great influence on the physical properties of the
spray-dried product. It has been shown that up to a certain point, higher atomizer pressure and
speed result in smaller particles, enhance the drying process and increase the total solids content
and bulk density of the obtained powders (Shishir & Chen, 2017). It has also been reported that
the use of excessive atomizer pressure wastes energy without further reduction in the droplet
size (Shishir et al., 2018), while the consequent shorter exposure of droplets to drying air leads

to insufficient drying which is why finding the optimal combination is crucial.

Drying (inlet) temperature is defined as the temperature of the drying medium at the

moment of initial contact with feed which directly influences the amount of solvent that can be
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removed per unit of time (Cal & Sollohub, 2010). As such, it is the most important factor
affecting the physicochemical characteristics of the obtained powders since it allows
evaporation of the solvent and directly influences the moisture content, particle size and
consequently solubility and bulk density of the final product (Shishir & Chen, 2017). The main
objective in choosing the drying temperature is to achieve the lowest possible moisture content
without causing thermal degradation of the targeted compounds, and the temperature range of
140-200 °C is the most commonly applied during spray drying of various plant extracts (Piion-
Balderrama et al., 2020). In order to obtain powders of the highest quality while avoiding
particle agglomeration, adhesion to the drying chamber walls, stickiness and collapse of the
microstructure, inlet temperature should not be higher than 20 °C above the glass transition
temperature (Tg) of the dry solid (temperature at which interchanging glassy and rubbery state
occurs) (Fazaeli et al., 2012). In addition to the inlet temperature, the outlet temperature in the
cyclone where separation of powder occurs is also an important parameter representative of
droplet drying rate which affects the moisture content, process yield and morphology of the
obtained particles (Shishir & Chen, 2017). This temperature cannot be directly influenced, but
is the result of other factors such as inlet temperature, gas flow rate, characteristics of the feed

and enthalpy of evaporation (Pifion-Balderrama et al., 2020).

Feed flow rate relies on the speed of the atomizer where a higher pump speed results in
a higher feed flow rate. The high flow rate does not allow sufficient interaction time between
the feed droplets and the drying air resulting in less effective heat and mass transfer leading to
higher moisture content in the final product (Shishir & Chen, 2017). The drying gas flow rate
is defined as the volume of drying air (usually atmospheric air, followed by nitrogen) supplied
to the system per unit of time which determines the rate of particle movements through the
system (Cal & Sollohub, 2010). According to some literature reports, it is advisable to operate
the drying at the maximum flow rate in order to maximize the cyclone operation efficiency,
since higher gas flow rates result in better atomization of the liquid feed and smaller product
particles (Maury et al., 2005). However, since a high flow rate leads to shorter contact time
between feed and drying air, the moisture content of the final product may increase due to

insufficient drying (Santos et al., 2018), highlighting the need for optimization.

ii. SPRAY DRYING CARRIERS
In general, plant extracts have low glass transition temperatures due to the presence of

organic acids and polysaccharides, which is why different carriers are added during the process

of spray drying (Hussain et al., 2018). The selection of carriers and their appropriate
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concentration depends on the proposed purpose of the final product, and optimization
procedures are necessary to find the most suitable combinations. All carriers must fulfill basic
requirements including "generally recognized as safe" (GRAS) status and biodegradability
(Azhar et al., 2021). In addition, they should be highly soluble, have low viscosity at high
concentrations, film forming ability, high molecular weight and Ty, as well as be able to protect
the targeted compounds from environmental effects and increase their adherence at the target
sites of the gastrointestinal tract (Shishir et al., 2018). The most commonly used carriers in
spray drying are carbohydrate polymers including starch derivatives (maltodextrins,
cyclodextrins) and gums (gum arabic, gum karava) which were chosen as carriers in this
dissertation, followed by pectin, inulin and cellulose derivatives (cellulose,
carboxymethylcellulose). Materials such as proteins (soy protein, pea protein, wheat flour) and
lipids (lecithin, oils) are less often used due to less desirable physicochemical characteristics

(Azhar et al., 2021).

Polysaccharides are naturally occurring carbohydrate polymers comprised of
monosaccharide units linked by glycosidic bonds whose varying chemical structure results in
different molecular characteristics important for the spray drying process such as solubility,
emulsification capability, digestibility and water retention capacity (Fathi et al., 2012). Starch
is one of the most abundant polysaccharides in plants consisting mainly of linear amylose and
branched amylopectin polymer units (Nedovic et al., 2011). Natural starch is mostly
hydrophilic and is not emulsifiable, which limits its application for the encapsulation of
hydrophobic bioactive compounds (Fathi et al., 2012). For this reason, different chemical,
physical and enzymatic methods are applied in order to produce modified starch derivatives
with higher functionality. Dextrins are hydrolyzed, water-soluble modified starches with
varying dextrose equivalent (DE) values. Dextrins with DE values lower than 20 are referred
to as maltodextrins, while those DE higher than 20 are denoted to as glucose solids, glucose
syrups or corn syrup solids. The functionality of dextrins with the same DE can vary depending
on the type of starch (e.g. potato, corn) (Shishir et al., 2018). Maltodextrin (DE value of < 20)
is a hydrolyzed starch widely used in the food and drug industry due to its relatively high water
solubility (70%), low viscosity and contribution in bulking, coating and protection of bioactive
compounds from thermal degradation and oxidative loss (Alvani et al., 2011). Maltodextrins
with higher DE have higher solubility and lower molecular weight, but also result in higher
moisture content of the powders due to more hydrophilic groups so the most commonly used

maltodextrin is the one with DE 10 (Shishir & Chen, 2017).
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Cyclodextrins are cyclic oligosaccharides mostly composed of 6 (a-cyclodextrin), 7 (B-
cyclodextrin) or 8 (y-cyclodextrin) glucopyranose units produced by the enzymatic
modification of starch. They possess hydrophobic cavity and a hydrophilic external surface
which enable the formation of molecular inclusion complexes with poorly soluble molecules
such as phenols (Pordevi¢ et al., 2015). Among cyclodextrins, B-cyclodextrin is the most
commonly applied for encapsulation purposes due to its low cost. However, due to its limited
aqueous solubility, derivatives with improved characteristics such as 2-hydroxypropylted-f3-
cyclodextrin and methylated-B-cyclodextrin are produced and widely applied for the

encapsulation of bioactive compounds (Shishir et al., 2018).

Gums are non-starch, water-soluble polysaccharides widely applied in the food and
pharmaceutical industry due to their non-toxicity, biocompatibility and biodegradability.
Naturally occurring plant-based gums can be classified into four categories based on their
origin, including plant exudates gums (e.g. arabic gum), seed gums (e.g. guar gum), sea weed
gums (e.g. carrageenans) and microbial exudates gums (e.g. xanthan gum) (Shishir et al.,
2018). Gum Arabic, deriving from the Acacia senegal tree, is the most widely applied exudate
gum consisting of galactose, arabinose, rhamnose, glucuronic and 4-O-methyglucuronic acid
units. It has low viscosity and high solubility, stable emulsion forming ability and high
retention of volatile compounds as well as some disadvantages such as low production yield
and a higher cost which is why it is often combined with other carriers (Buljeta et al., 2022).
In fact, none of the carriers has all the desirable characteristics for spray drying. For example,
the widely used starch and its derivatives possess high molecular weight and Tg, low viscosity
and high solubility in cold water, but have low film forming ability which is crucial for the
preservation of bioactive molecules (Shishir et al., 2018). On the other hand, gums have high
film forming ability and low Tg, which is why combination of starch derivatives and gums in a
mass ratio higher than 1 usually results in the most desirable physicochemical properties of the

powders (Azhar et al., 2021).

b. ELECTROSTATIC EXTRUSION
Extrusion technology includes processes in which a material is forced to flow through an

orifice of different diameters at predefined rates under a variety of conditions, depending on
the desired product specifications (Alam et al., 2016). Electrostatic extrusion is a dispersion
technique based on the formation of microspheres by dropping polymers (most often sodium
alginate) into hardening solutions by applying electric field between the charged needle and
the hardening solution (Figure 4) (Bamidele & Emmambux, 2021). This technique enables
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production of varying sized beads for multiple purposes by alternating needle sizes and
adjusting process parameters including the applied voltage, encapsulant and carrier
concentration in order to obtain maximum encapsulation efficiency, stability and optimal

release kinetics (Low & Lim, 2014).

Sodium alginate, a linear anionic polysaccharide derived from marine algae polysaccharide
composed of B-D-mannuronate (M) and a-L-guluronate (G) residues linked by 1-4 glycosidic
bonds, is the most commonly used carrier in electrostatic extrusion due to its ability to form
gels in the presence of polyvalent ions (Shishir et al., 2018). Ca®" is the most suitable and
widely applied ion in the hardening solutions since it results in non-toxic and biocompatible
complexes through a relatively cheap and simple process which was also shown not to interact
with polyphenols (Silva et al., 2020). Other biopolymers can be combined with alginate in
order to enhance encapsulation efficiency and preserve biological activity of polyphenols. For
example, it was shown that the addition of chitosan, a non-toxic and biocompatible cationic
polysaccharide built by the B-(1-4)-linked D-glucosamine and N-acetyl-D-glucose-amine
residues, results in forming stable complexes with other anionic crosslinking agents and leads
to more controlled release of polyphenols (Yeh et al., 2022) and increase in their bioavailability

(Liang et al., 2017).

i. PROCESS PARAMETERS
The main components of a device designed for the electrostatic extrusion (Figure 4)

include a pump that allows the polymer solution to be forced out of the reservoir at different
flow rates through a stainless steel capillary or needle that can have different diameters.
Electrostatic potential, which can be constant or pulsed, is applied by a high voltage generator.
It occurs in the space of varying distance between the capillaries (needle) and the hardening

solution where the particles are collected (Kosti¢ et al., 2012).
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Figure 4. Schematic representation of electrostatic extrusion (adapted from
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The main feature of this technique is the gradual decrease of the droplet diameter with
increasing electrostatic voltage, up to a certain value of the critical electrostatic voltage. When
the critical electrostatic potential is reached, an unstable jet of the polymer solution is formed,
which breaks up into a large number of charged droplets that collect in the hardening solution,
where the formation of particles occurs (Poncelet et al., 1999). By measuring the size of the
obtained droplets, it was observed that the distribution of the droplet size is not always
unimodal and that it is often bimodal or multimodal size distribution, which is a consequence
of the droplet formation process itself from the liquid meniscus (Lewinska et al., 2004). This
clearly indicates the importance of adjusting the process parameters for each individual carrier-

material system for encapsulation, using the electrostatic extrusion procedure.

It is now well known that the properties of beads are a complex function of several
process parameters as well as the properties of the extrusion equipment and the polymer
solutions themselves. Apart from the electrostatic potential, which is the main feature of the
electrostatic extrusion process, as already explained, three other parameters can be singled out
that significantly affect the size of the beads obtained, namely the flow of the polymer solution
used for encapsulation, the needle diameter (capillaries) and the geometry of the extrusion
device. Increasing the flow leads to an increase in the size of the alginate beads obtained by
increasing the amount of surface active molecules moving to the surface droplets, and thus the
surface tension (Poncelet et al., 1999). Reduction of the diameter of the needle (capillaries)

leads to the formation of smaller beads and the reduction of the average diameter of the final

40



Chapter 1

beads in this way also depends on the properties of the encapsulated material (e.g., chemical
structure of phenols, protein molar mass, etc.) as well as the pressure drop through the needle
(Amsden & Goosen, 1997). By changing the concentration of the alginate solution, the
viscosity of the solution is altered resulting in a modified formation of solution droplets and

the final diameter of the obtained beads.

The process of extracting beads from the formed droplets includes their curing in the
hardening solution, which further increases the number of factors that can affect the final
properties and size of the resulting beads (Kosti¢ et al., 2012). Part of the research on obtaining
alginate beads by electrostatic extrusion was therefore aimed from the beginning at
investigating the influence of the concentration and composition of the alginate solution, as
well as the concentration of divalent cations necessary for gelation, on the physical and
chemical properties of the beads. The situation is further complicated by the presence of
encapsulated compounds, which can influence both the properties of the alginate solution and
the extrusion process itself, for example by changing the microhydrodynamics within the
capillary due to electrochemical and physical interactions (Amsden & Goosen, 1997). One of
the most important data is the minimum amount of divalent cations such as Ca®" required for
polymer crosslinking. Therefore, extensive research has been conducted on alginate gelation
in the presence of limited amounts of divalent cations. It was found that the presence of other
compounds slows down the crosslinking and affects the hardness of calcium alginate beads
obtained by the electrostatic extrusion process (Kosti¢ et al., 2012). Therefore, in the process
of preparation of beads, their retention in hardening solution is practiced from 30 min to several

hours.

Electrostatic extrusion is a technique suitable for the encapsulation of thermolabile
compounds since it is performed at ambient temperature and it allows encapsulation of high
concentrations of bioactive molecules. The main limitation of this technique is the difficulty of
scale-up which restricts the industrial exploitation of this technique that is generally considered
to be low energy, cost saving and able to produce microspheres with unique characteristics.
For this reason, several solutions have been suggested including modification of structural
aspects by developing continuous operation and multi-needle systems that would allow wider

use of the technique and utilization of its benefits (Bamidele & Emmambux, 2021).
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4. BIOAVAILABILITY OF PHENOLS
Bioavailability represents the portion of bioactive compounds which the human body

can absorb and utilize and as such is the key factor influencing the bioactivity of phenols
(Carbonell-Capella et al., 2014). The bioactivity of bioactive compounds, including phenols,
determined by in-vitro methods on the parent compounds may differ significantly from those
detected in-vivo due to the low stability and challenging absorption of phenols during digestion
(Quirés-Sauceda et al., 2014). Since the determination of bioavailability is complicated and
raises ethical issues, most research is focused on in-vitro simulation of digestion and
determination of bioaccessibility which represents the content of bioactive compounds released
from food matrix into the gastrointestinal tract which can be absorbed or bioavailable
(Carbonell-Capella et al., 2014). The bioaccessibility of phenols depends on the chemical
structure of the compound, the degree of polymerization, glycosylation, acylation and
conjugation with other compounds. Phenols with high molecular weight (e.g. hydrolysable and
condensed tannins), complex flavonoids conjugated with sugars and acetylated
hydroxycinnamic acids have been shown to have lower bioaccessibility compared to aglycones
and phenols with lower molecular weight (Quirds-Sauceda et al., 2014). Additionally, the gut
microbiota, enzyme modifications, and bloodstream transport affect the bioavailability of

phenols after absorption (Gao & Hu, 2010).

When phenols are consumed from food and not in the form of supplements that enter
the stomach directly, their digestion begins in the oral cavity, where phenols come in contact
with saliva (pH 6-7). Phenols are not significantly affected by amylase (the most dominant
enzyme in saliva) (Bohn, 2014), however they might bind to acidic proteins through
hydrophobic interactions or hydrogen bonds, as in case of tannins (Soares et al., 2011). Also,
the phenols bound to a sugar moiety may go through deglycosylation by residual bacteria in

the oral cavity (Bohn, 2014).

Most phenols are released from the food matrix during gastric digestion due to the
occurrence of hydrolysis and deconjugation, while some (e.g. phenolic acids) may be absorbed
in the stomach in their free form (Bohn, 2014). After gastric digestion, the unabsorbed phenols
enter the small intestine, where the pH changes from acidic (pH 2—4) to neutral (pH 7). The
acidic conditions prevailing at the beginning of small intestinal digestion may favor the
presence of the phenols (Singh et al., 2009). It is estimated that only 5-10% of dietary phenols
are absorbed in the small intestine, while the rest reach the colon (Selma et al., 2009). Since

phenols are mostly present in the polar form as glycosides, their absorption in the small
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intestine is unlikely, but those that are hydrolyzed and become aglycones may enter the liver
via the portal vein (Rein et al., 2013). When pH increases, pancreatic enzymes and bile are
activated and contribute to the absorption of phenols. There are two suggested pathways
leading to the absorption of phenols. The first involves the hydrolysis in the intestinal lumen
to form aglycones that are absorbed into enterocytes by passive diffusion, while the other
involves a sodium-dependent glucose transporter (SGLT) that assists in the active transport of
phenols across the brush membrane (Crozier et al., 2010). Two enzymes present in the small
intestine, cytosolic B-glucosidase (CBG) and lactase-phlorizin hydrolase (LPH), hydrolyze
glycosylated flavonoids, with LPH showing selectivity for flavonoid O-B-D-glucosides (Rein
et al., 2013). The resulting aglycones enter epithelial cells by passive diffusion due to their
increased lipophilicity and are adjacent to the cell membrane. Passive diffusion transfer is
characteristic of low molecular weight phenols such as phenolic acids, epicatechin and catechin
(B. Hu et al., 2017). After absorption of aglycones, they undergo further metabolism at the
enterocyte level. Phenols reach the bloodstream either in free form or bound to other
compounds such as proteins (Selma et al., 2009). The degree of polymerization has been shown
to have a significant effect on cellular uptake. For example, the absorption of procyanidin
dimers is much lower than monomeric units of catechin, while polymeric procyanidins are

considered inaccessible for absorption (Actis-Goretta et al., 2013).

Further metabolism of phenols includes conjugating glucuronidation, sulfation, and
methylation reactions (Lewandowska et al., 2016). Conjugation is a detoxification process
characterized by the presence of conjugation enzymes such as sulfotransferases (SULT), UDP-
glucuronosyltransferases (UGT), catechol-O-methyltransferases (COMT), and glutathione
transferases (GT), which aim to prevent the potential toxic effects of xenobiotics, in this case
polyphenols, by increasing the hydrophilicity of the ingested compounds and consequently
promoting their excretion. Following these processes, polyphenols may be further metabolized
in the liver by the action of phase I cytochrome P450 (CYP450) and enter target tissues via the
bloodstream or be excreted via bile, thus returning to the intestinal tract (Kawabata et al., 2019).
Hydrophilic conjugates and phenols that are not absorbed by the colon become a substrate of
action in the intestinal microflora in the colon, where bacteria hydrolyze the glycosidic bonds
between polyphenols and secrete extracellular glycosidases (Liu & Hu, 2007). In addition, the
bacteria have a catabolic effect that enables the cleavage of C-C bonds of heterocyclic and
aromatic rings, dehydroxylation, demethylation, decarboxylation, and hydrogenation of alkene

residues (Kawabata et al., 2019). They also express high levels of glucuronidases and
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sulfatases, which enable the release of aglycones (Liu & Hu, 2007). Different bacterial species
and genera have different metabolic properties, and therefore the fate of phenols is largely
dependent on the composition of the gut microflora (Hoyles & Swann, 2019). In addition,
polyphenols reaching the colon can also improve the composition of gut microflora by acting
as prebiotics and exhibiting selective bactericidal activity towards pathogenic bacteria,
resulting in improved health status of the host and reduced risk of several chronic diseases

related to gut dysbiosis (Lippolis et al., 2023).

The metabolites formed by the liver (e.g. quercetin-3-O-glucuronide and kaempferol-
3-O-glucuronide), as well as those formed by gut microflora (e.g. 4-hydroxyphenylocytic acid
as a common metabolite of kaempferol) reach the target tissues and cells through bloodstream
where they exert various biological activities beneficial to human health including antioxidant
(Baeza et al., 2016; Duenas et al., 2010; Gonzalez-Manzano et al., 2011; Stepani¢ et al., 2019),
anti-inflammatory (Derlindati et al., 2012; di Gesso et al., 2015; Ha et al., 2017; W. Hu et al.,
2016; Kamalakararao et al., 2018; Kure et al., 2016), antitumor (Delgado et al., 2014;
Stanistawska et al., 2019; Z. Zhang et al., 2014), cardioprotective (Baeza et al., 2017; Terao,
2023; Van Rymenant et al., 2017; Warner et al., 2016) and neuroprotective effects (Ho et al.,
2019; Mukai et al., 2012), showing that the biological activity of the parent compounds

determined in the plant material is preserved in their metabolites.

All of the mentioned findings highlight the importance of preserving the stability of
phenols throughout all of the stages of digestion in order to utilize their maximum potential.
Encapsulation by different techniques has been shown to be an efficient tool for increasing the
stability and bioaccessibility of plant derived phenols. For example, spray drying of phenolic
olive leaf extract using sodium alginate resulted in 58% higher bioaccessibility of phenols
during the small intestinal phase and 20% higher bioavailability compared to the initial extract
(Gonzalez et al., 2019). In another research, spray dried chitosan- liposome powders containing
cocoa hull waste phenols had sixfold higher bioaccessibility of phenols in the small intestinal
phase of digestion compared to the initial extract (Altin et al., 2018a). Similar results were
observed in a study where electrospinning of sour cherry anthocyanins using gelatin increased
their bioaccessibility by eightfold (Isik et al., 2018). Moreover, encapsulation using [3-
cyclodextrin and a mixture of gelatin and pectin increased the stability of flavonoid taxifolin
by 1.2 and 1.8 fold throughout the digestive system compared to a water solution, respectively
(Fatkullin et al., 2021). Similar results were observed in a study where resveratrol was

encapsulated by electrospraying with zein as carrier and 1.5 fold higher stability of this
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compound was observed during in-vitro digestion compared to the non-encapsulated

compound (Jayan et al., 2019).

In addition, the effectiveness of encapsulation in increasing bioaccessibility of phenols
has been confirmed in several studies where the encapsulated phenols were applied in
functional food. In one study, roselle encapsulated within gelatin (confectionary gum) was
compared to grounded roselle during in-vitro digestion and it was found that gelatin enabled
30% higher controlled release of phenols compared to the grounded roselle (Villanueva-
Carvajal et al., 2013). Another study showed that lyophilized colloidal cinnamon nanoparticles
incorporated in white chocolate resulted in an increased physicochemical stability and
controlled release compared to chocolate enriched with non-encapsulated cinnamon extract
during in-vitro digestion (Muhammad et al., 2018). In a research where drinking yogurt was
enriched with cocoa hull waste phenols encapsulated by different techniques (freeze drying,
spray drying, chitosan-coated liposomes, spray dried chitosan coated liposomes), it was shown
that spray dried chitosan-coated liposomes provided the highest stability of cocoa hull waste
phenols as they protected the phenols from interacting with the proteins from yogurt (Altin et
al., 2018b). Green tea phenols encapsulated in soy lecithin liposomes were incorporated into a
hard low-fat cheese and the total phenolic content and antioxidant capacity were increased after
in-vitro digestion showing that encapsulation efficiently preserved the beneficial effects of
phenols during digestion (Rashidinejad et al., 2016). In another study, a gellified fish product
was enriched with curcumin-gelatin microparticles and compared to a gel containing non-
encapsulated commercial curcumin during in-vitro digestion (Gémez-Estaca et al., 2015). The
results showed that bioaccessibility of curcumin was similar in both gels, however the gel
fortified with microparticles allowed higher antioxidant activity due to the protection of
curcumin from complexation with water soluble proteins. These results show that
encapsulation not only ensures the stabilization of phenols and allows them to reach the
consumers at appropriate levels, but also allows preservation of their biological activity during
digestion and increases their bioaccessibility and bioavailability from various functional food

products.
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5. AIMS, HYPOTHESES AND EXPECTED CONTRIBUTION
This research hypothesized that:

(1) extracts obtained by advanced extraction techniques including ASE/PLE (accelerated
solvent extraction/pressurized liquid extraction), MAE (microwave-assisted
extraction) and UAE (ultrasound assisted extraction) will have higher phenolic content

(11) stability and quality of encapsulates will depend on encapsulation conditions,
especially on the carrier used

(ii1))  extracts with higher phenolic content will have higher antioxidant capacity, while the

bioaccessibility of the powders will depend on the carrier applied
In order to confirm or decline established hypotheses, the following objectives were defined:

(1) to determine the optimal conditions at which ASE, MAE and UAE result in laurel
leaf extracts with the highest phenolic yields and compare them with CRE
(conventional heat reflux extraction)

(11) to optimize encapsulation by spray drying and electrostatic extrusion

(ii1))  to determine the antioxidant capacity of the extracts and physicochemical properties

and bioaccessibility of encapsulated phenols.
Due to its complexity and scope, this research was divided into 2 parts.

In the first phase of research, the influence of advanced extraction techniques'
parameters on the phenolic yield of the obtained extracts was examined and optimal

conditions were defined for each technique (Publication No.2 and Publication No.3).

In the second phase of research, the influence of two encapsulation techniques'
parameters on the physicochemical properties and bioccessibility of the obtained

microcapsules was examined and the optimal parameters were defined.
Throughout this dissertation, the following questions were examined:

1. Which percentage of ethanol in an aqueous solution is the most efficient for
the conventional heat reflux extraction of laurel leaf phenols? (Publication
No.2)

2. What are the most efficient extraction conditions of MAE (ethanol
percentage, temperature, microwave power, extraction time), UAE (ethanol

percentage, amplitude, extraction time) and PLE (ethanol percentage,
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temperature, number of extraction cycles and static extraction time) that

result in the highest phenolic yield? (Publication No.2 and Publication No.3)
Do the advanced extraction techniques improve the extraction efficiency of
laurel leaf phenols and how do they affect individual phenolic content and
antioxidant activity of the obtained extracts? (Publication No.2 and

Publication No.3)

How do encapsulation conditions of spray drying (carrier type,
sample:carrier ratio and inlet temperature) affect the physicochemical
properties, phenolic profile, antioxidant activity and bioaccessibility of the

encapsulated laurel leaf phenols? (Publication No.4)

How do the encapsulation conditions of electrostatic extrusion (percentage
of sodium alginate, content of CaCl, and presence of chitosan in the cross-
linking (gelling) solutions) affect individual phenolic content, antioxidant
activity, release kinetics and bioaccessibility of encapsulated laurel leaf

phenols? (Publication No.5)

Throughout this dissertation, the following was achieved:

1.

The understanding of the influence of MAE, PLE and UAE and their parameters
on the phenolic content and antioxidant activity of laurel leaf extracts was
improved

The most efficient extraction parameters for MAE, PLE and UAE were defined
The knowledge of the influence of spray drying and electrostatic extrusion and
their parameters on the physicochemical characteristics, phenolic profile and
bioaccessibility of laurel leaf phenols was improved

The most efficient encapsulation parameters of spray drying and electrostatic
extrusion were defined

A basis for future development of functional products based on liquid or

encapsulated herbal laurel extracts was established
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Abstract: Laurus nobilis L. is an evergreen Mediterranean shrub whose leaves have been known for
various health-promoting effects mainly attributed to polyphenols. Microwave- (MAE) and
ultrasound-assisted extraction (UAE) are green extraction techniques that enable effective isolation
of polyphenols from plant material. Therefore, the aim of this research was to optimize the
extraction conditions of MAE (ethanol percentage, temperature, extraction time, microwave power)
and UAE (ethanol percentage, extraction time, amplitude) of polyphenols from Laurus nobilis L.
leaves and to assess their polyphenolic profile by ultra performance liquid chromatography-
tandem mass spectrometry (UPLC-MS/MS) and antioxidant capacity by oxygen radical absorbance
capacity (ORAC) assay. Optimal MAE conditions were 50% ethanol, 80 °C, 10 min and 400 W.
Optimal UAE conditions were 70% ethanol, 10 min and 50% amplitude. Spectrophotometric
analysis showed the highest total phenolic content in the extracts was obtained by MAE, compared
to conventional heat-reflux extraction (CRE) and UAE. The polyphenolic profile of all obtained
extracts included 29 compounds, with kaempferol and quercetin glycosides being the most
abundant. UPLC-MS/MS showed the highest total phenolic content in the extracts obtained by CRE.
ORAC assay showed the highest antioxidant capacity in extracts obtained by CRE, which is in
agreement with the polyphenolic profile determined by UPLC-MS/MS.

Keywords: Laurus nobilis L.; plant extracts; polyphenols; microwave-assisted extraction;
ultrasound-assisted extraction; UPLC-MS/MS; ORAC

1. Introduction

Laurus nobilis L., a representative of the family Lauraceae, is an evergreen shrub
native to the Mediterranean area. The leaves of this plant have traditionally been used in
folk medicine to treat various health conditions, mainly respiratory and gastrointestinal
disorders [1]. Due to their beneficial effects, which nowadays can be attributed to various
biological activities of leaf extracts and essential oils including antioxidant [2,3], anti-
inflammatory [4,5], antimicrobial and antifungal [6,7], the chemical composition of Laurus
nobilis L. leaves has been studied to a greater extent than that of other plant parts. Laurus
nobilis L. leaves comprise the aforementioned essential oils, alkaloids, norisoprenoids,
sugars, polysaccharides, organic acids, tocopherols and a wide range of polyphenols
including different flavonoids, phenolic acids, tannins and lignans [8]. Polyphenols are a
group of compounds that are of particular interest due to their redox properties, as they
can act as antioxidant agents [9] and, thus, are largely responsible for the antioxidant
activity of Laurus nobilis L. [3,10,11]. Plant material usually contains a wide range of
polyphenols, including simple to highly polymerized compounds which can also be
conjoined with various other components, making their recovery a challenging process
[12]. Establishing an optimal methodology for the isolation of polyphenols is a crucial step
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for the utilization of their beneficial properties, and various techniques can be applied in
order to achieve their effective recovery. Conventional extraction techniques, such as heat-
reflux, although easily applicable, are often time-, energy- and solvent-consuming with
difficulties when it comes to scale-up processes [13]. These techniques also carry the risk
of thermal degradation of heat-sensitive polyphenolic compounds [14]. In recent years,
advanced green extraction techniques, such as microwave-assisted (MAE) and
ultrasound-assisted extraction (UAE), have been in focus when it comes to the extraction
of polyphenols from different plant materials [15-19]. The main advantage of both MAE
and UAE over conventional heat-reflux extraction (CRE) is the reduction in extraction
time, resulting in lower solvent consumption and higher extraction efficiency along with
less thermal degradation of sensitive compounds [20,21]. In MAE, the dipole rotation
induced by the electromagnetic wave radiation leads to homogeneous heating of the
sample, which leads to disruption of the plant cell and release of the targeted compounds
from the plant matrix [22]. In UAE, the cell disruption is caused by ultrasonic waves,
which generate cavitation bubbles that burst near the sample tissue. The distribution of
ultrasonic waves is not homogenous and the wave power decreases with the increase in
distance between the sample and radiating surface, which is why shaking and agitation
are useful during UAE [23]. The efficiency of both MAE and UAE depends on their
parameters (e.g., extraction time, temperature, solvent type, microwave power (MAE),
frequency and amplitude of ultrasonic waves (UAE)), which should be chosen with
respect to the properties of the plant material and the targeted compounds. In addition to
the isolation of polyphenols, chemical characterization of the obtained extracts, including
the identification and quantification of individual compounds and evaluation of their
antioxidant capacity, is also of great interest. Combined chromatographic and spectral
techniques, such as UPLC-MS/MS, have been shown to be the most effective for chemical
characterization of even the most complex of polyphenolic structures such as flavonoid
glycosides and proanthocyanidins [24]. Antioxidant capacity can be determined using
several assays divided into two categories: single electron transfer (SET) assays (DPPH,
FRAP, ABTS) and hydrogen atom transfer (HAT) assays (ORAC, TRAP, TOSC, CL) [25].
ORAC (oxygen radical absorbance capacity) is a method that uses the most biologically
prevalent peroxyl radical as a source of free radicals [26] and can measure both
hydrophilic and lipophilic antioxidants [27], making it one of the most significant assays
in terms of its biological relevance. Therefore, ORAC has been established as an assay of
choice for determining the antioxidant capacity of plant material and food.

The aim of this research, therefore, was to investigate the influence of different
extraction parameters in MAE (solvent, temperature, extraction time and microwave
power) and UAE (solvent, extraction time and amplitude) on the total phenolic content of
Laurus nobilis L. leaf extracts and to establish optimal extraction conditions for both
extraction techniques. Moreover, data on the polyphenolic profile of Laurus nobilis L.
leaves obtained by MAE and UAE are scarce [28-30], and, to our knowledge, no
comparison of the polyphenolic profiles obtained between the two techniques has been
reported so far. Hence, the aim of this research was to determine and compare the UPLC-
MS/MS polyphenolic profile of the extracts obtained with MAE, UAE and CRE and to
determine their antioxidant capacity using the ORAC assay.

2. Materials and Methods
2.1. Chemicals and Reagents

Ethanol (96%) was purchased from Lach-ner (Neratovice, Czech Republic), HPLC
grade acetonitrile from J.T. Baker Chemicals (Deventer, Netherlands) and formic acid (98-
100%) from T.T.T. d.o.o. (Sveta Nedjelja, Croatia). Distilled water was purified by Milli-Q
water purification system (Millipore, Bedford, MA, USA). Folin—-Ciocalteu reagent was
obtained from Merck (Darmstadt, Germany), anhydrous sodium carbonate (=99.5%) and
sodium phosphate (96%) from Kemika (Zagreb, Croatia), 6-hydroxy-2,5,7,8-



Processes 2021, 9, 1840

30f20

tetramethylchroman-2-carboxylic acid (Trolox) from Acros Organics (Thermo Fisher
Scientific, Geel, Belgium), 2,20-Azobis (2-amidinopropane) hydrochloride from Sigma-
Aldrich (Steinheim, Germany) and fluorescein sodium salt from Honeywell Riedel-de-
Haén (Bucharest, Romania). Authentic standards of quercetin-3-glucoside, myricetin,
caffeic acid, gallic acid, ferulic acid, protocatechuic acid, syringic acid, rosmarinic acid,
chlorogenic acid and p-coumaric acid were purchased from Sigma-Aldrich (St. Louis, MO,
USA). Catechin, epigallocatechin gallate, epicatechin gallate, kaempferol-3-glucoside,
rutin, apigenin, procyanidin B2 and luteolin were procured from Extrasynthese (Genay,
France). All standards were prepared as methanol stock solution except apigenin, which
was dissolved in ethanol with 0.5% (v/v) dimethyl sulfoxide. Working standard solutions
were prepared by dilution of the stock solutions to produce five concentrations.

2.2. Plant Material

A sample of dry leaves of Laurus nobilis L., collected in November 2020 in the Rijeka
region, Croatia, was purchased from Safram d.o.o (Zagreb, Croatia). The dry leaves were
stored at room temperature and ground into fine powder using an electric grinder (GT11,
Tefal, Rumilly, France) before extraction. The obtained powder was analyzed for total
solids by drying to constant mass at 103 + 2 °C [31]. Content of dry matter in the sample
was >95%.

2.3. Conventional Heat-Reflux Extraction (CRE)

The polyphenols of Laurus nobilis L. leaves were extracted from 1 g of ground sample
with 40 mL of aqueous ethanol solution (50% and 70% v/v) in a flat bottom Erlenmeyer
flask. The solvents for all extractions were selected based on previous literature reports
showing that 50% and 70% aqueous ethanol were suitable for isolation of polyphenols
from Laurus nobilis leaves and similar plant material [29,32]. The mixture was extracted
with reflux for 30 min, filtered through Whatman No. 40 filter paper (Whatman
International Ltd., Kent, UK) and made up to 50 mL in volumetric flasks with the
extraction solvent. The extracts were transferred into plastic Falcon tubes and stored at
-18 °C in nitrogen gas atmosphere. All extracts were prepared in duplicate.

2.4. Microwave-Assisted Extraction (MAE)

The MAE of polyphenols from Laurus nobilis L. leaves was performed using Ethos
Easy (Milestone, Italy) microwave reactor. General extraction parameters: the time
required to achieve extraction temperature, stirring and ventilation after extraction were
kept constant at 2 min, 50% and 1 min, respectively. The varied extraction parameters
were temperature (40, 60 and 80 °C), microwave power (400 and 800 W) and time (5, 10
and 15 min). For each extraction, 1 g of ground sample was mixed with 40 mL of ethanol
solution in the extraction vessel with a magnetic stirrer and placed into the microwave
reactor. After cooling at room temperature, the obtained extracts were filtered through
Whatman No. 40 filter paper into 50 mL volumetric flasks, made up to volume with
solvent, transferred into plastic Falcon tubes and stored at -18 °C in nitrogen gas
atmosphere. All extracts were prepared in duplicate.

2.5. Ultrasound-Assisted Extraction

For the UAE of polyphenols from Laurus nobilis L. leaves, 1 g of ground sample was
mixed with 40 mL of the extraction solvent in a glass beaker. UAE was performed using
an ultrasonic processor (UP) 400 S (Dr. Hielscher GmbH, Teltow, Germany) that has
maximal nominal output power 400 W and the ultrasonic frequency 24 kHz. The UP is
equipped with an ultrasonic probe (surface 3.8 cm?), which was immersed 1 cm into the
beaker with sample mixture. The varied parameters were extraction time (5, 10 and 15
min) and amplitude (50, 75 and 100%). The temperature was monitored using an infrared
thermometer and it did not exceed 30 °C, which was achieved by placing the beaker in a
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cooling bath with ice during the extraction. The extracts were filtered through Whatman
No. 40 filter paper, made up to 50 mL in volumetric flasks, transferred to plastic Falcon
tubes and stored at —18 °C in nitrogen gas atmosphere. All extracts were prepared in
duplicate.

2.6. Determination of Total Phenolic Content

Total phenolic content of Laurus nobilis L. leaves was determined by the
spectrophotometric Folin-Ciocalteu method previously described by Shortle et al. (2014)
[33] with some modifications. A 100 pL aliquot of sample extract (solvent extraction for
blank) was mixed with 200 uL Folin—Ciocalteu reagent and 2 mL distilled water. After 3
min, 1 mL of 20% w/v sodium carbonate solution was added into the mixture. After
tempering for 25 min at 50 °C in a water bath, the absorbance was read at 765 nm. All
measurements were performed in duplicate. A gallic acid standard calibration curve (y =
0.0035x, R2 = 0.9995) was prepared from working standard solutions in concentration
range from 50 to 500 mg L-1. Total phenolic content (TPC) of the samples was calculated
and expressed as mean value in mg gallic acid equivalents (GAE) per g of sample +
standard deviation.

2.7. Identification and Quantification of Polyphenols

Identification and quantification of polyphenols in extracts obtained at optimized
conditions were performed on UPLC-MS/MS in positive and negative ionization mode on
Agilent 6430 Triple Quad LC/MS mass spectrometer (Agilent, Santa Clara, CA, USA)
connected to UPLC system (Agilent series 1290 RRLC instrument) consisting of binary
pump, autosampler and a column compartment thermostat. Ionization of the analytes was
performed by ESI ion source and nitrogen was used as desolvation and collision gas with
following parameters: drying gas temperature 300 °C, flow rate 11 L h™?, capillary voltage
4000/-3500 V and the nebulizer pressure 40 psi. Agilent’s Zorbax Eclipse Plus C18 column
(100 x 2.1 mm; particle size 1.8 um) was used for separations with following conditions:
column temperature 35 °C, injection volume 2.5 pm. The composition of solvents as well
as gradient conditions that were used were previously described by Elez Garofuli¢ et al.
(2018) [34]. Instrument control and data processing was performed using Agilent
MassHunter Workstation Software (ver. B.04.01). The identification and quantitative
determination was carried out on the basis of the calibration curves of the standards:
myricetin, caffeic acid, gallic acid, ferulic acid, protocatechuic acid, syringic acid,
rosmarinic acid, chlorogenic and p-coumaric acid, quercetin-3-glucoside, quercetin-3-
rutinoside, kaempferol-3-glucoside, catechin, epigallocatechin gallate, epicatechin gallate,
apigenin, procyanidin B2 and luteolin. For compounds lacking reference standards,
identification was based on mass spectral data and literature reports of mass
fragmentation patterns, while quantification was performed as follows: kaempferol-3-
rutinoside, kaempferol-3-O-hexoside, kaempferol-3-O-deoxyhexoside and kaempferol-3-
O-pentoside were calculated according to kaempferol-3-glucoside, apigenin-6-C-(O-
deoxyhexosyl)-hexoside according to apigenin, luteolin-6-C-glucoside according to
luteolin, isorhamnetin-3-hexoside, quercetin-3-rhamnoside and quercetin-3-pentoside
according to quercetin-3-glucoside, epicatechin according to catechin, 3,4-
dihydroxybenzoic acid hexoside according to protocatehuic acid while p-hydroxybenzoic
acid was calculated as gallic acid equivalent. Quality parameters for the analytical
method, including calibration curves, instrumental detection (LOD) and quantification
(LOQ) limits, were reported previously [34]. Concentrations of analyzed compounds were
expressed as mg per 100 g of sample as mean value + standard deviation. All analyses
were performed in duplicate.
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2.8. Oxygen Radical Absorbance Capacity (ORAC) Assay

The oxygen radical absorbance capacity (ORAC) assay was carried out on an
automated plate reader (BMG LABTECH, Offenburg, Germany) following a previously
reported method [35] and the data analysis was performed using MARS 2.0 software. In
total, 75 uM phosphate buffer (pH 7.4) was used for preparation of 240 mM 2,20-
Azobisradical (2-amidinopropane) dihydrochloride (AAPH) solution, 70.3 nM fluorescein
solution and different dilutions (3.12-103.99 pM) of 6-hydroxy-2,5,7,8-
tetramethylchroman-2-carboxylic acid (Trolox). Briefly, Trolox standard or appropriately
diluted sample were added into a 96-well microplate containing 150 pL of fluorescein and
the plate was incubated at 37 °C for 30 min. After the first three cycles (baseline signal),
AAPH solution was injected to generate the peroxyl radical. During the total
measurement period (120 min), the fluorescence intensity (excitation at 485 nm and
emission at 528 nm) was monitored every 90 s. Determinations were performed in
duplicate (n = 4) and the results were expressed as umol Trolox equivalent (TE) per g of
sample as mean value + standard deviation.

2.9. Statistical Analysis

Statistica ver. 10.0 software (StatSoft Inc., Tulsa, OK, USA) was used for statistical
analysis. Total phenolic content was the dependent variable, while the independent
variables were: (a) solvent (50% and 70% ethanol) for all extraction techniques, (b) time
(MAE and UAE, 5, 10 and 15 min), (c) temperature (40, 60 and 80 °C) and microwave
power (400 and 800 W) for MAE and (d) amplitude (50, 75 and 100%) for UAE.
Multifactorial analysis of variance (MANOVA) was used for the continuous variable
analysis while marginal means were compared using Tukey’s HSD multiple comparison
test. One-way analysis of variance (ANOVA) and post-hoc Tukey’s HSD multiple
comparison test was carried out for comparison of the ORAC values, and individual and
total phenolic contents obtained by CRE, MAE and UAE. All of the tests were significant
atp <0.05.

3. Results and Discussion

This study examined the influence of different extraction parameters of MAE and
UAE on the content of polyphenols in Laurus nobilis L. leaf extracts compared to
conventional heat-reflux extraction. The total phenolic content of the obtained extracts
was measured by the Folin-Ciocalteu spectrometric method (Table 1) and the optimal
extraction conditions were determined by statistical analysis. The identification and
quantification of polyphenols in extracts obtained at optimized extraction conditions was
assessed by UPLC-MS/MS and their antioxidant capacity was characterized by ORAC
assay.

Table 1. Total phenolic content of L. nobilis L. leaf extracts obtained by different extraction parameters and techniques.

Extraction Extraction Parameters TPC
Technique (mg GAE g)
%EtOH
CRE 50% 42.35+0.86
70% 42.21 +0.65
%EtOH Time (min) Temperature (°C) Microwave power (W)
50 5 40 400 38.75+1.01
50 5 40 800 3291 +1.21
MAE 50 10 40 400 33.88 +0.35
50 10 40 800 39.99 +1.25
50 15 40 400 39.63 +2.06
50 15 40 800 33.30+1.36
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50 5 60 400 36.91 £ 0.70
50 5 60 800 35.57 £0.70
50 10 60 400 36.15 £ 0.60
50 10 60 800 36.60 + 0.80
50 15 60 400 36.86 +2.47
50 15 60 800 36.91 £ 0.95
50 5 80 400 40.90 £ 0.40
50 5 80 800 39.74 +1.36
50 10 80 400 53.57 +1.01
50 10 80 800 43.75 +0.25
50 15 80 400 49.44 +2.11
50 15 80 800 4451 +1.81
70 5 40 400 33.60 £ 0.80
70 5 40 800 40.17 £ 0.80
70 10 40 400 33.31+£0.50
70 10 40 800 31.87+£1.15
70 15 40 400 30.88 £ 1.61
70 15 40 800 34.29 £ 0.30
70 5 60 400 41.08 +1.31
70 5 60 800 36.64 +1.01
70 10 60 400 38.40 £0.75
70 10 60 800 42.68 £0.76
70 15 60 400 42.13 £ 0.65
70 15 60 800 39.13 £ 0.40
70 5 80 400 42.79 +0.95
70 5 80 800 43.36 +1.05
70 10 80 400 46.17 £ 0.55
70 10 80 800 4421 +0.15
70 15 80 400 46.51 +1.91
70 15 80 800 46.53 +1.71
%EtOH Time (min) Amplitude (%)
50 5 50 2443 +1.31
50 5 75 31.18 +1.41
50 5 100 27.46 +0.50
50 10 50 29.78 +1.16
50 10 75 31.70+1.71
50 10 100 29.12 +1.11
50 15 50 36.74+2.12
50 15 75 33.96 +1.01
UAE 50 15 100 28.89 +0.30
70 5 50 30.16 +1.16
70 5 75 2523 +1.31
70 5 100 27.77 £0.25
70 10 50 32.85+1.16
70 10 75 32.52 +0.61
70 10 100 35.04 £0.10
70 15 50 31.98 +£0.20
70 15 75 31.88 £0.55
70 15 100 33.36 + 0.96

TPC = total phenolic content, CRE = conventional heat-reflux extraction, MAE = microwave-assisted extraction, UAE =
ultrasound-assisted extraction. Results are expressed as mean + SD
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The total phenolic content of the Laurus nobilis L. leaf extract obtained by CRE was
42.21-42.35 mg GAE g, which is higher than the 10.23 mg GAE g reported by Muniz-
Marquez et al. (2014) [11] and similar to the 46.79 mg GAE g reported by Lu et al. (2011)
[36]. The total phenolic content obtained by MAE ranged from 30.88 to 53.57 mg GAE g,
which is higher than the 10.63 mg GAE g reported by Muniz-Marquez et al. (2018) [29]
and the 21.56 mg GAE g reported by Rincon et al. (2019) [37]. The values of total phenolic
content obtained by UAE ranged from 24.43 to 36.74 mg GAE g which is higher than the
17.32 mg GAE g' reported by Muniz-Marquez et al. (2013) [28] and similar to the 24.77
mg GAE g reported by Rincon et al. (2019) [37].

3.1. Conventional Heat-Reflux Extraction (CRE)

The influence of ethanol concentration used for MAE and UAE (50% and 70%) on the
yield of polyphenols was also examined in extracts obtained by CRE (Table 2). It was
shown that ethanol concentration had no statistically significant influence on the yield of
polyphenols, which was also observed in the conventional extraction of polyphenols from
Olea europaea L. leaves [38] with 50% and 70% aqueous ethanol, as well as in the
conventional extraction of polyphenols from Limnophila aromatica [39] when 50% and
75% aqueous ethanol were used. Therefore, 50% aqueous ethanol solution was chosen as
optimal to obtain maximum total phenolic content in the Laurus nobilis L. leaf extracts
obtained by CRE.

Table 2. Influence of extraction parameters on total phenolic content of L. nobilis leaf extracts.

Extraction Technique Source of Variation Total Phenolic
Content (mg GAE g™)
% EtOH p=0861
CRE 50% w/w 42.35+0.54 2
70% w/w 42.21+0.554
% EtOH p=0381
50% w/w 39.41+0.194
70% w/w 39.65+0.194
Temperature (°C) p<0.01t
40 °C 3522+0.24a
60 °C 38.25+0.24°b
80 °C 45.12+0.24 <
MAE Time(min) p<0.01t
5 min 38.53+0.24a
10 min 40.05+0.24 b
15 min 40.01+0.24¢
Microwave power (W) p<0.011t
400 W 40.05+0.19°b
800 W 39.01+0.19a
% EtOH p<005"*
50% w/w 30.36+0.26 2
70% w/w 31.20+0.26 b
Time (min) p=<001t
5 min 27.70+0.31 2
UAE 10 min 31.84+0.31¢
15 min 32.80+0.31°b
Amplitude (%) p=0.171%
50% 30.99+0.312
70% 31.10+0.314
100% 30.27+0.31 2
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CRE = conventional heat-reflux extraction, MAE = microwave-assisted extraction, UAE = ultrasound-assisted extraction.
Results are expressed as mean + SE. Values with different letters are statistically different at p < 0.05. * Statistically
significant variable at p < 0.05. * Statistically insignificant variable at p <0.05.

3.2. Microwave-Assisted Extraction (MAE) Optimization

Ethanol concentration (50 and 70%), temperature (40, 60 and 80 °C), time (5, 10 and
15 min) and microwave power (400 and 800 W) were varied during MAE of polyphenols
from Laurus nobilis L. leaves. The obtained results were statistically analyzed and the
results are shown in Table 2. There was no statistically significant difference in the total
phenolic content of the extracts obtained with 50 and 70% aqueous ethanol. Lovri¢ et al.
(2017) reported the same observation during MAE of polyphenols from Prunus spinosa
L. flowers [40], while Shang et al. (2020) [41] reported a higher total phenolic content of
the Lithocarpus polystachyus Rehd. extracts obtained with 60% ethanol in comparison to
50% ethanol. In addition, Ismail-Suhaimy et al. (2021) [42] reported an increase in total
phenolic content of Barleria lupulina L. extracts with the increase in ethanol concentration
from 40% to 80%. On the other hand, Dahmoune et al. (2015) [43] observed a decline in
total phenolic content in Myrtus communis L. leaf extracts with the increase in ethanol
concentration from 40% to 60%. The differences in the results obtained by these authors
might be attributed to different content and polarity of polyphenols of the investigated
plants considering the ““like dissolves like” principle and the fact that the polarity of the
hydroethanolic solvent mixtures depends on the ethanol-water ratio [44].

Temperature plays a key role in MAE by influencing the desorption rate, solubility
and degradation of targeted compounds. Most often, elevated temperatures result in
higher extraction yields due to increased diffusion of the solvent into the plant matrix and
enhanced solubility and desorption of the targeted compounds from the matrix [45].
However, degradation of heat-sensitive compounds may occur when higher temperatures
are applied [46]. The influence of temperature on the total phenolic content of Laurus
nobilis L. leaf extracts was significant (p < 0.01). Increasing the temperature from 40 to 80
°C resulted in higher total phenolic content of the obtained extracts. This is in accordance
with the aforementioned effects of elevated temperature, with the absence of degradation
effects since different plant extracts and standard solutions of phenolic compounds were
shown to be relatively stable during exposure to temperatures in the range of 60-100 °C
[47]. Other authors have also reported similar results. Dobrinc¢ic et al. (2020) [48] reported
a higher content of total phenolic compounds extracted from Olea europaea L. leaves with
the increase temperature from 45 to 80 °C, while Putnik et al. (2016) [49] observed an
increase in total phenolic content of Salvia officinalis L. extracts with the increase in
temperature from 30 to 80 °C.

Generally, increased extraction time results in higher yields of targeted compounds
until the optimal level of efficiency is achieved, after which the extraction yields may
decrease due to degradation of thermolabile compounds [45]. In our study, extraction
time significantly (p <0.01) influenced the total phenolic content of the extracts. Maximum
total phenolic content was obtained after 10 min, which is in agreement with results
reported by Muniz-Marquez et al. (2018) [29] where a maximum total phenolic content in
Laurus nobilis L. leaf extract was achieved after 9 min of extraction. Saraktsianos et al.
(2020) [50] reported that 10 min of MAE resulted in the highest total phenolic content of
Sideritis raeseri, Sideritis scardica and Origanum vulgare L. extracts. Putnik et al. (2016)
[49] also reported a maximum total phenolic yield of Salvia officinalis L. extracts after 10
min of MAE.

Microwave power is another important factor that enhances the extraction efficiency
by increasing molecular interactions between the sample and the electromagnetic field
[51]. However, degradation of some phenolic compounds may occur during prolonged
exposure of the sample to a higher microwave power [52]. Microwave power was also a
significant parameter (p < 0.01) in the MAE of polyphenols from Laurus nobilis L. leaves.
The total phenolic content of the extracts was lower when 800 W was applied compared
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to 400 W. Other authors also reported a decrease in total phenolic content in extracts of
different plant material when microwave power higher than 600 W was applied [16,41-
43].

Considering the results of statistical analysis, optimal MAE parameters for obtaining
the highest content of polyphenols from Laurus nobilis L. leaves were: 50% ethanol,
temperature 80°C, time 10 min and microwave power 400 W.

3.3. Ultrasound-Assisted Extraction (UAE) Optimization

Ethanol concentration (50 and 70%), time (5, 10 and 15 min) and amplitude (50, 75
and 100%) were varied during the UAE of polyphenols from Laurus nobilis L. leaves and
the statistically analyzed results are shown in Table 2. Ethanol concentration significantly
(p <0.05) influenced the yield of the obtained polyphenols. A higher total phenolic content
of the extracts was achieved in 70% ethanol, which is different than results reported by
Muniz-Marquez et al. (2013) [28] where a maximum total phenolic content of 17.32 mg
GAE g from dry leaves in Laurus nobilis L. extracts obtained by UAE was achieved in
35% ethanol. The achieved total phenolic content in the mentioned study was significantly
lower than those achieved under various conditions in our study. This difference might
be attributed to a variation in the content of polyphenols in the plant material, possibly
due to different phenological phases and environmental growth conditions such as soil
quality and climate [53], as well as other extraction parameters including sample-to-
solvent ratio, ultrasonic power and extraction time, which can affect the quality and
quantity of targeted compounds [54]. Cao et al. (2021) [55], Bouadia-Madi et al. (2019) [56]
and Ghitescu et al. (2015) [57] achieved maximum total phenolic content using 70%
ethanol during UAE from Triarrhena lutarioriparia, Myrtus communis L. pericarp and
Picea abies L. wood bark, respectively. These results are in accordance with our
observations.

Extraction time is an important factor in UAE. Prolonged exposure of the sample to
the solvent promotes the diffusion of targeted compounds, thus enhancing the extraction
yield [58], but may also cause oxidation of phenolic compounds [59], so it is crucial to
establish the optimal extraction time for the plant material of interest. Extraction time had
a significant (p < 0.01) effect on the total phenolic content of Laurus nobilis L. extracts
obtained by UAE. The highest concentration of polyphenols was achieved after 10 min of
sonication and prolongation of time to 15 min had no significant effect. This can be
explained by the application of Fick’s second law of diffusion, which states that final
equilibrium is established after a certain time between the solid and the bulk solution [60].
Muniz-Marquez et al. (2013) [28] observed the same trend of achieving maximum
concentration at medium time value with no effect of further prolongation of time during
the UAE of polyphenols from Laurus nobilis L. In accordance with our results, Falleh et al.
(2012) [61] reported that 10 min of UAE was optimal for achieving the highest
concentration of polyphenols from Mesembryanthemum edule L. Aizoaceae, while
Bouadia-Madi (2019) [56] reported that 7.5 min was optimal for the UAE of polyphenols
from Myrtus communis L. pericarp.

Amplitude is a parameter that indicates the height of the ultrasonic waves and
represents the intensity of sonication that is transmitted to the plant material [62]. The
cavitation effect of the ultrasonic waves enhances the extraction rate by increasing local
temperature and pressure, which results in breakage of the plant material’s cell walls and
improved mass transfer rate [63]. This effect is caused by the compression and rarefaction
cycle of the waves that depends on their amplitude and, generally, a higher amplitude
results in higher extraction efficiency [64]. In our study, the amplitude within the selected
range had no significant effect on the total phenolic content of the obtained extracts.
Borras-Enriquez et al. (2021) [19] reported the same results when a range of 30-90%
amplitude was applied for the UAE of polyphenols from Mangifera indica L. var.
Manililla residues. On the other hand, several authors reported a positive influence of
higher amplitude on the yield of polyphenols from different plant material [48,56,65]. The
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different observations might be attributed to variations in the polyphenolic contents of
different plant material. Moreover, in our study, the temperature was constantly kept
under 30 °C, which might have reduced the effect of temperature provoked by higher
amplitude on the mass transfer rate, thus resulting in the absence of amplitude influence
on the concentration of the obtained polyphenols.

Based on the results of statistical analysis, the optimal parameters for the UAE of
polyphenols from Laurus nobilis L. leaves were selected as follows: 70% aqueous ethanol,
10 min and 50% amplitude.

3.4. Polyphenolic Characterization

In order to investigate the polyphenolic profile of the Laurus nobilis L. leaf extracts
obtained at defined optimal extraction parameters, UPLC/MS-MS analysis was carried out
(Table 3). A total of 29 phenolic compounds, consisting of phenolic acids, flavonols,
flavan-3-ols, flavones and proanthocyanidins, were identified in extracts obtained by all
three extraction techniques (Figure 1).

Table 3. Mass spectrometric data and identification of phenolic compounds in Laurus nobilis L. leaves obtained by
optimized extraction conditions.

Compound RT Precursor Ion Fragment Tentative Concentration me 10~ g-1
P Min (m/z) Ions (m/z) Identification once onms 5
CRE MAE UAE
Phenolic acids
1 0.874  359.1 161 rosmarinicacid*  0.53£0.03: 125007 144 +0.07°
2 1.145 197 182 syringicacid *  0.03+0.00° 0.04£0.01  0.06%0.00®
3 2052 317 155 3/4-dihidrobenzoic -y 75 140 9891014 24940098
acid hexoside
4 3.508 153 109 protocatehuic acid *  2.80+0.18>  3.540.16¢ 204+0.02¢
5 4913 353 191 chlorogenicacid*  0.38+0.012 038+001: 0.39+0.032
6 5074 137 93 p'hydr‘;’g;enzom 072£0.02° 1.02:0.01° 130£0.07°
7 5.711 179 135 caffeic acid * 25540000 3431+052¢ 2073+049b
13 7.28 163 119 p-coumaricacid*  140+007b 0830042 082+0.01¢
17 7917 193 134 ferulic acid * 944+024% 0780002 1.10+0.032
25 11443 169 125 gallic acid * 045+0.022 1.05+003> 0.48+0.00%
Flavonols
12 6831 433 286 kaempferol 0= 14 g01c 006001+ 0.10£0.00
deoxyhexoside
14 7301 611 303 Rutin * 280740572 9821+204% 23.14+0.46¢
16 7.839 465 303.1 quercetin-3-glucoside 51.34+0.642 102.74+218c< 91.83+0.70"
19 8219 595 287 kaempferol 3= ) 17, 001¢ 578035 7524021
rutinoside
20 8.39 435 303 quercetin-3-pentoside 28.32+0.57¢ 8.62+0.28> 543+0.14°
21 851 449 287 Kaempferol3-0- 111 632 115¢ 187340280 14254035
hexoside
22 8616 479 317 isorhamnetind- 4 50\ 035 251040350 21.620.355
hexoside
23 8767 449 303 quercetin 4y 7410210 1434028: 39.96+133°
rhamnoside
24 9048 419 287 Kaempferol3-0- 43900350 8370210 79240145
pentoside
28 12045 319 273 Myricetin * 0.65+005° 073+005° 0.78+0.05¢
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Flavan-3-ols
8 5.93 291 139 epicatechin 7117 +£0.42% 13.65+0.352 13.90+0.282
9 5.937 291 139 catechin * 7237+042¢< 12.62+0.182 19.88+0.70°
27 12.028 4429 139 epicatechin gallate* 0.10+0.022  045+0.02¢ 0.26+0.02"
29 12268 459 289 epigallocatechin o 19, 0050 02220020 00840040
gallate *
Flavones
11 6.677 449 329 luteolin-6-C-glucoside 2.10+0.072  523+028¢  4.04+0.28"
15 7.77 271 153 apigenin * 0.65+0.072 3.74+0.07b  852+0.21¢
18 8.157 287 153 luteolin* 380+0212 717+021% 11.36+0.35¢
apigenin-6-C-
26 11.998 579 459 (O-deoxyhexosyl)-  0.09+0.01=  0.13+0.04=  0.10+0.012
hexoside
Proanthocyanidins
10 6.249 865 713 procyanidin trimer  20.33+0.28< 7.72+0.212 1520x+0.42°
Total
phenols
UPLC- - - - - 531.35+1.84¢ 375.74+5.55" 311.47 +7.472
MS/MS
(mg 10-2g)
Total
phenols . .
A=765nm - - - 42.35+0.86° 53.57+1.01 32.85+1.16
(mg GAE g)
ORAC
(umol TE g- - - - - 100.09 £0.21> 86.04+1.262 90.27+1.11
1)

CRE = conventional heat-reflux extraction, MAE = microwave-assisted extraction, UAE = ultrasound-assisted extraction.
Results are expressed as mean + SD. *identification confirmed using authentic standards. Values with different letters are

statistically different at p <0.05
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Figure 1. UPLC-MS/MS chromatogram in MRM acquisition mode of Laurus nobilis L. leaf extracts
obtained by optimized extraction conditions of CRE (a), MAE (b) and UAE (c): (1) rosmarinic acid,
(2) syringic acid, (3) 3,4-dihidrobenzoic acid hexoside, (4) protocatechuic acid, (5) chlorogenic acid,
(6) p-hydroxybenzoic acid, (7) caffeic acid, (8) epicatechin, (9) catechin, (10) procyanidin trimer, (11)
luteolin-6-C-glucoside, (12) kaempferol-3-O-deoxyhexoside, (13) p-coumaric acid, (14) rutin, (15)
apigenin, (16) quercetin-3-glucoside, (17) ferulic acid, (18) luteolin, (19) kaempferol-3-rutinoside,
(20) quercetin-3-pentoside, (21) kaempferol-3-O-hexoside, (22) isorhamnetin-3-hexoside, (23)
quercetin-3-rhamnoside, (24) kaempferol-3-O-pentoside, (25) gallic acid, (26) apigenin-6-C-(O-
deoxyhexosyl)-hexoside, (27) epicatechin gallate, (28) myricetin, (29) epigallocatechin gallate.
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Among the phenolic acids, compounds 1, 2, 4, 5, 7, 13, 17 and 25 were identified
through comparison with authentic standards as rosmarinic, syringic, protocatechuic,
chlorogenic, caffeic, p-coumaric, ferulic and gallic acid, respectively. Compound 3 was
tentatively assigned as 3,4-dihidrobenz-A hexoside based on a fragment ion at 153 m/z
and fragmentation loss of -162 amu, characteristic of hexose residue [66]. Compound 6
was assigned as p-hydroxybenzoic acid due to the previously described fragmentation
pattern [67]. All of the detected phenolic acids were previously found in Laurus nobilis L.
leaves in varying amounts [30,68-70]. Among the flavonols, compounds 14 and 28 were
identified through comparison with authentic standards as rutin and myricetin.
Compounds 12, 19, 21 and 24 were distinguished by a specific fragment ion at m/z 287
consistent with kaempferol. They were tentatively assigned, due to the specific loss of
sugar moieties, as kaempferol-3-O-deoxyhexoside (deoxyhexose -146 amu), kaempferol-
3-rutinoside (rhamnose -146 amu; glucose —162 amu), kaempferol-3-glucoside (glucose
-162 amu) and kaempferol-3-pentoside (pentose -132 amu) [35], respectively.
Compounds 16, 20 and 23 were tentatively assigned as quercetin-3-glucoside, quercetin-
3-pentoside and quercetin-3-rhamnoside due to a characteristic fragment ion at m/z 303
and specific loss of sugar moieties: glucose (-162 amu), pentose (-132 amu) and rhamnose
(146 amu), respectively. Compound 17 was identified by a precursor ion at m/z 479 and
fragment ion at m/z 317 corresponding to the loss of hexose (-162 amu) as isorhamnetin-
3-hexoside.

Flavonols, mainly kaempferol and quercetin glycosides, were the most abundant
compounds detected in our study. This is in accordance with previous reports that have
shown the presence of various flavonol glycosides in Laurus nobilis L. leaves, kaempferol
glycosides being the most diverse [8,71]. To our knowledge, the presence of myricetin in
Laurus nobilis L. leaves was only reported by Stefanova et al. (2020) [69] in leaves grown
in Greece and Georgia. In their study, the amount of myricetin was comparable to that of
quercetin, while in our study it was significantly lower. As for flavan-3-ols, compounds 9,
27 and 29 were identified through comparison with authentic standards as catechin,
epicatechin gallate and epigallocatechin gallate, respectively. Compound 8 was
tentatively assigned as epicatechin due to a precursor ion at m/z 291 and fragment ion at
m/z 139. All detected flavan-3-ols have previously been found in Laurus nobilis L. leaves
[3,70,72,73]. Catechin and epicatechin were the most abundant with similar
concentrations, which is in agreement with results reported by Vallverdu-Queralt et al.
(2014) [70].

Among flavones, compounds 15 and 18 were identified through comparison with
authentic standards as apigenin and luteolin. Compound 11 was tentatively assigned as
luteolin-6-C-glucoside due to a precursor ion at m/z 449 and fragment ion at m/z 329
corresponding with the loss of —120 amu, characteristic for hexose residue in C-
glycosylation [74]. Different authors have reported the presence of these flavones in
Laurus nobilis L. leaves [3,30,69]. Compound 26 was tentatively identified as apigenin-6-
C-(O-deoxyhexosyl)-hexoside due to a precursor ion at m/z 579 and fragment ion at m/z
459 consistent with the fragmentation pattern previously described by Pacifico et al. (2014)
[68] during the identification of phenolic compounds in Laurus nobilis L. leaves. Among
proanthocyanidins, only compound 10 was detected and tentatively assigned as
procyanidin trimer due to a precursor ion at m/z 865 and fragment ion at m/z 713
produced by previously described retro Diels—Alder (RDA) fission of the heterocyclic ring
system subunits [75]. Vinha et al. (2015) [10] reported the presence of various
proanthocyanidins in Laurus nobilis L. leaves, with dimeric proanthocyanidins being the
most abundant, followed by trimers. Dias et al. (2014) [3] also confirmed the presence of
different proanthocyanidins, including procyanidin trimer with the same fragmentation
pattern as in our study.

The highest total concentration of phenolic compounds, according to UPLC-MS/MS
results, was achieved in the extract obtained by CRE. Even though the MAE and UAE are
generally considered to increase the phenolic content of plant extracts, it is possible that
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the application of microwaves and ultrasonic waves resulted in the degradation of certain
constituents in Laurus nobilis L. leaves. The concentration of flavonols and flavan-3-ols was
significantly higher in CRE extracts than in MAE and UAE extracts (Figure 2). The
presence of hydroxyl-substituents in these compounds [76] was shown to increase the
degradation of polyphenols caused by microwaves [20], which could explain the lower
concentration obtained by MAE. As for UAE, it was shown that a frequency over 20 kHz
might cause the degradation of phenolic compounds [21]. This can occur due to the
increased generation of hydrogen atoms (H) and hydroxyl radicals (OH*), which promote
the decomposition and polymerization of polyphenolic compounds [54]. The mentioned
generation of free radicals can also influence biological activity of the extracts obtained by
UAE [77]. On the other hand, another possible explanation for CRE suitability is related
to plant material properties. Laurus nobilis L. leaves are stiff and leathery, so their firm
structure allows the application of more intense extraction conditions, such as in CRE,
providing better extraction yield in terms of polyphenols.

mg/100g
400

350

300

m Phenolic acids
250 m Flavonols
200 Flavan-3-ols
B Flavones
150 -
B Proanthocyanidins
100
50
, mlN_m 1Ms.. nlis.
CRE MAE UAE

Figure 2. The content of different groups of polyphenolic compounds determined by UPLC-MS/MS
in extracts obtained by CRE, MAE and UAE.

The total phenolic content in the extracts determined by the Folin—Ciocalteu (FC)
spectrometry method was significantly higher than that revealed by the UPLC-MS/ MS
analysis, which can be explained by the fact that some non-phenolic compounds, such as
various polysaccharides, sugars and organic acids, present in the leaves of Laurus nobilis
L. [8], are known to be detectable by spectrophotometer, resulting in a higher reported
polyphenolic concentration [25,78]. In addition, El-Hamidi et al. (2016) [79] reported the
interaction of chlorophyll with the Folin-Ciocalteu reagent, leading to an apparent
increase in the total polyphenol content of chlorophyll-rich plants, which provides an
additional explanation for the observed differences between polyphenol content
determined by the spectrophotometric and chromatographic techniques.

3.5. Antioxidant Capacity

The oxygen radical absorbance capacity (ORAC) assay was performed on the extracts
obtained at defined optimal extraction conditions in order to determine their antioxidant
capacity. As shown in Table 3, the antioxidant capacity of the extracts obtained by CRE,
MAE and UAE ranged between 86.04 and 100.09 umol TE g1, showing that a similar
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antioxidant capacity can be achieved with less time and energy expenditure since the
extraction time at optimal MAE and UAE conditions was three times shorter than in CRE,
which is important for potential scale-up processes. The antioxidant capacity of Laurus
nobilis L. leaves determined by ORAC assay reported in the literature has varied
significantly. For example, Zheng et al. (2001) [80] reported the value of 37.7 umol TE g
for phosphate buffer (75 mM, pH 7) Laurus nobilis L. leaf extract where the total phenolic
content was also significantly lower than in our study (4.04 mg GAE g). On the other
hand, Kratchanova et al. (2010) [81] reported a higher ORAC value of 170 umol TE g for
a water extract with the total phenolic content of 17.66 mg GAE g1, which is lower than
in our study. Moreover, Kim and Kim (2021) [82] and Dudonne et al. (2009) [83] reported
significantly higher ORAC values of 2600 pmol TE g~ in DMSO extract and 2963 pumol TE
glin a water extract, with total phenolic contents similar to those in our study, 44.07 and
59.85 mg GAE g, respectively. There are several explanations for the discrepancies
between the total phenolic contents, which were shown to correlate with the antioxidant
capacity in Laurus nobilis L. leaf extracts [30,81], and the reported ORAC values. First,
different environmental growth factors, harvesting season and the choice of the extraction
method could have influenced the presence of other non-phenolic antioxidants such as
tocopherols organic acids and volatile compounds in the extracts [8]. Moreover, the
possible synergistic or antagonistic mechanisms between the constituents in the extracts
cannot be represented solely by the amount of total polyphenols present, so further
qualitative research in this regard is needed [84,85]. Apart from influencing the presence
of non-phenolic compounds, the previously mentioned factors could have also influenced
the content of individual polyphenolic compounds whose antioxidant capacity may differ
significantly depending on their structural features [86]. This effect can be observed in the
results of our study since the extracts obtained by CRE showed slightly higher antioxidant
capacity than those obtained by both MAE and UAE that can be brought into connection
with the concentration of flavonols and flavan-3-ols determined by the UPLC/MS-MS,
which were shown to influence the antioxidant activity [87], as well as procyanidin trimer
content, which was the highest of the CRE extracts. It was shown that procyanidin dimers
and trimers were more effective against different radical species than monomeric
flavonoids due to the higher polymerization degree [88]. Muniz-Marquez et al. (2018) [29]
observed that Laurus nobilis L. leaf extracts obtained by CRE (76.86%) were slightly more
efficient in lipid peroxidation inhibition than those obtained by MAE (70.71%), which, as
the authors explained, was in agreement with the phenolic content of the extracts. In
another study by Muniz-Marquez et al. (2014) [28], the lipid peroxidation inhibition of the
Laurus nobilis L. leaf extracts obtained by UAE was 73.55%, which is also lower than the
inhibition percentage previously reported for CRE. These results are in accordance with
the trend observed in our study.

4. Conclusions

MAE and UAE, as green extraction techniques, were optimized for the rapid and
effective isolation of the polyphenols of Laurus nobilis L. leaves and were compared with
CRE. The determined optimal MAE conditions were 50% ethanol, temperature 80 °C, time
10 min and microwave power 400 W, while for UAE they were 70% ethanol, 10 min and
50% amplitude. The polyphenolic profile of Laurus nobilis L. leaves, regardless of the
extraction technique used, included 29 compounds belonging to the classes of phenolic
acids, flavonols, flavan-3-ols, flavones and proanthocyanidins. Flavonols were the most
abundant phenolic group consisting mainly of kaempferol and quercetin glycosides.
Although according to the spectrophotometric determination of the total phenolic content
MAE was shown to be the most effective technique, the individual polyphenolic profile
revealed that the highest polyphenolic yield and, consequently, the highest antioxidant
capacity was obtained by CRE. Although green extraction techniques have not overcome
the CRE yield, they produced polyphenol rich extracts with similar antioxidant capacity
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in a significantly shorter time, demonstrating their advantages in reducing time and
energy consumption.
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Abstract: Laurus nobilis L., known as laurel or bay leaf, is a Mediterranean plant which has been long
known for exhibiting various health-beneficial effects that can largely be attributed to the polyphenolic
content of the leaves. Pressurized liquid extraction (PLE) is a green extraction technique that enables
the efficient isolation of polyphenols from different plant materials. Hence, the aim of this research
was to determine optimal conditions for PLE (solvent, temperature, number of extraction cycles and
static extraction time) of laurel leaf polyphenols and to assess the polyphenolic profile of the optimal
extract by ultra-performance liquid chromatography tandem mass spectrometry (UPLC-MS/MS)
as well as to evaluate the antioxidant activity determined by FRAP, DPPH and ORAC assays. The
optimal PLE conditions were 50% ethanol, 150 °C, one extraction cycle and 5 min static time. The
polyphenolic extract obtained at optimal PLE conditions comprised 29 identified compounds, among
which flavonols (rutin and quercetin-3-glucoside) were the most abundant. The results of antioxidant
activity assays demonstrated that PLE is an efficient green technique for obtaining polyphenol-rich
laurel leaf extracts with relatively high antioxidant activity.

Keywords: Laurus nobilis L.; polyphenols; pressurized liquid extraction (PLE); UPLC-MS/MS;
antioxidant activity

1. Introduction

Laurus nobilis L., also known as laurel or bay leaf, is an evergreen plant characteristic
of the Mediterranean area with high annual rainfall, whose leaves have been widely used
as a spice in traditional cuisine, as well as in folk medicine for treating various health
conditions. For that reason, their chemical composition and biological activities have
been more well researched than other plant parts [1]. Laurel leaves, which have shown
antioxidant [2], anti-inflammatory [3] and antimicrobial activity [4], comprise essential
oils, alkaloids, polysaccharides, sugars, norisoprenoids, tocopherols, organic acids and
a variety of polyphenols comprising flavonoids and non-flavonoids (phenolic acids and
lignans) whose structure varies in complexity [5]. Polyphenols can be considered largely
responsible for the laurel leaf extracts” antioxidant activity [2,6] since they possess redox
properties which allow them to act as antioxidant agents [7]. Recovery of these antioxi-
dants is a challenging process since the plant material comprises a variety of polyphenolic
structures including simple to complex and highly polymerized polyphenols that often
interact with other constituents such as polysaccharides and lipids [8]. Therefore, a key
step in the utilization of polyphenols’ beneficial properties is establishing an optimal iso-
lation methodology that would result in their effective recovery, and various techniques
may be applied for this purpose. Conventional extraction techniques, such as maceration,
heat-reflux and infusion, are generally easily applicable, but also often solvent-, time- and
energy-consuming. These techniques may also result in the degradation of thermosensitive
polyphenolic compounds and are often difficult to automate, making them inapplicable
on larger scales. For this reason, many advanced extraction techniques have emerged in
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recent years. Pressurized liquid extraction (PLE), known as accelerated solvent extraction
(ASE), is an automated green extraction technique which was shown to be an economic
and time-efficient alternative to conventional techniques since it resulted in comparable or
higher contents of polyphenols in various plant extracts [9]. During PLE, the use of elevated
pressures allows the liquid solvents to be used at temperatures above their atmospheric
boiling point, resulting in enhanced solubility and diffusion rate of the targeted compounds,
while the surface tension and solvent viscosity decrease, which results in a drained matrix
after the extraction [10]. PLE can be performed in a dynamic or static setup. During
the dynamic mode of operation, the solvent is delivered at a constant flow rate, while in
the static mode, the extraction process includes one or several cycles in a predetermined
time (most often 5-15 min), with solvent replacement between the cycles [10]. Various
parameters, such as solvent, temperature, pressure and time of extraction, can be varied
in order to improve the extraction performance. After the optimal isolation methodology
has been established, the next step is to identify and quantify individual polyphenols and
to evaluate the extracts” antioxidant activity. Combined chromatographic and spectral
techniques such as ultra-performance liquid chromatography tandem mass spectrome-
try (UPLC-MS/MS) are the most useful tools which allow chemical characterization of
both simple and complex polyphenolic structures [11]. Several assays divided into two
groups (single electron transfer (SET) and hydrogen atom transfer (HAT)) can be used for
determination of antioxidant capacity [12]. The ferric reducing antioxidant power (FRAP)
and 2,2-di(4-tert-octylphenyl)-1-picrylhydrazyl (DPPH) assays are both SET colorimetric
assays widely used in estimation of plant extracts” antioxidant capacities, usually applied
together or in a combination with other techniques [13]. Oxygen radical absorbance capac-
ity (ORAC) is a HAT method often chosen for antioxidant capacity determination in plant
material since it can measure both polar and nonpolar antioxidants, and it is also the most
biologically relevant due to the use of the most biologically prevalent peroxyl radical [14].

Therefore, the purpose of this research was to examine how different PLE parameters
(solvent, temperature, number of extraction cycles, static extraction time) affect the phenolic
content of laurel leaf extracts and to determine the optimal extraction conditions. To the best
of our knowledge, PLE has not been applied for the extraction of laurel leaf polyphenols
to date; therefore, there are no data on polyphenolic profiles obtained by this technique.
Hence, the goal of this research was to identify and quantify individual polyphenols of the
laurel leaf extract obtained by PLE at optimal conditions using the UPLC-MS/MS and to
evaluate the antioxidant activity of the extract by using the ORAC, DPPH and FRAP assays.

2. Results and Discussion

This study examined the effect of several PLE extraction parameters on the polyphe-
nolic content of laurel leaf extracts. The TPC of the extracts, as determined by the spec-
trophotometric Folin—Ciocalteu method, is shown in Table 1. The results of the statistical
analysis, which was used to determine optimal extraction conditions, are shown in Table 2.
Individual compounds in the extract obtained at optimal conditions were identified and
quantified by UPLC-MS/MS, while the antioxidant capacity of the optimal PLE extract was
characterized by ORAC, DPPH and FRAP assays.

The TPC of the laurel leaf extracts obtained by PLE ranged from 31.87 to 49.30 mg
GAE g~ !, which is similar to the previously reported value of 46.79 mg GAE g~ ! [15],
lower than 59.85 mg GAE g~! [16] and higher than 10.23 mg GAE g~! [17], all obtained by
conventional extraction techniques. The TPC of the extracts is also in the range of phenolic
contents obtained by microwave-assisted extraction (MAE) (30.88 to 53.57 mg GAE g~ !)
and ultrasound-assisted extraction (UAE) (24.43 to 36.74 mg GAE g’l) in our previous
research [18].
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Table 1. Total phenolic content of laurel leaf extracts obtained by PLE.

Extraction Parameters TPC
% EtOH  Temperature (°C) Extraction Cycles  Static Extraction Time (min) mg GAEg™!
50 90 1 5 34.10 £ 2.02
50 90 1 10 33.82 +1.87
50 90 2 5 35.38 £ 1.77
50 90 2 10 36.46 £ 0.81
50 90 3 5 35.39 £0.71
50 90 3 10 36.46 £ 0.81
50 120 1 5 36.63 £ 1.31
50 120 1 10 44.03 £ 2.02
50 120 2 5 38.93 +1.46
50 120 2 10 40.78 +1.56
50 120 3 5 39.85 + 0.50
50 120 3 10 44.60 +1.11
50 150 1 5 46.34 £1.21
50 150 1 10 44.46 +1.82
50 150 2 5 46.09 +1.82
50 150 2 10 4799 +1.11
50 150 3 5 45.82 + 1.67
50 150 3 10 49.30 4+ 1.01
70 90 1 5 31.87 £1.51
70 90 1 10 3241 £1.87
70 90 2 5 33.25 £ 0.61
70 90 2 10 34.76 + 1.56
70 90 3 5 35.39 £ 1.51
70 90 3 10 36.24 £2.72
70 120 1 5 35.33 +£2.27
70 120 1 10 36.42 +2.57
70 120 2 5 38.19 £ 0.55
70 120 2 10 40.44 +1.51
70 120 3 5 37.49 +1.97
70 120 3 10 40.12 +2.02
70 150 1 5 43.39 +0.86
70 150 1 10 42.98 +1.92
70 150 2 5 42.46 +1.56
70 150 2 10 47.06 +1.46
70 150 3 5 40.56 &+ 0.55
70 150 3 10 39.73 £1.36

TPC = total phenolic content. Results are expressed as mean + SD.

Table 2. Influence of different PLE parameters on total phenolic content of laurel leaf extracts.

N Source of Variation (mg g};g g 1)
% EtOH p<005*

36 50% w/w 4091 +0.87°

36 70% w/w 3823 +0.722
T p<0.01t

24 90 °C 34.63 +£0.392

24 120 °C 39.40 + 0.62 °

24 150 °C 4468 +£0.62°€
Extraction cycles p=0371

24 1 3848 £1.102

24 2 40.15+1.012

24 3 40.08 £ 0914
Static extraction time p=0.14 ¥

36 5 min 38.69 +0.76 2

36 10 min 40.45+0.862

TPC = total phenolic content. N = number of trials. Results are expressed as mean =+ standard error. Values
marked with different letters are statistically different at p < 0.05. * Statistically significant variable at p < 0.05.
1 Statistically insignificant variable at p < 0.05.



Molecules 2022, 27, 5099

40f13

2.1. Pressurized Liquid Extraction (PLE) Optimization

Ethanol percentage in an aqueous solution (50 and 70%), temperature (90, 120 and
150 °C), number of extraction cycles (one, two and three) and static extraction time (5 and
10 min) were varied during the PLE of laurel leaf polyphenols. As shown in Table 2,
the ethanol percentage significantly (p < 0.05) influenced the TPC of the extracts, which
was higher when 50% ethanol was used as a solvent. Similarly, Leyva-Jimenez et al. [19]
reported that, in the tested range of 15-85% ethanol, 46% ethanol was optimal for the PLE
of polyphenols from Lippia citriodora leaves. The use of 50% ethanol also resulted in the
highest TPC apple pomace [20] and grape skin extracts [21] obtained by PLE. On the other
hand, 71% ethanol was found optimal during PLE of polyphenols from Myrtus communis L.
leaves [22]. The different observations might be a result of different polyphenolic contents
of the samples and the polarity of present compounds which consequently influences the
extraction yield when the “like dissolves like” principle is taken into account [23].

Temperature is an important parameter in PLE extraction since it influences the molec-
ular diffusivity and viscosity of the solvent [24]. Generally, applying higher temperatures
increases solubility and recovery of compounds from the plant matrix; however, ther-
mosensitive compounds may degrade at higher temperatures, which is why it is crucial
to determine optimal temperatures for each plant material [25]. In the present study, the
temperature significantly (p < 0.01) influenced the TPC of the extracts, which increased
proportionally with the increase in temperature. Zhao et al. (2012) [26] have observed a
similar effect during the extraction of lignans from Fructus Schisandrae where the yield in-
creased proportionally with temperature rise from 80 to 160 °C. A further increase to 180 °C
resulted in a lower yield of lignans, possibly due to the mentioned thermal degradation.
Repaji¢ et al. have also observed an increase in the TPC of Urtica dioica L. leaf extracts [27],
as well as Foeniculum vulgare Mill. seed extracts [28], with the increase in temperature
during PLE. In contrast, temperature had no effect during the PLE of phenolic compounds
from Olea europaea L. fruit [29].

The number of extraction cycles and the static time are also important since a longer
exposure of the analytes to the extraction solvent at elevated temperatures increases the
diffusion rate, while multiple extraction cycles may result in the complete extraction of
targeted compounds [10]. In the present study, the number of extraction cycles and static
extraction time did not significantly influence the TPC of the extracts, contrary to the
results reported by Repaji¢ et al. (2020) [27], Li et al. (2019) [21] and Wibisono et al.
(2009) [30] where PLE was optimized for the extraction of polyphenols from Urtica dioica L.
leaves, grape skin and different plant food materials, respectively. For the PLE of phenolic
compounds from Foeniculum vulgare Mill. seeds, Repaji¢ et al. (2021) [28] reported that static
time had no significant influence on the phenolic yield, so 5 min was chosen as optimal,
while the number of extraction cycles was a significant parameter. Static time of 5 min
was also chosen as optimal for the PLE of Rosmarinus officinalis phenolic compounds [31].
Sandei and Vadala (2013) [32] applied one extraction cycle and a static time of 5 min for the
optimization of other PLE parameters during the extraction of tomato polyphenols, which
are the same as the lowest values applied in our study.

Based on the results of statistical analysis, 50% ethanol, 150 °C, one extraction cycle
and a static time of 5 min were chosen as optimal for obtaining the maximum content of
polyphenols from laurel leaves.

2.2. Polyphenolic Characterization

In order to provide insight into the polyphenolic composition of the laurel leaf extract
produced under optimal extraction conditions, UPLC-MS/MS analysis was performed
(Table 3). Twenty-nine phenolic compounds, including flavonoids (flavones, flavonols,
flavan-3-ols and proanthocyanidins) and phenolic acids, were identified in the extract
(Figure 1). The identification of compounds was carried out as described in our previous
research [18].
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Table 3. Mass spectrometric data on laurel leaf extract obtained at optimal PLE conditions.
Compound Retention Time Tentative Identification Concentration
mg/100 g
Phenolic acids
1 1.008 chlorogenic acid * 0.46 £+ 0.01
2 3.638 protocatechuic acid * 58.63 £ 1.66
3 4.259 rosmarinic acid * 0.99 +0.03
4 4.937 p-coumaric acid * 4.25+0.12
5 5.961 syringic acid * 0.07 £ 0.00
8 7.917 ferulic acid * 1.01 £0.03
19 10.788 caffeic acid * 7444 £2.11
20 10.802 p-hydroxybenzoic acid 2.83 £ 0.08
23 11.573 gallic acid * 0.28 £ 0.01
22 11.426 3.4-dihidrobenz-A-hexoside 457 £0.13
Flavones
6 6.938 luteolin-6-C-glucoside 391+0.11
13 8.678 luteolin * 7.15+0.20
21 11.415 apigenin * 9.40 £0.27
27 11.998 apigenin-6-C-(O-deoxyhexosyl)- 0.27 + 0.01
hexoside
Flavonols
7 7.561 rutin * 97.31+2.75
9 7.969 quercetin-3-glucoside 94.41 & 2.67
10 8.349 kaempferol-3-rutinoside 6.00 £0.17
11 8.39 quercetin-3-pentoside 7.92 4+ 0.22
12 8.64 kaempferol-3-O-hexoside 18.02 + 0.51
14 8.747 isorhamnetin-3-hexoside 2493 £0.71
15 8.791 myricetin * 2.25 £ 0.06
16 8.897 quercetin-3-thamnoside 9.57 £0.27
18 9.178 kaempferol-3-O-pentoside 8.04 £0.23
29 12.299 kaempferol-3-O-deoxyhexoside 0.14 = 0.00
Flavan-3-ols
17 9.014 epigallocatechin gallate * 0.15 £ 0.00
24 11.658 catechin * 31.35 £ 0.89
25 11.898 epicatechin gallate * 0.34 £+ 0.01
28 12.055 epicatechin 29.20 +0.83
Proanthocyanidins
26 11.977 procyanidin trimer 3.89 £0.11
Total phenols
(mg 102 ) - - 501.84 £ 2.27

Results are expressed as mean =+ standard deviation. * identification was confirmed with authentic standards.

According to UPLC-MS/MS results, flavonols were the most abundant group of
phenolic compounds (Figure 2), with rutin and quercetin-3-glucoside being the main
representatives. Rutin and quercetin were shown to be stable during exposure to elevated
temperatures [33], and data on different thermal degradation rates of various quercetin
glycosides showed that quercetin-3-O-glucoside was among the more stable glycosides [34].
The content of rutin and quercetin-3-glucoside was also the highest in laurel leaf extracts
obtained by MAE in our previous research [18]. In the same research, the content of
phenolic acids of the extracts obtained by conventional heat-reflux extraction (CRE), MAE
and UAE was more than 100 mg g~ ! lower than that in the extract obtained by PLE in
the present study, where caffeic acid was the main representative. Since phenolic acids,
especially hydroxycinnamic acids, were shown to be thermally stable [33], the exposure to
higher temperatures during PLE may have increased their recovery.
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Figure 1. UPLC-MS/MS chromatogram of laurel leaf extracts obtained at optimal PLE conditions
in MRM acquisition mode: (1) chlorogenic acid, (2) protocatechuic acid, (3) rosmarinic acid, (4) p-
coumaric acid, (5) syringic acid, (6) luteolin-6-C-glucoside, (7) rutin, (8) ferulic acid, (9) quercetin-3-
glucoside, (10) kaempferol-3-rutinoside, (11) quercetin-3-pentoside, (12) kaempferol-3-O-hexoside,
(13) luteolin, (14) isorhamnetin-3-hexoside, (15) myricetin, (16) quercetin-3-rhamnoside, (17) epi-
gallocatechin gallate, (18) kaempferol-3-O-pentoside, (19) caffeic acid, (20) p-hydroxybenzoic acid,
(21) apigenin, (22) 3,4-dihidrobenzoic acid hexoside, (23) gallic acid, (24) catechin, (25) epicate-
chin gallate, (26) procyanidin trimer, (27) apigenin-6-C-(O-deoxyhexosyl)-hexoside, (28) epicatechin,
(29) kaempferol-3-O-deoxyhexoside.
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Figure 2. Concentration of different groups of polyphenols determined in the laurel leaf extract
obtained at optimal PLE conditions.
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The content of the main flavan-3-ol representatives, catechin and epicatechin, was
more than 2-fold lower than their content obtained previously by CRE and more than 3-fold
higher than their content obtained previously by UAE and MAE [18]. Even though the
high temperature applied during PLE increases the extraction rate, explaining the higher
content than in UAE and MAE, thermal degradation of catechin and epicatechin may occur
during prolonged exposure to elevated temperatures, leading to their lower content than in
the CRE extracts [33,35]. Apigenin was the most abundant flavone in the PLE extract, with
a concentration higher than that in extracts obtained by all three techniques applied in the
previous research where luteolin was the most abundant flavone [18]. This is in agreement
with the findings that apigenin is resistant to prolonged exposure to temperatures around
100 °C, resulting in its higher recovery [36]. Luteolin and its glycosides were previously
shown to be less thermally stable than apigenin [33], which is consistent with their recovered
amount. The content of procyanidin trimer in the PLE extract was lower than the content in
MAE, CRE and UAE extracts obtained previously [18], which is in agreement with previous
findings where proanthocyanidins from blueberry and grape pomace were shown to be
thermosensitive [37]. In addition, procyanidin oligomers, especially B-type procyanidins,
such as the procyanidin trimer detected in the present study, were shown to be the most
thermosensitive phenolic compounds in cloudy apple juice [34].

The results of Folin-Ciocalteu spectrophotometry showed significantly higher TPC
than that revealed by UPLC-MS/MS, which might be a result of interference caused by non-
phenolic constituents present in laurel leaves, such as organic acids, various polysaccharides
and sugars [5] which were shown to be detectable by the spectrophotometer [12]. Moreover,
it was reported that chlorophyll may interact with the Folin—Ciocalteu reagent, resulting in
a seeming increase in the TPC of chlorophyll-rich plant material [38], which could serve
as another explanation for the observed discrepancies between the results obtained by
chromatographic and spectrophotometric techniques.

2.3. Antioxidant Activity

Antioxidant activity of the extract obtained at the defined optimal extraction conditions
was determined by the ORAC, DPPH and FRAP assays, and the results are shown in Table 4.

Table 4. Antioxidant activity of laurel extracts obtained by PLE determined by various assays.

Assay umol TE g1
ORAC 97.27 £2.01
DPPH 73.51 £ 0.22
FRAP 311.10 £ 5.67

Results are expressed as mean + SD.

The ORAC value of the laurel leaf extract obtained by PLE was in the range of those
reported in the literature, which have varied from 37.7 umol TE g_1 [39] to 170 umol
TE g~ ! [40] in laurel leaf extracts with lower TPCs (4.04 and 17.66 mg GAE g~ !, respectively)
than in the present study, to even 2600 umol TE g~! [41] for an extract with a TPC similar
to that of the present study (44.07 mg GAE g~!). The ORAC value was also in the range of
those reported in our previous research carried out on the same laurel leaf sample where
CRE resulted in a higher ORAC value (100.09 umol TE g’l) and MAE and UAE resulted in
lower ORAC values (86.04 and 90.27 umol TE g~!, respectively), which might have been
influenced by the previously discussed differences in the individual phenolic compounds’
contents since the antioxidant activity is dependent on the structural features of phenolic
compounds [42]. The DPPH value was lower than the 300 pmol TE g’1 reported for a laurel
leaf extract [43] where the TPC was 1.01 mg GAE g~!. The FRAP value was in the range of
278 umol TE g~ ! determined in a hydromethanolic laurel leaf extract where the phenolic
content was not analyzed [44], and also lower than 504.25 umol TE g’1 [15] where the
TPC of laurel leaf extract was 46.79 mg GAE g~!. The differences between the antioxidant
activity and the phenolic contents of laurel leaf extracts indicate that the antioxidant
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activity is not influenced only by the TPC. Several other factors, including the plant growth
environment, harvest season, storage conditions and different extraction techniques, may
have affected the extracts’ contents of nonphenolic antioxidants such as organic acids,
tocopherols and terpenoids [5]. In addition, it is possible that antagonistic or synergistic
mechanisms occur between certain components of the extracts which cannot be clarified
only by the TPC and could possibly be explained by further qualitative research [45].
Moreover, the content of individual phenolic compounds may significantly influence the
antioxidant activity of the extracts since their antioxidant activity depends on the structural
features [46]. This is supported by the results of the present study since the same ORAC and
DPPH values were determined in the extracts with different TPCs, as well as the contents
of individual compounds.

3. Materials and Methods
3.1. Chemicals and Reagents

Ethanol (96%) and methanol (99.8%) were procured from Lach-ner d.o.o. (Neratovice,
Czech Republic), and acetonitrile (HPLC grade) was obtained from J.T. Baker Chemicals
(Deventer, the Netherlands). Purified distilled water was produced in a Milli-Q water purifi-
cation system (Millipore, Bedford, MA, USA). Anhydrous sodium carbonate (>99.5%), an-
hydrous sodium acetate (>99%), formic acid (98-100%), FeCls x 6H,0, sodium phosphate
(96%) and Folin—Ciocalteu reagent were from Kemika (Zagreb, Croatia); 2,4,6-tri(2-pyridyl)-
s-triazine (TPTZ) and 6-hydroxy-2,5,7,8-tetramethylchroman-2-carboxylic acid (Trolox)
were from Acros Organics (Thermo Fisher Scientific, Geel, Belgium); fluorescein sodium
salt was from Honeywell Research Chemicals (Bucharest, Romania); and hydrochloric
acid (37%), glacial acetic acid, 2,20-azobis (2-amidinopropane) hydrochloride (AAPH) and
2,2-diphenyl-1-(2,4,6-trinitrophenyl)hydrazyl (DPPH) were from Sigma-Aldrich (Steinheim,
Germany). Authentic standards of myricetin, quercetin-3-glucoside, caffeic, protocatechuic,
gallic, ferulic, rosmarinic, syringic, p-coumaric and chlorogenic acids were procured from
Sigma-Aldrich (St. Louis, MO, USA). Kaempferol-3-glucoside, catechin, epicatechin gallate,
epigallocatechin gallate, apigenin, rutin, luteolin and procyanidin B2 were purchased from
Extrasynthese (Genay, France). Apigenin standard was prepared as an ethanol-0.5% v/v
dimethyl sulfoxide stock solution, while all other standards were dissolved in methanol.
Stock solutions were diluted in order to produce working standard solutions at five con-
centrations.

3.2. Plant Material

Dried laurel leaves collected in the region of Rijeka, Croatia, in November 2020 were
purchased from Safram d.o.o (Zagreb, Croatia) and stored at room temperature. Prior to
extraction, the leaves were ground in an electric grinder (OmniBlend, Vervita, Croatia)
until a coarse powder was obtained. The total solids of the obtained powder (>95%) were
analyzed by drying to constant mass at 103 4= 2 °C [47].

3.3. Pressurized Liquid Extraction (PLE)

The extractions were performed on a Dionex ASE 350 Accelerated Solvent Extractor
(Thermo Fisher Scientific Inc., Sunnyvale, CA, USA) in static mode. One gram of the ground
leaves was combined with 2 g of diatomaceous earth and transferred to 34 mL stainless
steel cells previously fitted with three cellulose filters. The extraction conditions were
varied following the full factorial design (shown in Table 1): ethanol percentage in aqueous
solution (50 and 70%), extraction temperature (90, 120 and 150 °C), extraction cycles (1, 2
and 3) and static extraction time (5 and 10 min). The pressure, purge with nitrogen and
volume flush were kept constant at 10.34 MPa, 30 s and 50%, respectively. The 250 mL glass
vials with Teflon septa used for the collection of the extracts were filtered into volumetric
flasks (50 mL) through Whatman No. 40 filter paper (Whatman International Ltd., Kent,
UK) and made up to volume with the extraction solvent. The extracts were transferred and
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stored in plastic Falcon tubes at —18 °C in a nitrogen gas atmosphere until further analysis.
All extracts were prepared in duplicate.

3.4. Total Phenolic Content (TPC)

The TPC of laurel leaves was determined following a modified methodology pre-
viously established by Shortle et al. [48]. First, 100 uL of the extract (extraction solvent
for blank), 200 uL Folin-Ciocalteu reagent and 2 mL of distilled water were put into the
reaction tube; 1 mL of sodium carbonate solution (20% w/v) was added into the reaction
after 3 min, and the mixture was shaken using Vortex MS2 Minishaker IKA (IKA, Staufen,
Germany) at 1800 rpm and incubated at 50 °C in a water bath. The absorbance was read
after 25 min on a VWR UV-1600PC Spectrophotometer (VWR, Wayne, PA, USA) at 765 nm.
All measurements were carried out in duplicate. Working standard solutions of gallic acid
(50-500 mg L 1) were used to prepare a standard calibration curve (y = 0.0035x, R? = 0.9995).
The calculated TPC was expressed as a mean value of mg gallic acid equivalents (GAE) per
g sample =+ standard deviation.

3.5. UPLC-MS/MS Conditions

Individual polyphenols in the extracts obtained at optimal conditions were identi-
fied and quantified using a UPLC-MS/MS system (Agilent series 1290 RRLC instrument)
coupled with an Agilent 6430 Triple Quadrupole LC/MS mass spectrometer (Agilent,
Santa Clara, CA, USA). The ionization was performed in positive and negative ionization
mode by ESI ion source with nitrogen as a desolvation and collision gas. Drying gas tem-
perature was set at 300 °C, flow rate at 11 L h~!, nebulizer pressure at 40 psi and capillary
voltage at 4/ —3.5 kV. The Zorbax Eclipse Plus C18 column from Agilent (100 x 2.1 mm;
1.8 um particle size) was used for separations under the following conditions: injection
volume 2.5 um and column temperature 35 °C. Other parameters including gradient condi-
tions, solvent composition and instrumental limits of detection (LOD) and quantification
(LOQ) were previously reported by Elez Garofuli¢ et al. (2018) [49]. Agilent MassHunter
Workstation Software (ver. B.04.01) (Agilent, Santa Clara, CA, USA) was used for data
processing and instrument control. Identification and quantitative determination were
performed as described by Dobroslavi¢ et al. (2021) [18]. The concentrations of the analyzed
polyphenols were expressed as mg per 10? g sample (mean value + standard deviation).
The analyses were carried out in duplicate.

3.6. Antioxidant Activity

In order to determine the antioxidant activity of the laurel leaf extract obtained at
optimal extraction conditions, three assays were applied.

3.6.1. Oxygen Radical Absorbance Capacity (ORAC) Assay

An automated plate reader (BMG LABTECH, Offenburg, Germany) was used to per-
form the oxygen radical absorbance capacity (ORAC) assay, while the MARS 2.0 software
(BMG LABTECH, Offenburg, Germany) was used for data analysis. The assay was per-
formed following a previously reported method [50]. A 240 mM solution of AAPH, a
range of Trolox dilutions (3.12-103.99 uM) and 70.3 nM fluorescein solution were prepared
with phosphate buffer (pH 7.4). Afterward, a properly diluted sample or Trolox standard
was added to 150 pL of fluorescein in a 96-well microplate which was then incubated
at 37 °C for 30 min. The first three cycles set the baseline signal, after which the AAPH
solution was injected in order to produce the peroxyl radical. The fluorescence intensity
(excitation and emission at 485 and 528 nm, respectively) was monitored for 120 min every
90 s. Determinations were carried out in duplicate. The results were expressed as mean
value + standard deviation of umol Trolox equivalent (TE) per g sample.
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3.6.2. DPPH Radical Scavenging Assay

The DPPH radical scavenging assay was performed following the methodology pre-
viously described by Brand-Williams et al. (1995) [51], with some modifications. Briefly,
0.75 mL of the extract and 1.5 mL of 0.2 mM methanolic DPPH solution were mixed in a test
tube and shaken at 1800 rpm using Vortex MS2 Minishaker IKA (IKA, Staufen, Germany).
As ablank, 2.25 mL of methanol was used. The samples were placed in absence of light at
room temperature, and the absorbance was measured after 20 min at 517 nm on a VWR
UV-1600PC Spectrophotometer (VWR, Wayne, PA, USA). A standard calibration curve
(y = —0.008x + 1.3476, R? = 0.9948) was prepared using standard Trolox solutions in a
concentration range of 10-150 pM. The results were expressed as mean value + standard
deviation of umol TE per g sample.

3.6.3. Ferric Reducing Antioxidant Power (FRAP) Assay

The FRAP assay was performed following a methodology previously described by
Shortle et al. (2014) [48], with some modifications. Sodium acetate buffer (0.3 M, pH 3.6),
0.01 M TPTZ solution in 0.04 M hydrochloric acid and 20 mM FeCl; x 6H,0O aqueous
solution in a ratio 10:1:1, respectively, were used to prepare the FRAP reagent. The reagent
was incubated at 37 °C for 10 min prior to analysis. Afterward, 80 uL of the extract
(extraction solvent for blank), 240 uL of distilled water and 2080 pL of FRAP reagent
were added into test tubes, shaken at 1800 rpm using Vortex MS2 Minishaker IKA (IKA,
Staufen, Germany) and incubated at 37 °C for 5 min. The absorbance was read on a VWR
UV-1600PC Spectrophotometer (VWR, Wayne, PA, USA) at 593 nm. A standard calibration
curve (y = 0.0013, R? = 0.9995) was prepared using standard Trolox solutions (25-1000 pM).
The results were expressed as mean value =+ standard deviation of umol TE per g sample.

3.7. Statistical Analysis

Statistica ver. 12.0 (Statsoft Inc., Tulsa, OK, USA) software was used for the statistical
analysis of the results. For the determination of optimal extraction conditions, TPC was the
dependent variable, while a full factorial design (mixed two- and three-level) comprising
72 trials was applied in order to evaluate the influence of the following independent vari-
ables: (a) solvent (50% and 70% ethanol), (b) temperature (90, 120 and 150 °C), (c) extraction
cycles (1, 2 and 3) and (d) static extraction time (5 and 10 min). The normality and ho-
moscedasticity of the data were analyzed using the Shapiro-Wilk W test and Levene’s test,
respectively. Normally distributed data were analyzed using one-way and multifactorial
analysis of variance (ANOVA), while Tukey’s HSD multiple comparison test was used to
compare marginal means. Nonparametric tests including Kruskal-Wallis one-way ANOVA
and multiple comparison of mean ranks were applied for analysis of the data which were
not normally distributed and/or not homoscedastic. All of the tests were significant at
p <0.05.

4. Conclusions

PLE, as a novel advanced green extraction technique, was optimized for the efficient
isolation of polyphenols from laurel leaves. The optimal extraction conditions determined
were 50% ethanol, a temperature of 150 °C, one extraction cycle and a static time of 5 min.
The polyphenolic profile of the laurel leaf extract obtained by PLE comprised 29 compounds,
including flavonoids (flavones, flavonols, flavan-3-ols and proanthocyanidins) and phenolic
acids, and quantitative analysis has shown that flavonols (rutin and quercetin glucoside as
the main representatives) were the most abundant group. The antioxidant activity assays
have demonstrated that PLE yields extracts with relatively high antioxidant activity through
a time-, energy- and solvent-efficient automated process, demonstrating its advantages
over conventional extraction techniques in terms of scaling-up processes and reducing
solvent, time and energy consumption. Therefore, PLE was proven to be an efficient green
extraction technique suitable for the isolation of polyphenols from laurel leaves.
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Abstract: Laurel (Laurus nobilis L.) leaves are a rich source of polyphenols with the potential
for use in functional foods, where the main obstacle is their low stability and bioavailability,
which can be improved by spray drying (SD). This research examined the influence of SD pa-
rameters, including inlet temperature (120, 150, and 180 °C), carrier type (3-cyclodextrin (3-CD);
-CD + maltodextrin (MD) 50:50; 3-CD + gum arabic (GA) 50:50), and sample:carrier ratio (1:1, 1:2
and 1:3) on the physicochemical properties, encapsulation efficiency, polyphenolic profile, antioxidant
capacity and bioaccessibility of laurel leaf polyphenols. The highest encapsulation efficiency was
achieved at a sample:carrier ratio 1:2 and the temperature of 180 °C by using either of the applied
carriers. However, the application of 3-CD + MD 50:50 ensured optimal solubility (55.10%), hy-
groscopicity (15.32%), and antioxidant capacity (ORAC 157.92 pumol Trolox equivalents per g of
powder), while optimal moisture content (3.22%) was determined only by temperature, demanding
conditions above 150 °C. A total of 29 polyphenols (dominantly flavonols) were identified in the
obtained powders. SD encapsulation increased the bioaccessibility of laurel flavonols in comparison
to the non-encapsulated extract by ~50% in the gastric and ~10% in the intestinal phase, especially
for those powders produced with carrier mixtures.

Keywords: laurel; polyphenols; microencapsulation; spray drying; bioaccessibility; antioxidant activity

1. Introduction

Laurel (Laurus nobilis L.) is a Mediterranean shrub well known in folk medicine due to
the many health-beneficial properties attributed mainly to the leaves extracts, which contain
significant amounts of various polyphenols belonging to the groups of flavonols, flavan-
3-ols, flavones, proanthocyanidins, and phenolic acids [1]. Laurel leaf polyphenols are
known for their numerous biological effects, which hold potential for their utilization in the
food industry as natural preservatives, antioxidants, or as functional food ingredients [2].
However, polyphenols are prone to degradation under different storage conditions such as
temperatures, humidity, light, and pH [3] and also have low bioavailability derived from
their low solubility, instability during digestion, and difficult cell membrane diffusion [4].
For this reason, it is of great importance to improve their stability which can be achieved
by various microencapsulation techniques.

Spray drying is a widely used method for microencapsulation of bioactive molecules
in which the liquid extract with the dissolved carrier is passed through a stream of hot air
in which the solvent, evaporates and a powder is formed with bioactive molecules encapsu-
lated in the protective coating of the carrier [5]. The physicochemical properties of powders
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depend on the applied process parameters, properties of the feed, and the adequate choice
of carrier type and the proportion in the mixture [6]. Some of the carriers which are often
used in spray drying technology are starch and its derivatives (e.g., maltodextrins and
cyclodextrins) and gums (e.g., gum arabic). Maltodextrins (MD) are highly soluble linear
polymers obtained by partial hydrolysis of starch consisting of 3-20 3-d-glucose units [7],
often mixed with other carriers due to their low emulsifiability [8]. Cyclodextrins (CD),
including «-, 3- and y-cyclodextrin, are enzymatically hydrolyzed starch derivatives con-
sisting of a hydrophobic cavity that allows accommodation of various guest molecules
and of a hydrophilic external surface providing aqueous solubility [8]. Gum arabic (GA)
is a variable complex natural derivative of the acacia plant consisting of a mixture of
arabinogalactan, monosaccharides (galactose, rhamnose, arabinose) and glycoprotein [9].
These carriers are widely used since they meet the necessary requirements, including
the “generally recognized as safe” (GRAS) status, relatively high water solubility, high
molecular weight, and high glass transition temperature, which allow the protection of
the final product from external factors such as heat, oxygen, humidity, and light [5]. To
our knowledge, there is only one work related to the spray drying of Laurus nobilis L. leaf
extracts [10] and another on the Mexican laurel leaf (Litsea glaucescens) [11], which has
similar chemical composition as Laurus nobilis L. [12]. The physicochemical characterization
of the powders obtained in the mentioned studies did not cover some of the parameters
important for the stability and applicability of powders, such as hygroscopicity, moisture
content, or solubility. In addition, the individual polyphenolic content or bioaccessibility
during different stages of digestion was not investigated, showing the need for further
research in order to find optimal process parameters that would result in the highest quality
of the powders.

The aim of this research was to examine the influence of inlet temperature (120-180 °C),
carrier type (3-CD, 3-CD + MD 50:50, and 3-CD + GA 50:50), and sample:carrier ratio (1:1,
1:2, and 1:3) on the process yield, physicochemical parameters (moisture content, solubility,
hygroscopicity) and encapsulation efficiency of spray-dried laurel leaf extract, with the
hypothesis that all of the applied process parameters would have significant influence.
In addition, microcapsule morphology, antioxidant capacity, polyphenolic profile, and
bioaccessibility will be examined in the powders where the highest encapsulation efficiency
is obtained.

2. Materials and Methods
2.1. Chemicals and Reagents

Mili-Q system (Millipore, Bedford, MA, USA) was applied for the purification of
distilled water. Kemika d.d. (Zagreb, Croatia) supplied ethanol (96%), methanol, sodium
chloride, Fe (III) chloride hexahydrate, sodium acetate (99%), sodium bicarbonate, and
HPLC grade formic acid (99%). Sigma Aldrich (St. Louis, MO, USA) supplied maltodextrin
(DE 4-7), bile salts, porcine pancreatin, porcine gastric mucosa pepsin, and 2,2-diphenyl-
1-(2,4,6- trinitrophenyl) hydrazyl (DPPH), as well as standards of quercetin-3-glucoside,
myricetin, gallic, syringic, ferulic, protocatechuic, caffeic, chlorogenic, p-coumaric, and ros-
marinic acid. Gum arabic, 3-cyclodextrin, Trolox, and 2,4,6-tri(2-pyridyl)-s-triazine (TPTZ)
were obtained from Acros Organics (Geel, Belgium). Honeywell Riedel-de-Haén (Charlotte,
NC, USA) supplied fluorescein sodium salt, while J.T.Baker (Deventer, The Netherlands)
supplied glacial acetic acid, hydrochloric acid (37%), and HPLC grade acetonitrile. Extrasyn-
these (Genay, France) supplied standards of procyanidin B2, rutin, kaempferol-3-glucoside,
luteolin, apigenin, catechin, epigallocatechin gallate, and epicatechin gallate. Methanol
(ethanol with 0.5% v/v DMSO for apigenin) stock solutions of the standards were used to
produce five working standard dilutions.

2.2. Plant Material

Dry laurel leaves collected in November 2021 in Lovran, Croatia (45°17'48.9408"
N/14°16/20.532" E) were procured from Safram d.o.o. (Zagreb, Croatia). Prior to extraction,
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the leaves were ground in an electric grinder (GT11, Tefal, Rumilly, France) in order to
produce a coarse powder. The powdered leaves’ total solids (>95%) were determined by
drying at 103 = 2 °C until a constant mass was achieved [13].

2.3. Microwave-Assisted Extraction (MAE)

The MAE of laurel leaf polyphenols was carried out at the sample:solvent ratio 1:6.25
and the previously defined optimal parameters [14]: 50% ethanol as a solvent, temperature
80 °C, microwave power 400 W, and irradiation time 10 min. The extract dry matter
(4.74%) was determined by drying to constant mass at 103 £ 2 °C [13], while the total
phenolic content of the extract (8300 mg gallic acid equivalents (GAE)/L) was determined
spectrophotometrically as previously described [14]. Briefly, 100 uL sample, 200 uL Folin-
Ciocalteu reagent, and 2 mL of water were mixed in test tubes, and 1 mL of 20% Nay;COs3
aqueous solution was added after 3 min. The samples were placed in a water bath at 50 °C
for 25 min, and the absorbance was read at 765 nm on the UV-1600PC spectrophotometer
(VWR, Wayne, PA, USA).

2.4. Microencapsulation by Spray Drying

Microencapsulation by spray drying of the laurel leaf extract was carried out as shown
in the experimental design (Table 1) on the Biichi Mini Spray Dryer B-290 laboratory
device in a closed mode paired with the B295 inert loop (Biichi, Switzerland) working
with nitrogen as drying gas. 3-CD alone or with the addition of MD or GA (1:1 w/w)
was used as a carrier at varying extract dry matter:carrier ratios (1:1, 1:2, and 1:3, w/w).
An appropriate mass of carrier (4.74 g, 9.48 g, and 14.22 g for 1:1, 1:2, and 1:3 extract dry
matter:carrier ratio, respectively) was dissolved in 100 mL of water at 50 °C for 30 min on a
magnetic stirrer (IKA, Staufen, Germany) and mixed with 100 mL of the laurel leaf extract.
During the process of spray drying, aspirator capacity, pump capacity, and nozzle cleaner
were kept at 80%, 15%, and level 4, respectively. Three different inlet temperatures were
applied: 120 °C, 150 °C and 180 °C with the corresponding outlet temperatures of 70 °C,
80 °C and 90 °C, respectively. The laurel leaf powders were produced in duplicate and
hermetically stored at room temperature in plastic containers until further analysis.

2.5. Microcapsules’ Characterization
2.5.1. Process Yield

The process yield was calculated using the equation [15]:

: 0 mp
Process yield (%) = prpprap x 100 1)
c

where m,, is the mass (g) of powder, m, is the extract dry matter (g) in the volume used for
drying, and m, is the mass of the added carrier (g).

2.5.2. Moisture Content
The powders’ moisture content was analyzed by drying to constant mass at 103 £ 2 °C [13].

2.5.3. Solubility

The powders’ solubility was determined using a previously described method [15]
and calculated using the following equation:
.1 M
Solubility (%) = x 100 2
Mp

where m; is the mass (g) of the dried supernatant, and m,, represents the mass (g) of laurel
leaf powder used for analysis.
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Table 1. Physicochemical properties, encapsulation efficiency, and capacity of laurel leaf powders obtained at different inlet temperatures using different carriers at

varying ratios.

Inlet

Sample:Carrier

Hygroscopicity

Encapsulation

Encapsulation

Sample Temperature Carrier Ratio Moisture Content % Process Yield % Solubility % mg/100 g Efficiency % Capacity % OEE
1 B-CD 269+ 0.13 77.77 + 0.55 28.02 + 0.20 1723 + 0.12 8471 +0.28 4255 +2.06 0.36 + 0.02
2 B‘C;?)_EOMD » 354 + 0.08 75.69 + 0.53 57.83 + 0.41 17.82 +0.13 69.07 + 1.13 4220 + 0.63 0.29 + 0.00
3 ﬁ'%]g,;OGA 353 4 0.35 75.50 + 0.53 53.86 + 0.38 21.80 + 0.15 71.26 + 0.92 53.22 + 0.00 0.38 + 0.00
4 B-CD 458+ 0.14 7891 + 0.56 4485 + 032 12.70 + 0.09 82.20 + 1.19 55.46 + 0.99 0.46+ 0.01
5 120 B‘%%_EOMD o 454+ 024 75.99 + 0.53 56.20 + 0.40 15.16 + 0.11 78.50 + 1.72 69.46 + 0.67 0.55 + 0.01
6 PR 2 CA 4724 0.08 71.69 + 0.50 53.01 + 0.37 18.30 4+ 0.13 81.98 + 2.61 76.67 + 1.70 0.63 + 0.03
7 B-CD 571 + 0.02 73.70 + 0.52 45.67 + 032 9.94 + 0.07 72.40 + 1.59 38.55 + 3.49 0.28 + 0.03
8 p-CD I MD 13 544 4021 7036 = 0.50 46.04 £ 0.32 11.83 + 0.08 53.09 + 0.86 56.79 + 1.07 0.30 + 0.01
9 B-D 2 SA 439 4035 84.46 + 0.59 47.33 4033 1759 + 0.12 50.20 + 0.71 62.70 + 1.39 0.31 + 0.00
10 B-CD 3.70 + 022 72.09 + 0.51 4047 + 028 18.02 + 0.13 6348 + 0.29 34.26 + 0.19 0.22+ 0.00
1 p-CD I MD ” 3.95+0.15 77.28 + 0.54 58.90 + 0.41 1635 + 0.12 61.91 + 0.79 35.91 + 2.09 0.22 +0.01
12 B-CD 2 .5A 270 + 0.16 73.71 + 0.52 54.77 + 0.39 19.46 + 0.14 60.34 + 0.84 47.22 4 3.02 0.29 + 0.02
13 B-CD 3.66+0.16 73.73 + 0.52 45.00 + 0.32 12.08 + 0.08 88.67 + 1.60 62.33 + 1.47 0.55 + 0.00
14 150 B-CD LMD » 280 +0.17 69.87 + 0.49 46.03 + 0.32 1531 + 0.11 69.87 + 5.61 61.65 + 1.50 0.43 +0.05
15 B-D 2 5A 3.84 +0.10 67.91 + 0.48 33.03 + 0.23 19.80 + 0.14 83.01 + 3.39 67.29 + 0.57 0.56 + 0.02
16 B-CD 337+ 0.16 66.20 + 0.47 4735+ 033 10.70 + 0.08 81.84 + 0.42 41.99 + 3.18 0.34 £ 0.02
17 B'CS‘(D);OMD 1 226 4 0.17 81.58 + 0.57 52.36 + 0.37 13.55 + 0.10 78.76 + 1.12 69.67 + 2.60 0.55 + 0.03
18 B-CD + GA 272 40.18 80.28 + 0.56 52.66 + 0.37 18.08 + 0.13 74.95 + 2.93 50.67 + 3.22 0.45 + 0.04

50:50
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Table 1. Cont.
Inlet . Sample:Carrier . s 140 it 0 Hygroscopicity Encapsulation Encapsulation

Sample Temperature Carrier Ratio Moisture Content % Process Yield % Solubility % mg/100 g Efficiency % Capacity % OEE
19 B-CD 365+ 0.12 68.96 + 0.49 39.81 + 0.28 2015 + 0.14 8144+ 1.72 62.46 + 1.92 0.51 + 0.03
20 ﬁ'CS](D),goMD » 3.73 4024 75.14 + 0.53 58.91 + 0.41 18.46 + 0.13 71.18 + 2.04 59.82 + 0.92 0.43 + 0.02
21 B'%%,;OGA 3.83 +0.22 73.10 + 0.51 52.63 + 0.37 2127 +0.15 67.26 + 0.29 55.88 + 1.59 0.38+ 0.01
2 B-CD 3421016 7469 + 053 4745+ 033 14.28 + 0.10 89.83 + 1.03 67.96 + 1.46 0.61 + 0.02
23 180 B'C;%,gOMD » 251 +0.26 78.96 + 0.56 59.47 + 0.42 1413 +0.10 7441 + 339 80.23 + 1.70 0.60 + 0.04
24 B'%%A;OGA 3.49 + 027 75.67 + 0.53 52.88 + 0.37 17.99 + 0.13 75.38 + 0.62 69.44 + 0.94 0.52 4+ 0.01
25 B-CD 350 + 0.04 7438 + 0.52 45.88 + 0.32 12.00 + 0.08 92.07 + 057 58.58 + 0.86 0.54 + 0.00
26 B'%%EOMD 3 3.66 + 0.17 76.39 + 0.54 60.15 + 0.42 15.24 +0.11 4530 + 2.15 59.17 + 1.31 0.27 + 0.01
27 B'%%_gOGA 439 +0.19 73.35 + 0.52 4612 +0.32 16.41 + 0.12 82.63 + 0.85 75.89 + 1.71 0.63 + 0.02

Average 372 74.72 49.14 16.14 7354 58.04 0.43

-CD = B-cyclodextrin; MD = maltodextrin; GA = gum arabic. OEE = overall encapsulation efficiency factor. Results are expressed as mean + SD.
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2.5.4. Hygroscopicity

The hygroscopicity of the obtained powders was determined as previously described [15]
and expressed as g of absorbed moisture per 100 g of powder according to the equation:

my —m
7 O><

o X100 @)

Hygroscopicity (g/100 g) =
where my is the mass (g) of the powder after 7 days, and mj is the initial mass (g) of
the powder.

2.5.5. Encapsulation Efficiency and Capacity

For the determination of encapsulation efficiency (EE) and capacity (EC), the total and
surface polyphenols of the obtained laurel leaf powders were determined spectrophoto-
metrically at 765 nm following a previously described method [14]. The total polyphenols
were extracted by mixing 0.2 g of powder with 2 mL of methanol:water:acetic acid (50:42:8)
solvent mixture in a test tube stirred briefly on a vortex mixer (IKA, Staufen, Germany).
The test tube was then put in an ultrasonic bath for 20 min without heating, centrifuged
for 10 min at 3000 rpm, and filtered through Whatman no.40 filter paper. The surface
polyphenols were extracted following a similar procedure using methanol:ethanol (50:50)
solvent mixture without placing the samples in an ultrasonic bath.

The EE was calculated according to the following equation [16]:

_ TPC,
~ TPG;

EE x 100 @)

where TPC, is the total phenolic content in the obtained powder (mg GAE g~ ! extract dry
matter (DM)), and the TPC; is the total phenolic content in the initial extract (mg GAE g !
extract DM).

The EC was calculated using the following equation [15]:

EC (%) = (TPT‘PSP> % 100 5)

where TP is the concentration (mg GAE g~ ! powder) of total polyphenols, and SP is the
concentration (mg GAE g~! powder) of surface polyphenols.

In order to evaluate the overall encapsulation efficiency of the spray drying process,
an overall encapsulation efficiency factor (OEE) was calculated using following equation:

EC x EE
OFE = 10,000 ©
where EC is the encapsulation capacity (%), and EE is the encapsulation efficiency (%). By
multiplying the TPC of the initial extract with the OEE, the amount of the successfully
encapsulated polyphenols can be predicted.

2.5.6. SEM Analysis

The study of particle size and morphology of the obtained microcapsules was carried
out at the Ruder Boskovi¢ Institute, Zagreb, Croatia, on the JSM-7000F high-resolution field
emission SEM (scanning electron microscope) (Jeol, Tokyo, Japan). Laurel leaf powders
were deposited on carbon tape in a thin layer on a sample holder to fix them in place and
enable electrical contact with the instrument. An accelerating voltage of 5000 V at the
standard objective-sample distance (10 mm) was applied, and photomicrographs of each
sample were taken at 2000 x and 5000 x magnification using a secondary electron detector.
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2.5.7. UPLC-MS? Analysis

For the UPLC-MS? analysis, 1 g of the powders was mixed in a test tube with 10 mL
of 80% (v/v) methanol and placed in an ultrasonic bath for 20 min. The samples were
filtered into a 10 mL volumetric flask using the Whatman no.40 filter paper and made up to
volume with the solvent. An aliquot of 1.5 mL was filtered into glass vials using 0.45 um
syringe filters and stored at —18 °C until further analysis. The polyphenolic profile of
the powders was determined on the Agilent 1290 RRLC UPLC-MS? system paired with
6430 Series LC-MS Triple Quadrupole mass spectrometer (Agilent, Santa Clara, CA, USA)
at the conditions described previously, along with identification and quantification proce-
dure [14]. The concentrations of the analyzed polyphenols were expressed as mg/100 g
of the powder (mean value + standard deviation (SD)). All analyses were carried out
in duplicate.

2.5.8. Antioxidant Capacity

The antioxidant capacity of the laurel leaf powders dissolved in 80% methanol as
described in Section 2.5.7. was determined by DPPH radical scavenging assay, Ferric
Reducing Antioxidant Power (FRAP) assay, and Oxygen Radical Absorbance Capacity
(ORAC) assay following previously described methodologies [17]. For the DPPH and
FRAP, the absorbances were read on a UV-1600PC spectrophotometer (VWR, Wayne, PA,
USA) at 517 nm and 593 nm, respectively. For the ORAC (CLARIOstar Microplate Reader,
BMG LABTECH, Germany), the fluorescence intensity with the excitation and emission
wavelengths of 485 nm and 528 nm, respectively, were monitored during 120 min in
intervals of 90 s. The collected data were analyzed using the MARS 2.0 software (BMG
LABTECH, Offenburg, Germany). Trolox was used as a standard for all three methods. All
measurements were performed in duplicate, and the results were expressed in pmol Trolox
equivalents (TE) g~! powder as mean value + SD.

2.5.9. Bioaccessibility of Polyphenols

The bioaccessibility of polyphenols encapsulated in the powders was examined in a
simulated three-step in vitro digestion following a recently described methodology [15].
Briefly, 250 mg of powders (750 uL of laurel leaf extract) was mixed with 800 pL of pepsin
solution (40 mg mL~1) and 10 mL of 0.9% NaCl solution in 50 mL Falcon tubes. The pH
was adjusted to 2 by adding an adequate volume of 0.1M HC], if necessary. The samples
were placed in a water bath shaker (IKA, Staufen, Germany) for 1 h at 100 rpm and a
temperature of 37 °C. In order to stop the reaction, the samples were then put on ice for
5 min. Pur-A-Lyzer 6-8 kDa dialysis membranes (Sigma-Aldrich, Steinheim, Germany)
containing the mixture of 1 mL of 0.5 M NaHCOj3 and 1 mL of 0.9% NaCl were added in
the Falcon tubes, which were again placed in water bath shaker at the same conditions for
45 min. Afterward, the pH was adjusted to 6.5 by adding 1 M NaHCOj in the necessary
volume, 2.5 mL of pancreatin (2 mg mL~!)-bile salts (12 mg mL~!) solution was added
to the reaction, and the samples were incubated for another 2 h in a water bath shaker;
2 mL aliquots of each phase were taken for the UPLC-MS? analysis of the phenolic content
performed as described in Section 2.5.7. The process and analysis were performed in
duplicate, and the results were expressed in mg g~ ! extract DM as mean value =+ SD.

2.6. Statistical Analysis

Statistical analysis of the data was performed using the Statistica ver. 10.0 (Statsoft
Inc., Tulsa, OK, USA) software. A full factorial design (Table 1) comprising 27 experimental
trials performed in duplicate was applied in order to evaluate the influence of spray
drying parameters on the physicochemical properties of the obtained powders. The inlet
temperature, type of carrier, and sample:carrier ratio were the independent variables (X)
observed at three levels, while moisture content, process yield, solubility, hygroscopicity,
encapsulation efficiency, and encapsulation capacity were the dependent variables (Y).
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The normality of the data set and homogeneity of the residuals were analyzed by
Shapiro-Wilk’s and Levene’s tests, respectively, followed by one-way analysis of variance
(ANOVA) paired with Tukey’s HSD multiple comparison test on normally distributed and
homogenous data. Nonparametric Kruskal-Wallis one-way ANOVA followed by multiple
comparison of mean ranks were applied to the data that were not normally distributed
and/or homogenous. All of the tests were considered significant at p < 0.05.

3. Results and Discussion

This study evaluated the influence of drying temperature, applied carrier, and sam-
ple:carrier ratio on different properties of the obtained powders relevant to their stability
during storage and biological activity. The experimental design and obtained values of
observed parameters are shown in Table 1, while the results of the statistical analysis are
shown in Table 2.

3.1. Process Yield

When the process yield is higher than 50%, the process of spray drying can be consid-
ered successful [18]. As shown in Table 1, the process yield in this study ranged from 66.20
to 84.46% showing that the process was successful at all of the applied drying conditions.
Statistical analysis (Table 2) showed that none of the applied conditions had a significant
influence on the process yield. This is in agreement with made observations that all pro-
duced powders were in a free-flowing form, and stickiness or adherence to chamber walls
did not occur at any of the drying conditions applied. Obtained variations in yield may be
a result of manual collecting of the particles adhered to the cyclone wall, as well as loss of
the fine particles through the outlet air filter [19].

3.2. Moisture Content

Moisture content is a highly relevant requirement for the stability of the obtained
powders during packaging and storage. A moisture content lower than 5% is desirable
since there is a lower chance of microbial growth, the solubility of powders is higher, and
overall stability is greater, making the powders applicable in the industry [5]. As shown
in Table 1, the moisture content in this study ranged from 2.26 to 4.72% showing that all
of the obtained powders have the moisture content required for their stability. However,
statistical analysis (Table 2) showed that the powders obtained at inlet temperatures above
150 °C had a significantly (p < 0.01) lower moisture content. This is expected since the
temperature gradient between the drying air and the atomized particles is greater at higher
inlet temperatures resulting in increased water evaporation [5]. The type of carrier and the
sample:carrier ratio had no statistically significant influence on the moisture content.

3.3. Solubility

Solubility is an important quality factor influencing the reconstitution behavior of
the powders, and low solubility can cause difficulties during production of the enriched
products [5]. The solubility of the powders obtained in the present study ranged widely
from 28.20 to 60.15% (Table 1). The statistical analysis showed that only the type of the
applied carrier had a statistically significant influence (p < 0.01) on the solubility and that
the powders obtained using a combination of 3-CD with either MD or GA resulted in
higher solubility than when (3-CD was used alone. This can be explained by the low water
solubility of 3-CD, which was enhanced by the presence of more water-soluble MD and
GA [8].
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Table 2. Influence of spray drying parameters on the physicochemical characteristics of the obtained laurel leaf powders.

Source of Variation N Proce(s)s Yield Mmsturf Content Soll,:)bllll'y Hygroscopicity EE % EC % OEE
%o %o Yo g/100 g
Inlet temperature p=027% p<0.01+ p=031f% p=070% p=059% p<0.05+ p<0.05t
120 °C 18 76.01 £0.95% 435+022° 48.09 £2.04° 15.82 +£0.772 7149 +2.86° 55.29 £2.972 0.40 £0.032
150 °C 18 73.63 +£1.22% 322+£0.142 4784 +£1.81° 1593 +£0.772 73.65 +2.38% 53.33 £3.142 0.40 £0.032
180 °C 18 74.52 +0.63 2 3.58 £0.122 5148 £1.64° 16.66 +0.77 2 7550 +3.21% 65.49 +1.94° 0.50 +0.03
Carrier p=022% p=0.76 p<0.01t p<0.01+ p<0.01t p<0.05+ p=038%
B-CD 18 73.38 £0.96 2 3.81£0.022 4272 £1.41° 1412 +0.812 81.84 +2.07° 51.57 £2.832 0.43 £0.032
3-CD + MD 50:50 18 7570 £ 0962 3.60 £0.022 55.10 = 1.29 P 15.32 £ 0.47 2 66.90 +2.65? 59.43 +3.142 0.40 +0.03 2
B-CD + GA 50:50 18 75.08 +0.96 2 373 +0.02° 49.59 + 1.57° 18.97 +0.40° 71.89 +2.562 63.10 £2.33P 046 +0.032
Sample:Carrier Ratio p=079% p=061% p=067% p<0.01+ p<0.01+t p<001+ p<0.01+t
1:1 18 74.36 + 0.63 @ 3.50+0.112 4947 £2.482 18.95 + 0.42b 70.07 +£1.922 48.17 £2.352 0.34 +0.022
1:2 18 74.16 £ 0.87 2 3.73£0.182 48.66 +1.792 15.53 +0.60 2 80.43 £ 1.57 67.83 £ 1.75P 0.54 +0.02°
1:3 18 75.63 £1.312 394+0.272 4928 £1.122 13.93 £0.692 70.14 £3.782 58.11 +2.732 0.41 +0.032
Total 54

N = number of trials. -CD = -cyclodextrin. MD = maltodextrin. GA = gum arabic. EE = encapsulation efficiency; EC = encapsulation capacity; OEE = overall encapsulation efficiency
factor Results are expressed as mean + SE. Values with different letters within a parameter are statistically different at p < 0.05. + The variable is statistically significant at p < 0.05.
1 The variable is statistically insignificant at p < 0.05.
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3.4. Hygroscopicity

Hygroscopicity is a parameter that shows how much moisture the powder absorbs
from a relatively humid environment over a certain time period and, as such, can be
a valuable predictor of the powder’s stability during storage. In the present study, the
hygroscopicity of the powders during 7 days ranged from 9.94 to 21.8% (Table 1). Type
of carrier and sample:carrier ratio significantly (p < 0.01) influenced the hygroscopicity,
while the influence of temperature was insignificant (Table 2). Powders obtained using
(3-CD alone or in combination with MD had a significantly lower hygroscopicity than the
powders obtained using the combination of 3-CD + GA 50:50. This can be explained by the
branched structure of GA, which allows water molecules to bind to the hydroxyl groups
in the chains [20], while MD (DE 4-7) is less polymerized and the 3-CD has a specific
cyclic structure with hydrophobic cavity and a hydrophilic outer part and are therefore less
susceptible for the binding of water molecules [8]. The sample:carrier ratio of 1:1 resulted in
a higher hygroscopicity than both 1:2 and 1:3 ratios which can be explained by the increased
dry matter content with the addition of carrier and consequently lower water content and
lower hygroscopicity [21].

3.5. Encapsulation Efficiency and Capacity

Encapsulation efficiency of the spray drying process wascalculated from the TPC
of the initial extract (Supplementary Materials; Table S1), and the TPC of the obtained
powders ranged from 45.3 to 92.07% with the mean value of 73.54% (Table 1), which is
comparable to the range of 72.9-99.3% [10], as well as the value of 70% [11] achieved
during spray drying of laurel leaf (L. nobilis L.) and Mexican laurel leaf (Litsea glaucescens)
extract, respectively. Statistical analysis (Table 2) showed that inlet temperature had no
statistically significant influence on the encapsulation efficiency, while the applied carrier
and sample:carrier ratio had a significant (p < 0.01) influence. The highest encapsulation
efficiency was achieved when 3-CD was applied as a carrier, possibly due to the structure
of 3-CD whose hydrophobic central cavity diameter was shown to be suitable for stable
binding with flavonoids [22] whose (3-ring showed high affinity for binding with 3-CD [23].
Encapsulation capacity calculated using the concentration of total and surface polyphenols
(Supplementary Materials; Table S1) ranged from 34.26 to 80.23%. Statistical analysis
showed that inlet temperature and the sample:carrier ratio had a significant influence
(p < 0.01) on the encapsulation capacity, while the applied carrier was not a significant
parameter. The highest encapsulation capacity was obtained at the temperature of 180 °C,
possibly due to faster drying rates which allowed the early structural formation of the
complexes and therefore resulted in more efficient entrapment of the polyphenols [24].
The sample:carrier ratio of 1:2 resulted in both the highest encapsulation efficiency and
capacity. The ratio of 1:2 was likely more efficient than the 1:1 ratio due to the higher
concentration of the carrier, which was allowed to precipitate faster on the surface of the
dispersed phase and therefore prevented the diffusion of polyphenols across the phase
boundary [25]. Further addition of the carrier at the ratio of 1:3 possibly shortened the time
of contact of the feed with drying air which slowed heat and mass transfer and delayed
structural formation of the complexes resulting in less efficient entrapment.

The overall efficiency factor calculated from the encapsulation efficiency and capacity
values showed that the highest overall encapsulation efficiency of the spray drying process
could be achieved at the inlet temperature of 180 °C by using any of the three applied
carriers at the ratio of 1:2. The use of 3-CD + MD 50:50, however, would result in the
most desirable physicochemical properties of the powder since it had a higher solubility
than when only 3-CD was applied and a lower hygroscopicity compared to 3-CD + GA
50:50. Nevertheless, in order to observe the influence of carrier on other properties of the
powders, the powders obtained using all three carriers at the temperature of 180 °C and
the sample:carrier ratio 1:2 (powder samples 22, 23 and 24) were chosen for further analysis
of the particle size by SEM, individual polyphenolic content by UPLC-MS?, antioxidant
capacity, and the in vitro bioavailability.
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3.6. Morphology of the Microcapsules

In order to observe the morphology of the microcapsules as influenced by the type of
carrier, the powders obtained at 180 °C and a carrier ratio 1:2 were analyzed by SEM at
2000 (Figure la—c) and 5000x (Figure 1d—f) magnification. None of the carriers resulted
in uniform microcapsules whose size ranged from 1 to 8um in all powders.

10pm WD 10.0mm

2

50KV X5000  1um WD 10.0mm 50KV X5000  1zm WD 10.0mm

Figure 1. SEM images of the laurel leaf powders obtained at 180 °C and 1:2 sample:carrier ratio using
different carriers: (a,d) 3-CD; (b,e) 3-CD + MD 50:50; (c,f) 3-CD + GA 50:50.

Following a classification established by Walton (2000) [26], the type of microcapsules
obtained by all the carriers can be classified as skin-forming with a visible mixture of
non-broken microcapsules, fractured spheres, and broken shells characteristic for drying at
high inlet temperatures that lead to rapid evaporation of the solvent [27].

3.7. Individual Polyphenolic Content

UPLC-MS? analysis was performed on the laurel leaf powders obtained at the tem-
perature of 180 °C and sample:carrier ratio 1:2 in order to investigate the influence of
the carrier type on the powders’” polyphenolic profile (Table 3). The compounds were
identified and quantified as described previously [14], and the chromatograms are shown
in Supplementary Materials (Figure S1). In total, twenty-nine polyphenols were identified
in all powders, among which ten were phenolic acids represented largely by syringic acid,
four flavones (mainly luteolin), four flavan-3-ols (mostly catechin and epicatechin in equal
amounts), one proanthocyanidin (B-type procyanidin trimer) and ten flavonols (dominantly
quercetin glycosides) which were the most abundant group representing around 74% of all
polyphenols in each powder which is in accordance with the polyphenolic content of laurel
leaf extracts [1].
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Table 3. Individual polyphenolic content of laurel leaf powders obtained with different carriers at

180 °C and sample:carrier ratio 1:2 as determined by UPLC-MS?.

Cﬁn&g‘(ﬂgd Re%;t‘ieon Tentative Identification Concentration (mg 100 g~1 Powder)
B-CD f-CD +MD50:50  B-CD + GA 50:50
Phenolic acids
1 1.679 Gallic acid * 0.26 +0.01° 0.18+0.012 0.34 £0.01°¢
2 2.313 3,4-dihydrobenzoic acid hexoside 0.17 £ 0.00° 0.17 £ 0.00® 0.13+0.00?
3 3.488 Syringic acid * 5.42 4+ 0.15" 539 £0.15° 435+0.122
4 3.508 Protocatechuic acid * 0.69 +0.02° 0.60 +=0.022 0.54 +0.022
5 4.259 Rosmarinic acid * 0.55 + 0.02° 0.78 +£0.02 ¢ 044 +0.012
6 4.813 p-hydroxybenzoic acid 0.45+0.01% 049+0.012 044+0.01%
7 5.043 Chlorogenic acid * 0.38 +0.01b 0.35+0.01° 0.27 £0.01%
8 5.711 Caffeic acid * 0.52+0.01P 0.19+0.01°2 0.80 £ 0.02°¢
9 7.28 p-coumaric acid * 0.62 +0.02° 0.55+0.022 0.50+0.01%
10 8.587 Ferulic acid * 0.79 + 0.02° 0.66 +0.022 0.61+0.022
Y Phenolic acids 9.84 + 028" 9.36 +£0.26° 844 +0.242
Flavones
11 2755 Apigenin-6-C-(O-deoxyhexosyl)- 0.00 + 0.00 2 0.01 +0.00° 0.01 4 0.00
12 6.938 Luteolin-6-C-glucoside 0.54 + 0.02P 0.49 +0.01° 0.38 £0.012
13 8.29 Apigenin * 0.07 +0.00P 0.06 +0.002 0.05+0.002
14 9.849 Luteolin * 2322 +0.66P 22.94 4 0.65P 16.35 +0.46 2
Y Flavones 23.84 £0.67" 23.50 + 0.66° 16.79 & 0472
Flavan-3-ols
15 5.93 Catechin * 124.96 +3.53P 118.19 +3.34P 103.76 +2.93 2
16 5.937 Epicatechin 12325 4+ 3.49° 116.71 +3.30° 102.97 4 2.91 2
17 6.02 Epigallocatechin gallate * 0.04 £0.00? 0.08 + 0.00° 0.04 £0.00
18 7.905 Epicatechin gallate * 0.22 +0.01¢ 0.10 £ 0.00P 0.07 +£0.002
Y- Flavan-3-ols 248.48 +7.03b 235.09 + 6.65 P 206.85 +5.852
Proanthocyanidins
19 6.249 Procyandinin trimer 78.67 +2.23 2P 80.41 £ 2.27° 71.30 £2.022
Y Proanthocyanidins 78.67 +2.23P 80.41 +2.27P 71.30 £2.022
Flavonols
20 7.692 Rutin * 13691 +3.872 12599 +3.56 2 123.21 +3.482
21 7.969 Quercetin-3-glucoside 362.32 +10.25 P 358.52 4+ 10.14 P 268.95 + 7.61 2
22 8.48 Kaempferol-3-rutinoside 46.60 +1.32P 47.44 +1.34P 33.24 +0.942
23 8.51 Kaempferol-3-hexoside 85.64 +2.42° 82.03 2322 85.67 £2.42°
24 8.52 Quercetin-3-pentoside 84.33 +£2.397 82.73+234°2 814242307
25 8.877 Isorhamnetin-3-hexoside 125.78 + 3.56 ° 122.43 £ 3.46° 86.69 +£2.4523
26 8.897 Quercetin-3-rhamnoside 162.36 +4.59 b 160.58 + 4.54 b 133.26 £ 3.77 2
27 9.178 Kaempferol-3-O-pentoside 38.03 +1.082 35.19 +1.00° 35.07 £ 0.992
28 9.825 Kaempferol-3-O-deoxyhexoside 0.09 £0.002 0.09 £0.00? 0.08 £0.00
29 12.137 Myricetin * 0.19+0.012 0.19+0.012 0.22 +0.01P
¥ Flavonols 1042.25 +29.48> 101519 +£28.71°>  847.81 +23.982
Total 1403.07 + 39.68 © 1363.54 + 38.57 P 1151.19 + 32.56 @

B-CD = B-cyclodextrin; MD = maltodextrin; GA = gum arabic. Results are expressed as mean + SD. Values
within rows marked with different letters were statistically different at p < 0.05. * identification confirmed using
authentic standards.
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Statistical analysis showed that carrier type significantly (p < 0.05) influenced the indi-
vidual polyphenolic content of the powders. All polyphenolic groups and total polyphe-
nols were more abundant in powders obtained using 3-CD or the combination of 3-CD
+ MD 50:50 compared to powders obtained using 3-CD + GA 50:50. The largest differ-
ences were observed in the concentration of flavonols, namely quercetin-3-glucoside, and
isorhamnetin-3-hexoside. Even though the branched structure of GA may facilitate the
binding of polyphenols due to more binding sites available for the interaction, the presence
of neutral sugars in the structure of GA [28] may result in the steric hindrance of the adsorp-
tion as it was previously shown in the case of pectins and procyanidins [29]. In addition,
the degree of glycosylation and type of hydroxylation of the glycosides might have affected
the solubility of flavonol glycosides and therefore hindered the binding with the complex
structure [30] of GA, resulting in lower content than with the other two carriers.

3.8. Antioxidant Capacity

In order to examine the influence of carrier on the antioxidant capacity of the powders,
powders obtained at 180 °C and sample:carrier ratio 1:2 were analyzed by DPPH, FRAP,
and ORAC assay, and the results are shown in Table 4.

Table 4. Antioxidant capacity of the laurel leaf powders obtained at 180 °C and a sample:carrier ratio 1:2.

Carrier DPPH pmol TE g~1 Powder ~ FRAP umol TE g~1 Powder = ORAC umol TE g~ Powder
3-CD 162.18 +4.832 210.00 +9.06 2 88.59 +1.842
3-CD + MD 50:50 201.43 + 3.85P 267.18 £1.93P 15792 £3.28 ¢
B-CD + GA 50:50 159.30 £ 1.802 196.15 £ 16.77 @ 99.43+ 2.06 °

The results are expressed as mean =+ SD. Values marked with different letters within a column are statistically
different at p < 0.05.

As can be observed, all three assays showed that the powder obtained using 3-CD
+ MD 50:50 showed the highest antioxidant capacity. These results indicate that not only
the content of polyphenols was responsible for the antioxidant capacity since the powders
obtained by using 3-CD and 3-CD + MD 50:50 had the same concentration of polyphenols
as determined by UPLC-MS?. It is likely that other antioxidant compounds, such as fatty
acids or chlorophyll present in the laurel leaves [1], were encapsulated more efficiently by
the combination of 3-CD and MD due to their different chemical structures, which allow
diverse binding mechanisms. In support, it was shown that combinations of carriers often
result in higher antioxidant capacity of the encapsulated plant extracts, and maltodextrin
was shown to be more efficient than GA in the encapsulation of chlorophyll [31].

3.9. Bioaccessibility of Polyphenols

The bioavailability of polyphenols is defined as the rate and degree of their absorp-
tion through the epithelial cells in the gastrointestinal tract, and it includes bioaccessibil-
ity (release) of compounds from the food matrix and bioactivity (digestion, absorption,
metabolism, distribution, and the physiological response). Since the determination of
bioavailability is complex due to ethical issues and impracticality, most of the research is
focused on the bioaccessibility of bioactive molecules as the first step and key factor in
predicting the bioavailable fraction of the compounds [32]. In order to observe the influence
of carriers applied during spray drying on the bioavailability of laurel leaf polyphenols, the
initial extract and the powders obtained at the temperature of 180 °C and sample:carrier
ratio 1:2 with all three carriers (3-CD (S22); 3-CD + MD 50:50 (523); 3-CD + GA 50:50 (S24)
were analyzed by UPLC-MS?. The content of flavonols as the most abundant polyphenolic
group was monitored through three stages of in vitro digestion and expressed as a per-
centage of the concentration in the initial extract/powders (Figure 2a—c). The individual
content of flavonols is shown in Supplementary Materials (Table S2).
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Figure 2. Bioaccessibility of laurel leaf flavonols in the initial extract and powders obtained using
-CD (522), 3-CD + MD 50:50 (S23), and -CD + GA 50:50 (S24) during (a) gastric phase of in vitro
digestion; (b) absorbed phase of in vitro digestion; (c) intestinal phase of in vitro digestion. Columns
marked with different letters within picture are statistically different at p < 0.05.

As it can be observed, during the gastric phase of in vitro digestion (Figure 2a), the
concentration of the flavonols ranged between ~100 and 150% compared to the content in
the initial extract and powders. The bioaccessible portion from the initial extract was the
lowest, but the polyphenols did not degrade, which is consistent with the data on their
stability in the acidic medium [33]. On the other hand, the percentages higher than 100%
for the bioaccessible flavonols in powders might be a result of the breaking of the bonds
between the carriers and flavonols due to the acidic medium, which enhances the release
of polyphenols from the food matrix in general [34]. There was no significant difference
between the polyphenolic content in powders obtained using 3-CD or 3-CD + MD 50:50,
while the highest percentage was released from the powder using 3-CD + GA 50:50. The
absorbed portion of flavonols (Figure 2b) from the intestinal phase ranged between ~0.5
and 2% which is consistent with the literature data which states that less than 10% of
polyphenols are absorbed during the intestinal phase of digestion [32], while the majority is
a substrate to colon microbiota which produces various metabolites which, when absorbed,
potentially possess higher biological potential than their parent compounds [35]. The
-CD + MD 50:50 carrier resulted in the highest absorbed percentage, whereas the use
of 3-CD resulted in the lowest absorbed percentage of flavonols. In the intestinal phase,
the percentage of bioaccessible flavonols (Figure 2c) was significantly lower than in the
gastric phase, ranging from ~62 to 80%, which is consistent with previous findings where
the largest portion of polyphenols was released during the gastric phase of digestion, and
a significant degradation occurred in the intestinal phase [36]. This might be a result of a
change of pH from acidic to mildly alkaline in the duodenum, as alkaline pH often causes
oxidation and degradation of polyphenols [33]. Encapsulation using 3-CD + MD 50:50 or
-CD + GA 50:50 preserved a higher percentage of flavonols compared to the initial extract,
while the 3-CD alone preserved a lower percentage than the initial extract. These results
indicate that applying a combination of carriers is the most efficient way to achieve the
stability of laurel leaf flavonols during digestion which is likely due to the difference in their
structure allowing more interaction and binding sites for the polyphenols [32]. Overall,
spray drying increased the bioaccessibility of laurel leaf flavonols during three different
stages of in vitro digestion and showed potential for increasing their bioavailability. Further
research, including the colon stage of digestion, as well as investigation of the metabolites’
fate in plasma, would provide a detailed insight into the bioavailability of laurel leaf
flavonols and their fate in the human body.

4. Conclusions

This study emphasized the importance of optimization for the microencapsulation of
laurel leaf polyphenols by spray drying since the physicochemical characteristics depended
on the applied process parameters. It was shown that the highest encapsulation efficiency
could be obtained by using either of the three applied carrier mixtures at a ratio of 1:2 and
the temperature of 180 °C, while the most desirable solubility and hygroscopicity were
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achieved using 3-CD + MD 50:50. None of the parameters influenced the process yield,
while the moisture content depended only on the inlet temperature and was optimal at
temperatures above 150 °C. A total of 29 polyphenols were identified in the powders, with
flavonols being the dominant group. The individual polyphenolic content was higher
when 3-CD alone or in combination with MD was applied as a carrier, while 3-CD + MD
50:50 carrier combination provided the highest antioxidant capacity. The in vitro digestion
showed that microencapsulation by spray drying increased the bioaccessibility of laurel
flavonols, demonstrating the potential to enhance their bioavailability in vivo. The use of
a carrier mixture (3-CD + MD/GA 50:50) was more efficient in preserving the laurel leaf
flavonols during digestion than using only 3-CD. Based on the findings of this study; it
can be concluded that microencapsulation by spray drying is a promising technique for
the stabilization of the laurel leaf polyphenols during storage and digestion, thus enabling
efficient utilization of their potential as functional food ingredients.

Supplementary Materials: The following supporting information can be downloaded at:
https:/ /www.mdpi.com/article/10.3390/foods12091923 /51, Figure S1: UPLC-MS/MS chromatogram
in MRM acquisition mode of encapsulated laurel leaf extracts obtained at 180 °C and 1:2 sample:carrier
ratio and (a) 3-CD, (b) f-CD + MD (50:50) and (c) B-CD + GA (50:50).; Table S1: Concentrations of
total and surface polyphenols in laurel leaf powders; Table S2: Concentration of laurel leaf flavonols in
selected powders and the initial extract during in vitro digestion.
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Abstract: Bay leaves (L. nobilis L.) are a rich source of polyphenols that hold great potential for
application in functional food products in which where the main challenges are the polyphenols’
low stability and bioaccessibility, which can be overcome through different microencapsulation
techniques, such as electrostatic extrusion, which hasn’t been applied for the encapsulation of bay
leaf polyphenols (BLP) to date. Therefore, the main goal of this research was to evaluate the potential
of this technique through monitoring the polyphenolic content, antioxidant activity, release kinetics,
and bioaccessibility of the encapsulated BLP. The results showed that electrostatic extrusion was
suitable for the encapsulation of BLP, where 1% alginate and 1.5% CaCl, with 0.5% chitosan resulted
in the highest encapsulation efficiency (92.76%) and antioxidant activity in vitro. The use of 1.5% or
2% alginate with 5% CaCl, + 0.5% chitosan showed the most controlled release of polyphenols, while
encapsulation generally increased the bioaccessibility of BLP. The results showed that electrostatic
extrusion can be considered an efficient technique for the microencapsulation of BLP.

Keywords: laurel; polyphenols; stability; antioxidant activity; bioavailability; release kinetics

1. Introduction

Bay leaf (L. nobilis L.) is a shrub widely distributed in the Mediterranean area, where
its leaves have been traditionally used in cuisine and folk medicine for treating various
gastrointestinal and respiratory health problems due to the beneficial effects of the bioactive
molecules present in this plant part. Polyphenols, including flavonoids (mainly quercetin
and kaempferol glycosides), phenolic acids, and proanthocyanidins, are largely responsi-
ble for these beneficial effects due to their antioxidative, antimicrobial, cardioprotective,
neuroprotective, antiproliferative, and anti-inflammatory properties [1]. The main obstacle
in an efficient utilization of these valuable properties is the tendency of polyphenols to
degrade during storage under different temperatures, humidity, light, and pH [2], as well
as their low bioavailability (degree of absorption in the gastrointestinal tract) related to
their low bioaccessibility (release from food matrix), instability during digestion in the
gastrointestinal tract, and difficult cell membrane diffusion [3]. Microencapsulation via dif-
ferent techniques has emerged as a concept which can be applied in order to overcome the
mentioned shortcomings and allow the application of polyphenols in different functional
products. To the best of the authors’ knowledge, encapsulation of BLP was investigated
only in two studies [4,5], where it was suggested that BLP can be effectively encapsulated
by spray-drying and nano-liposome encapsulation. Further research on these and other
encapsulation techniques focusing on the optimization of their parameters with the goal of
achieving maximum yields, stability, and bioavailability is a key step in the development
of new or enhanced functional products utilizing the maximum potential that BLP holds.
Electrostatic extrusion is a microencapsulation technique based on passing a biopolymer
(most often sodium alginate) through a nozzle into a cross-linking (gelling) solution with
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the use of an electric field, resulting in uniform beads [6]. This technique is suitable for the
microencapsulation of both hydrophilic and lipophilic compounds and has been applied
for the encapsulation of polyphenols from different herbs [7,8]. It therefore holds the
potential to be an efficient tool for preserving the quality and enhancing the bioavailability
of BLP. Alginate is a water-soluble linear anionic marine polysaccharide composed of 3-D-
mannuronate and o-L-guluronate residues linked by 1—4 glycosidic bonds which forms gel
in the presence of polyvalent ions, among which Ca?* is the most suitable since it results in
non-toxic and biocompatible complexes through a relatively cheap and simple process [6].
The encapsulation efficiency (EE) and preservation of biological activity of polyphenols
encapsulated in a calcium-alginate complex may be enhanced by adding other biopoly-
mers, such as chitosan, which is a non-toxic and biocompatible cationic polysaccharide
built by N-acetyl-D-glucose-amine and D-glucosamine residues linked by 14 glycosidic
bonds with the ability to form stable complexes with other anionic crosslinking agents [6].
Moreover, the addition of chitosan may result in a more controlled release of polyphe-
nols [9] from the polymeric complex as well as increase their bioavailability [10]. Research
on bioavailability for use in functional foods and dietary supplements is highly relevant
since the concentration of polyphenols is not necessarily proportional to bioavailability [11].
However, it is often challenging due to the complexity of human physiology and ethical
issues. Therefore, in vitro bioaccessibility assessment methods are often applied since they
are relatively fast, simple, inexpensive, repeatable, and representative of data from in vivo
studies, thus allowing a more efficient product formulation [12].

Since electrostatic extrusion has not been applied for the microencapsulation of BLP
to date, the objective of this study was to evaluate the potential of this technique by
varying the encapsulation parameters (percentage of sodium alginate, content of CaCl,, and
presence of chitosan in the cross-linking (gelling) solutions) and monitoring the total and
individual polyphenolic contents, antioxidant activity, release kinetics, and bioaccessibilities
of selected polyphenols in the obtained beads. The results of this work will widen the
scarce knowledge on the microencapsulation of BLP, making a step toward industrial
utilization of this valuable plant material. In addition, insight into the influence of different
electrostatic extrusion parameters on individual polyphenolic compounds will be provided
which will offer valuable information for application on polyphenolic extracts from other
plant materials as well.

2. Materials and Methods
2.1. Chemicals and Reagents

Milli-Q system (Millipore, Bedford, MA, USA) was used for distilled water purifica-
tion. Folin—Ciocalteu reagent, sodium carbonate, sodium bicarbonate, calcium chloride,
sodium acetate, formic acid (98-100%), and FeCl; x 6H,O were procured from Kemika
d.o.o. (Zagreb, Croatia). Methanol (99.8%), ethanol (96%), and anhydrous sodium citrate
were purchased from from Lach-ner d.o.o. (Neratovice, Czech Republic). HPLC grade
acetonitrile was procured from J.T. Baker Chemicals (Deventer, the Netherlands). Acros
Organics B.V.B.A. (Thermo Fisher Scientific, Geel, Belgium) supplied TPTZ and Trolox.
Glacial acetic acid, hydrochloric acid (37%), DMSO, DPPH, low viscosity sodium alginate,
chitosan from shrimp shells (>75% deacetylated), pepsin (=500 U/mg, from porcine gas-
tric mucosa), bile salts, and pancreatin (4 x USP, from porcine pancreas) were procured
from Sigma-Aldrich Chemie GmbH (Steinheim, Germany). Sigma-Aldrich Corporation
(St. Louis, MO, USA) provided myricetin, quercetin-3-glucoside, gallic, caffeic, ferulic,
syringic, protocatechuic, rosmarinic, chlorogenic, and p-coumaric acid authentic standards.
Extrasynthese (Genay, France) provided authentic standards of rutin, epicatechin gallate,
catechin, epigallocatechin gallate, luteolin, apigenin, procyanidin B2, and kaempferol-3-
glucoside. The stock solutions of standards were prepared in methanol (ethanol-0.5% v/v
DMSO for apigenin) and diluted to five concentrations of working standard solutions.
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2.2. Plant Material

A dry commercial sample of bay leaves collected in November 2021 in Lovran, Croatia
was procured from Safram d.o.o. (Zagreb, Croatia) and stored in a paper box at room
temperature. The leaves were ground into coarse powder prior to the extraction using an
electric grinder (OmniBlend V Blender 1200 W, VerVita, Croatia). Drying to constant mass
at 105 °C [13] was used to determine leaf dry matter (>95%).

2.3. Extract Preparation

The extraction was performed on YC-010 5 L multi-functional extracting tank (Pilotech,
Shanghai, China). Briefly, the ground bay leaf sample was mixed with distilled water in the
extracting tank at a sample:solvent ratio of 1:7.5 and subjected to extraction for 10 min at
the pressure of 0.07 MPa and temperature of 70 °C. The extract was collected and filtered
through Whatman No. 40 filter paper (Whatman International Ltd., Kent, UK) into 1 L
volumetric flask, made up to volume with distilled water, and transferred to a glass bottle
which was stored in the refrigerator at 4 °C. The extract’s dry matter (2.13%) was analyzed
by drying to constant mass at 105 °C [13].

2.4. Total Phenolic Content (TPC)

The total phenolic content (TPC) of the bay leaf extract was determined according to a
previously described spectrophotometric method [14]. Briefly, 100 pL of extract (solvent for
blank), 200 uL of Folin—Ciocalteu reagent, 2 mL of distilled water, and 1 mL of Na,CO3 were
mixed in a reaction tube and incubated at 50 °C for 25 min, and the absorbance was read at
765 nm on a VWR UV-1600PC Spectrophotometer (VWR, Wayne, PA, USA) with gallic acid
as standard. All samples were analyzed in duplicate and the TPC was expressed as mean
value of gallic acid equivalents (GAE) in mg per g of leaf (bead) £ standard deviation.

2.5. Electrostatic Extrusion

For the electrostatic extrusion, alginate solutions (1.0, 1.5 and 2% w/v) were prepared
by dissolving the adequate mass of low viscosity alginate in 100 mL of the bay leaf water
extract (distilled water for the blank solutions) and stirring overnight at room temperature.
Six different gelling solutions were prepared. The 1.5, 3, and 5% w/v calcium chloride
solutions (pH 7) were produced by dissolving the adequate mass of calcium chloride in
1000 mL of distilled water. The calcium chloride solutions containing 0.5% w/v chitosan
(pH 4) were prepared as previously described [15], with modifications. Briefly, an ap-
propriate amount of chitosan was dissolved in 1% v/v acetic acid. Afterwards, adequate
amounts of calcium chloride (1.5, 3 and 5% w/v) were added, and the solutions were made
up to volume with 1% v/v acetic acid in a 1000 mL volumetric flask. The encapsulation
was performed on Biichi Encapsulator B-390 (Biichi, Switzerland) with a 1 mm nozzle
at following fixed parameters: pressure 0.1 bar, frequency 120 Hz, temperature of 37 °C,
and voltage of 500 V. A magnetic stirrer (IKA, Staufen, Germany) was placed in front
of the encapsulator for the constant stirring of the gelling solution. The obtained beads
were left in the gelling solution for 20 min after formation, rinsed with distilled water and
filtered through Whatman No. 40 filter paper (Whatman International Ltd., Kent, UK),
after which they were frozen at —80 °C for 1 h. The beads were freeze-dried in a laboratory
freeze-dryer (Christ, Osterode am Harz, Germany) with isothermal plate temperatures
of 20 °C for 24 h under high vacuum (13-55 Pa), vacuumed sealed using a FoodSaver®
vacuum sealer (Sunbeam Products, Inc., Boca Raton, FL,, USA), and stored at —18 °C in
nitrogen gas atmosphere until further analysis. The process was carried out in duplicate.

2.6. Encapsulation Efficiency (EE)

For the determination of EE, the beads were dissolved in a 5% sodium citrate solu-
tion at a ratio of 1:100 after 4 h on a magnetic stirrer (IKA, Staufen, Germany) at room
temperature. The TPC of the dissolved beads was determined according to the procedure
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described in Section 2.4 and expressed as mg GAE L™! of the dissolved beads solution. The
EE percentage was calculated using the following equation:

EE % = (TPCg/TPCy) x 100 1)

where TPCp is the TPC in the sodium citrate dissolved beads solution, and TPC is the TPC
in the initial bay leaf extract (theoretical load) calculated through a mass balance method.
The beads were dissolved and analyzed in a duplicate (1 = 4).

2.7. Antioxidant Activity Assays

The antioxidant activity of the beads dissolved in 5% sodium citrate as described
in Section 2.6 was analyzed via DPPH radical scavenging assay and Ferric Reducing
Antioxidant Power (FRAP) assay as previously described [14]. For DPPH, 0.75 mL of
extract was mixed with 1.5 mL of DPPH methanol solution (0.2 mM) and incubated for
20 min in the dark at 23 °C. 2.25 mL methanol was used as blank. For FRAP, 80 pL of
extract, 240 uL of distilled water, and 2080 pL of FRAP regent (acetate buffer (pH 3.6):TPTZ
(10 mM in 40 mM HCI):FeCl3; (20 mM in distilled water) in a ratio of 10:1:1) were mixed,
vortexed and incubated for 5 min at 37 °C. The absorbances were read on a VWR UV-
1600PC Spectrophotometer (VWR, Wayne, PA, USA) at 517 nm and 593 nm for DPPH and
FRAP, respectively. The standard curves were produced using Trolox. All measurements
were performed in duplicate, and the results were expressed as mean value + standard
deviation of umol Trolox-equivalent (TE) g’l beads.

2.8. UPLC-MS?

The polyphenolic content of the extracts and dissolved beads was determined using
an Agilent 1290 RRLC UPLC-MS? system coupled with 6430 Triple Quadrupole LC/MS
mass spectrometer (Agilent, Santa Clara, CA, USA). The ionization with ESI source was
performed in +/— ionization mode with nitrogen as a desolvation and collision gas.
A 100 x 2.1 mm Zorbax Eclipse Plus C18 (Agilent, Santa Clara, CA, USA) with 1.8 um par-
ticle size was used for separations at 35 °C with the injection volume 2.5 pL. Flow rate was
set at 11 L h~!, nebulizer pressure, drying gas temperature, and capillary voltage at 40 psi,
300 °C, and 4000/ —3500 V, respectively. The limits of detection and quantification as well
as solvent composition and gradient were previously described [16]. The data analysis and
instrument control were carried out using MassHunter Workstation (ver. B.04.01) software
(Agilent, Santa Clara, CA, USA). Identification and quantitative determination of individ-
ual polyphenols were described in detail in our previous research [17]. The polyphenols
concentrations were expressed as mg L~ of the extract or solution (mean value + standard
deviation). The analyses were carried out in duplicate.

2.9. Release Kinetics of Polyphenols

For the determination of BLP’s release kinetics in water, 300 mg of the freeze-dried
alginate beads were suspended in 10 mL of distilled water and continuously agitated
at 100 rpm on a shaker (IKA, Staufen, Germany) at room temperature. Every 10 min,
an aliquot was taken from the supernatant and replaced by the same volume of distilled
water. The TPC of the aliquots was determined as described in Section 2.4, and the results
were expressed as mg GAE g~! beads. The experiments were performed in a duplicate.

The experimental data from the release kinetics study were fitted to a Korsmeyers—
Peppas model using Microsoft Office Excel ver. 2019 according to the equation:

M; "
ft= M. Kxt 2)
where M; and M, stand for the content of released polyphenols at time ¢ and infinity,
respectively. The M can be considered the content of polyphenols in the initial beads.
K represents the release velocity coefficient, while 7 is the release exponent indicating
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the release mechanism, including Fickian diffusion (1 < 0.43), non-Fickian (anomalous)
transport (0.43 < n < 0.85), and the super case II transport mechanism (n > 0.85) [18].

2.10. Bioaccessibility of Polyphenols

The bioaccessibility of the encapsulated BLP was examined according to a recently
described three-step in vitro model [19], with modifications. Briefly, 200 mg of freeze-dried
beads (750 uL of bay leaf extract) was placed in 50 mL reaction tubes and mixed with
800 uL of 0.1 M HCI pepsin solution (40 mg mL~!) and 10 mL of 0.9% sodium chloride
solution. The pH was adjusted to 2 with 0.1 M HCl in required volume if necessary. For the
gastric phase of digestion, the samples were shaken at 100 rpm in a water bath for 1 h at
37 °C. The reaction was stopped by placing the reaction tubes on ice for 5 min, and 1 mL
of 0.9% NaCl and 1 mL of 0.5 M NaHCO3; were added into Pur-A-Lyzer 6-8 kDa dialysis
membranes (Sigma-Aldrich, Steinheim, Germany), which were then placed in the reaction
tubes, and the incubation was continued for 45 min to simulate the transition from stomach
to the small intestine. Afterwards, the pH was adjusted to 6.5 by adding 1 M NaHCO3 in
the required volume, and reaction was continued after adding 2.5 mL of pancreatin-bile
salts solution (2 mg mL~!/12 mg mL~1!). The samples were returned to the water bath at
37 °C at 100 rpm for 2 h to simulate the intestinal phase, after which they were put on ice
to stop the reaction. An aliquot of 2 mL was taken from each phase and filtered through
0.45 pum syringe filters into glass vials for the UPLC-MS? analysis of the phenolic content.
The samples were stored at —18 °C in in nitrogen gas atmosphere. The process was carried
out in duplicate.

2.11. Statistical Analysis

Statistical analysis was performed in the Statistica ver. 12.0 (Statsoft Inc., Tulsa, OK,
USA) software. For the determination of optimal encapsulation conditions, TPC of the
beads, DPPH, and FRAP values were the variables dependent on the alginate percentage
and type of gelling solution, whose influence was evaluated through a full factorial design
comprising 36 trials. Shapiro-Wilk and Levene’s tests were applied to analyze the normality
of the data sets and the homoscedasticity of the data sets” variance. One-way and multi-
factorial analysis of variance (ANOVA) and Tukey’s HSD post hoc multiple comparison
test were applied to normally distributed data, while the data which were not normally
distributed and/or homogenic were analyzed using nonparametric Kruskal-Wallis one-
way ANOVA and multiple comparison of mean ranks. All of the tests were considered
significant at p < 0.05.

3. Results and Discussion
3.1. Influence of the Encapsulation Parameters on the Phenolic Content and Antioxidant
Activity of BLP

This study examined the influence of alginate percentage and type of gelling solution
on the phenolic content of the encapsulated bay leaf extracts as well as antioxidant activity
determined by DPPH and FRAP according to the full factorial design shown in Table 1.
In order to exclude the influence of alginate and gelling solution on the results of spec-
trophotometric analysis, blank beads were produced and analyzed. Phenolic compounds
or antioxidant activity were not detected in the blank beads.
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Table 1. Total phenolic content, encapsulation efficiency, and antioxidant activity of bay leaf polyphe-
nols encapsulated under different conditions.

Sample % Alginate Gelling Solution Total Phenols Enc?p'sulati;)n DPPH FRAP
mg GAE/g Bead Efficiency % umol TE/g Bead umol TE/g Bead
1 1 1.5% CaCl, 10.94 +0.28 52.44 + 1.36 10.63 + 0.94 9.62 £0.11
2 1 3% CaCl, 12.31 £ 0.46 59.35 £2.23 11.88 £0.72 11.12 £ 0.59
3 1 5% CaCl, 10.46 +0.16 50.25 £ 0.77 11.66 + 0.71 8.33 £0.38
4 1 1.5% CaCl, + 0.5% chitosan 19.22 £0.78 92.76 £ 3.78 19.47 +0.23 16.96 +1.3
5 1 3% CaCly + 0.5% chitosan 12.68 + 0.64 60.92 £ 3.1 16.01 £ 0.16 12.12 £ 043
6 1 5% CaCl; + 0.5% chitosan 10.68 + 0.40 51.24+1.94 1418 £0.21 9.95 + 0.27
7 1.5 1.5% CaCl, 12.11 £ 1.03 58.12 £ 4.94 11.78 £ 0.37 10.68 +0.11
8 15 3% CaCl, 9.82 + 0.04 47.37 +£0.19 10.49 £0.77 7.14 £0.38
9 15 5% CaCl, 10.33 £ 0.58 50.04 £ 2.81 12.27 £+ 0.05 8.15£0.75
10 1.5 1.5% CaCl, + 0.5% chitosan 19.85 + 0.93 95.43 + 4.45 20.18 £ 0.63 17.03 +£1.19
11 15 3% CaCl; + 0.5% chitosan 13.82 + 0.69 66.26 £ 3.29 1742 £1.11 14.03 £ 0.92
12 1.5 5% CaCl; + 0.5% chitosan 12.33 +0.40 59.14 £+ 1.94 16.01 + 0.58 10.14 +0.33
13 2 1.5% CaCl, 10.22 +0.83 49.08 £ 3.97 11.74 + 0.85 11.59 + 0.43
14 2 3% CaCl, 9.21 £ 0.54 44.56 £ 2.61 11.76 + 0.44 11.27 + 0.65
15 2 5% CaCl, 10.33 + 0.60 49.97 £ 2.9 12.12 £ 0.35 12.19 £ 0.97
16 2 1.5% CaCl, + 0.5% chitosan 20.38 £ 0.68 98.3 £3.29 19.14 £ 0.32 19.18 +1.08
17 2 3% CaCl; + 0.5% chitosan 15.15 + 1.11 7249 £ 5.32 16.87 + 0.04 16.29 +0.38
18 2 5% CaCl; + 0.5% chitosan 9.22 £ 0.36 4477 +1.74 14.4 £ 0.38 11.46 £ 0.11

Results are expressed as mean =+ standard deviation.

As shown in Table 1, the EE was in the range of 44.56-98.30%, while the antioxi-
dant activity determined by DPPH and FRAP ranged from 10.63-20.18 pmol TE g~ ! and
7.14-19.18 umol TE g~ ! bead, respectively. These results show that different conditions
significantly influence the examined parameters, showing the importance of optimization
processes. The raw data were statistically analyzed, and the results are shown in Table 2.

Table 2. Influence of encapsulation parameters on total phenolic content, encapsulation efficiency,
and antioxidant activity of bay leaf polyphenols.

Total Phenols o DPPH FRAP
N (mg GAE g1 Beads) EE (%) (umol TE g~1 Beads) (umol TE g—1 Beads)

% alginate p=041% p=039% p=087% p=0.06%
1 12 12.71+£0.922 61.15+ 4467 13.97 £0.922 1135+ 0.852
15 12 13.04 £1.012 6273 £4.842 14.69 £1.052 1119 £1.032
2 12 1242 +1.24% 59.86 £5.97 2 14.34 +0.86 2 13.66 +£0.92 2

Gelling solution p <001t p <001t p <001t p <001t
1.5% CaCl, 6 11.09 £ 0422 53.21 £2.04° 11.38 +0.342 10.63 +£0.37 2
3% CaCl, 6 10.44 £0.612 5043 +2.94% 1138 £0.352 9.84 +0.87°
5% CaCl, 6 10.37 +0.162 50.09 £0.752 12.02+0.182 9.55 +0.87?
1.5% CaCl, + 0.5% w/v chitosan 6 19.82 £ 033 ¢ 9549 £1.59 ¢ 19.60 +0.24 € 17.72 £ 0.59 €
3% CaCl, + 0.5% w/v chitosan 6 13.89 £0.52° 66.56 +2.47P 16.77 £0.33° 14.15 £ 0.79°
5% CaCl, + 0.5% w/v chitosan 6 10.74 +0.58 2 51.71+2.70% 14.86 +£0.39° 10.52+0.31%
Average 36 12.72 £ 0.60 61.25 +2.88 14.33 £+ 0.53 12.07 £ 0.56

Results are expressed as mean =+ SE. T Statistically significant at p < 0.05.  Statistically insignificant at p > 0.05.
Values with different letters within the same column are statistically different at p < 0.05. EE = encapsulation
efficiency.

As can be observed in Table 2, the percentage of alginate had no statistically significant
influence on any of the dependent variables indicating that 1% is enough to achieve efficient
entrapment of BLP. The gelling solution significantly influenced (p < 0.01) all the dependent
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variables. Generally, higher EE and antioxidant activity were achieved when the gelling
solutions containing chitosan were applied. This can be explained by the improvement of
alginate porous structure in the presence of other polysaccharides, such as chitosan, which
enables higher EE, namely of lower molecular polyphenols [20]. In addition, the lower pH
of the gelling solution containing chitosan might have influenced the interaction between
the mannuronic and glucuronic acid (pK 3.38 and 3.65, respectively) in alginate with
different groups of polyphenols, ensuring the chemical entrapment of polyphenols in the
bead’s matrix since it was suggested that the protonated form of alginate shows greater
ability to bind phenolic compounds than the deprotonated form [21]. The highest EE,
as well as antioxidant activity determined using both FRAP and DPPH, were achieved
when 1.5% CaCl, with 0.5% chitosan was used as a gelling solution. Further increase in
CaCl, percentage resulted in lower values in the presence of chitosan, while there was no
statistically significant influence of gelling solution when CaCl, solutions without chitosan
were used, indicating that 1.5% CaCl, is adequate to form calcium alginate beads with
maximum EE and antioxidant activity of BLP. The decrease in the values in the presence of
chitosan might be due to the interaction of calcium ions from 3% and 5% CaCl; solutions
with the amino groups of chitosan molecule, leading to less amino groups available for the
binding of polyphenols [22,23].

Based on the results of statistical analysis, 1% alginate and 1.5% CaCl, + 0.5% w/v
chitosan gelling solution (S4) were chosen as optimal for obtaining maximum EE and an-
tioxidant activity of the encapsulated extracts. Under these conditions, the achieved EE was
92.76%, which is higher than the 73.76% achieved via encapsulation in nanoliposome [5] and
in the range of 72.9-99.3% achieved through spray-drying [4], indicating that electrostatic
extrusion is an efficient technique for the encapsulation of BLP. The optimal sample was
further analyzed for individual phenolic compounds using UPLC-MS? and compared to the
sample obtained by using 1% alginate and 1.5% CaCl, (S1) in order to observe the influence
of chitosan presence and the difference in the pH of the gelling solution. The content of
individual phenolic compounds was analyzed in the initial extract as well, and theoretical
load was calculated for each compound through mass balance in order to estimate the EE
for each of the detected compounds. The results are shown in Table 3.

Flavonols were the most abundant group of polyphenols in the initial extract as
well as in S1 and 54, where quercetin glycosides (mainly quercetin-3-glucoside) were the
main representatives. Phenolic acids (dominantly caffeic acid) were also present in large
portions, while flavan-3-ols, proanthocyanidins, and flavones were present in significantly
lower quantities. Differences were observed in the TPC determined by spectrophotometric
analysis and the results of UPLC-MS? that can be explained by the presence of other
compounds such as organic acids, sugars, and chlorophyll present in the bay leaf extract,
which interact with the Folin—Ciocalteu reagent, leading to seemingly higher values of
TPC [24,25]. The results of UPLC-MS? confirmed the results of spectrophotometric analysis,
which showed that gelling solution containing chitosan results in a higher EE of total
polyphenols. However, differences were observed in the EE of individual polyphenols
and polyphenolic groups. While the EE for phenolic acids was not affected by the gelling
solution, higher percentages of flavones and flavonols were encapsulated with the use
of gelling solution containing chitosan (54). On the other hand, higher percentages of
flavan-3-ols and proanthocyanidins were encapsulated in absence of chitosan (S1). These
differences imply that the entrapment of polyphenols may be affected by the specific
structures of individual compounds and by their various moieties (i.e., carboxylic and
hydroxylic groups) and molecular masses, resulting in different binding affinities for the
alginate and chitosan functional groups. In addition, some polyphenols could interact with
the uronate and glucosamine residues of alginate chains, explaining the selective bonding
of certain polyphenols [8].
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Table 3. Identification and encapsulation efficiency of individual BLP as determined by UPLC-MS?.
Compound Retention Time Tentative Identification Concentration (mg L—1)
Number
Extract Bead Extract Bead Extract EE
Theoretical Experimental (%)
S1 S4 S1 S4
Phenolic acids

2 3.745 3 4-dihidrobenzoic acid hexoside 0.19 £0.01 0.02 £ 0.00 0.00 = 0.00 0.00 £ 0.00 23.49 4+ 1.33P 5.82+0.332

3 4.55 Protocatehuic acid 541 £0.15 0.54 £ 0.02 0.25 £0.01 0.29+ 0.01 45.69 £2.59° 53.75 4+ 3.04°
4 4.79 Syringic Acid 8.62 £0.24 0.86 + 0.02 0.64 £ 0.02 0.66 £ 0.02 7411 +4.19° 76.97 + 4.36 2
5 4913 Chlorogenic acid 0.97 £0.03 0.10 £ 0.00 0.06 £ 0.00 0.07 £ 0.00 60.61 +3.432 72.20 + 4.09°
6 5.43 Rosmarinic acid 1.65 + 0.05 0.17 £ 0.00 0.16 £ 0.00 0.10 £ 0.00 98.58 + 5.58 61.20 & 3.46 2
7 6.492 Caffeic acid 119.74 £ 3.39 11.97 4+ 0.34 5.03 +0.14 3.87 £0.11 42.02 4+ 238" 3230+1.83°
12 7.931 p-coumaric acid 413 +0.12 0.41 £0.01 0.25 £0.01 0.36 = 0.01 59.85 £3.39° 87.32 +4.94"
17 8.568 Ferulic acid 2.76 = 0.08 0.28 £0.01 0.24 £0.01 0.27 £0.01 85.21 +£4.82° 98.03 + 5.55°
24 9.76 p-hydroxybenzoic acid 4.10+£0.12 0.41 £0.01 0.34 = 0.00 0.41 +£0.01 83.03 £3.48° 99.19 + 4.15°
28 11.443 Gallic acid 573 £0.16 0.57 £0.02 0.55 £0.02 0.26 = 0.01 95.65 +5.41" 46.15£2.61°
- - Y Phenolic acids 153.30 + 0.43 15.33 & 0.04 7.51 +0.02 6.30 £ 0.02 49.02 £3.66 2 41.07 £3.44°

Flavonols

1 3.604 Kaempferol-3-O-rutinoside 2444 + 0.69 244 +0.07 2.36 + 0.07 2.3240.07 96.57 £5.47 2 94.86 £ 5.37 2
15 8.343 Rutin 7843 +£2.22 7.84 £0.22 576 £0.16 444+ 0.13 7345 + 4.16° 56.58 £3.20°
18 8.62 Quercetin-3-O-glucoside 108.39 £ 3.07 10.84 £ 0.31 7.56 £0.21 10.70+ 0.30 69.78 £3.95° 98.74 + 559 P
19 9.161 Kaempferol-3-O-hexoside 2727+ 0.77 2.73 £0.08 1.43 +0.04 1.50 & 0.04 52.44 +2.97° 54.84 £3.102
20 9.171 Quercetin-3-O-pentoside 19.35 £ 0.55 1.93 + 0.05 1.06 + 0.03 1.77 + 0.05 54.83 +3.10? 91.71 + 5.19"
22 9.528 Isorhamnetin3-O-hexoside 40.85 £ 1.16 4.08 £0.12 2.86 + 0.08 495+ 0.07 69.97 £3.96 ° 121.21 + 1.65°
23 9.548 Quercetin-3-O-rhamnoside 60.23+ 1.70 6.02 +0.17 498 £0.14 6.00 = 0.17 82.73 £4.68° 99.64 + 5.64°
25 9.829 Kaempferol-3-O-pentoside 6.02+ 0.17 0.60 £0.02 0.51 £0.01 0.58 £ 0.02 84.64 £4.79° 96.98 +5.49 P
27 10.346 Kaempferol-3-O-deoxyhexoside 0.14+ 0.00 0.01 £ 0.00 0.01 £ 0.00 0.01 = 0.00 40.02 £2.26° 63.15 + 3.57P
29 12.176 Myricetin 0.85 £ 0.02 0.09 + 0.00 0.08 + 0.00 0.08 £ 0.00 98.18 + 5.56 99.69 +5.642
- - Y Flavonols 365.96 & 1.04 36.60 + 0.1 26.61 £ 0.08 32.36 + 0.08 72.73 £ 4.09° 88.42 + 4.44°
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Table 3. Cont.

Compound Retention Time Tentative Identification Concentration (mg L—1)
Number
Extract Bead Extract Bead Extract EE
Theoretical Experimental (%)
S1 S4 S1 S4
Flavones
11 7.589 Luteolin-6-C-glucoside 0.31+ 0.01 0.03 £ 0.00 0.01 £ 0.00 0.03 £ 0.00 46.97 £2.66° 86.95 + 4.92°
14 8223 Apigenin-6-C-(O-deoxyhexosyl) 0.14 £ 0.00 0.01 4 0.00 0.00 £ 0.00 0.00 £ 0.00 1528 + 0.86 30.78 + 042"
21 9.261 Luteolin 8.62 £ 0.24 0.86 £ 0.02 0.54 £ 0.02 0.86 &= 0.02 62.80 + 3.55 99.61 + 5.64 P
26 10.24 Apigenin 1.07 £ 0.03 0.11 £ 0.00 0.02 £+ 0.00 0.03 £+ 0.00 21.024+1.19¢% 28.98 + 1.64 P
Y Flavones 10.14 £+ 0.07 1.04 £ 0.00 0.58 4 0.02 0.92 £+ 0.03 5725 £2.07% 90.82 + 3.15°
Flavan-3-ols
8 6.581 Catechin 14.50 £ 0.41 1.45 + 0.04 0.34 £ 0.01 0.14 = 0.00 2314 +1.31P 9.73 £0.552
9 6.588 Epicatechin 14.90 £ 0.42 1.49 £+ 0.04 0.33 £ 0.01 0.16 £ 0.00 2227 +1.26° 10.77 £ 0.612
13 7.993 Epicatechin gallate 1.01 £ 0.03 0.10 £ 0.00 0.03 £ 0.00 0.04 &= 0.00 3114+ 1762 36.19 +2.05P
16 8.363 Epigallocatechin gallate 2.24 £+ 0.06 0.22 £0.01 0.03 £ 0.00 0.07 £ 0.00 12.11 £0.69 2 31.26 + 1.77P
Y _Flavan-3-ols 32.65+0.23 3.27 +0.02 0.73 +0.02 0.41 £ 0.02 2224 +1.25P 1250 +1.242
Proanthocyanidins
10 6.9 Procyanidin trimer 24.22 £0.68 242 £0.07 0.31 £ 0.01 0.15 £ 0.00 12.65 + 0.72 P 6.38 £0.36 2
- - Total phenols 586.26 + 2.46 58.63 £ 0.25 35.74 £0.31 40.41 +£0.45 6097 +£1.152 68.46 + 1.37P

Results are expressed as mean =+ SD. Values with different letters in the same row are statistically different at p < 0.05. S1 = 1% alginate and 1.5% CaCl, gelling solution; S4 = 1% alginate
and 1.5% CaCl, + 0.5% w/v chitosan gelling solution. EE = encapsulation efficiency.
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3.2. Release Kinetics of BLP

The release profile of BLP from the beads produced using 1% alginate (Figure 1a),
1.5% alginate (Figure 1b), and 2% alginate (Figure 1c) and all combinations of gelling
solutions were investigated after placing the beads in water and measuring the TPC of the
surrounding medium in selected intervals during 60 min. The obtained data on TPC were
fitted according to the Korsmeyer—Peppas model equation (Equation (2)). For all data sets,
the correlation coefficient R? was higher than 0.95 indicating a good correlation between
the model and experimental data. Release velocity coefficient K and release exponent n
were determined from the data fitting (Table 4).

Table 4. The kinetic parameters for the release kinetics of encapsulated bay leaf polyphenols correlated
using the Korsmeyers—Peppas model.

Sample Alginate % Gelling Solution K n R?
1 1.5% CaCl, 0.0846 0.1499 0.9604
2 3% CaCl, 0.0714 0.4242 0.9606
3 1% alginate 5% CaCl, 0.0962 0.1469 0.9831
4 1.5% CaCl, + 0.5% chitosan 0.0638 0.5357 0.9680
5 3% CaCl; + 0.5% chitosan 0.0204 0.7260 0.9605
6 5% CaCl; + 0.5% chitosan 0.0146 0.7851 0.9582
7 1.5% CaCl, 0.0657 0.4396 0.9752
8 3% CaCl, 0.1811 0.0717 0.9578
9 1.5% alginate 5% CaCl, 0.1156 0.2328 0.9530
10 1.5% CaCl; + 0.5% chitosan 0.0562 0.6016 0.9611
11 3% CaCl, + 0.5% chitosan 0.0434 0.5866 0.9747
12 5% CaCl; + 0.5% chitosan 0.0787 0.1367 0.9768
13 1.5% CaCl, 0.0345 0.5091 0.9747
14 3% CaCl, 0.1545 0.0296 0.9531
15 2% alginate 5% CaCl, 0.1426 0.1382 0.9746
16 1.5% CaCl; + 0.5% chitosan 0.0158 0.5704 0.9618
17 3% CaCl; + 0.5% chitosan 0.0246 0.5646 0.9564
18 5% CaCl; + 0.5% chitosan 0.0871 0.0813 0.9674

K = release velocity coefficient; n = release exponent; R? = correlation coefficient.

Over 60 min, the highest level of release of polyphenols from 1% and 1.5% alginate
beads was obtained using 1.5% CaCl; + 0.5% chitosan, and the lowest in the sample was
obtained using 1.5% CaCl, and 5% CaCl, + 0.5% chitosan, respectively, as gelling solutions.
The latter gelling solution resulted in the lowest release level in 2% alginate beads as well,
while the highest level in the case was obtained by 1.5% CaCl,. These results indicate
that chitosan combined with the highest percentage of CaCl, results in the lowest release
level of BLP at alginate percentage 1.5% or higher, most likely due to enhanced alginate—
chitosan complexation and alginate cross-linkage, which resulted in the increase in the
beads” mechanical strength and consequently lower water penetration [26]. Even though
the level of release was higher in some beads obtained by gelling solutions with chitosan,
the values of release velocity coefficient K showed that these beads generally released
BLP at a lower rate than those without chitosan, meaning that they reached equilibrium
later than samples obtained without chitosan in gelling solution. This is consistent with
previous data on slower release of polyphenols in water from alginate beads reinforced
with chitosan [8,9].
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Figure 1. Plots of fraction of bay leaf polyphenols released in water versus time and modelling for the
correlation of kinetic parameters: (a) 1.0% alginate; (b) 1.5% alginate, (c) 2% alginate. Data are expressed
as mean = standard deviation. Symbols: experimental data; lines: modelling results. (m) = model.

The values of release exponent n were in the range of 0.07-0.79, indicating that differ-
ent mechanisms were involved in the release of BLP depending on the conditions under
which the beads were produced. The release mechanism of the most beads obtained using
gelling solutions without chitosan was consistent with Fickian diffusion (n < 0.43), while
the release of polyphenols from most beads obtained using gelling solutions with chitosan
was controlled by multiple mechanisms (0.43 < n < 0.85), including diffusion, swelling,
and erosion of the polymeric matrix [18]. According to the kinetic parameters K and 7, the
beads which showed the lowest levels of release (1.5% or 2% alginate with 5% CaCl, + 0.5%
chitosan) also had relatively low release rates and followed Fickian diffusion, which in-
dicates that beads obtained at these parameters behave in the most predictable manner,
which makes them the most suitable for application in the food industry.
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3.3. Bioaccessibility of BLP

The bioavailability of polyphenols depends on their release during different stages
of digestion (bioaccessibility), which is highly influenced by the food matrix or—in case
of microencapsulation—the applied carrier [27]. In order to observe the influence of
encapsulation on the bioaccessibility of BLP, the most abundant compounds (quercetin-3-
glucoside and caffeic acid) from the initial extract, S1 (1% alginate + 1.5% CaCl,), and S4
(1% alginate + 1.5%CaCl; + 0.5% chitosan) were analyzed using UPLC-MS? and monitored
through three stages of in vitro digestion. As expected, encapsulation generally increased
the bioaccessibility of both quercetin-3-glucoside (Figure 2a) and caffeic acid (Figure 2b).
During the gastric phase of digestion, the bioaccessible percentage of quercetin-3-glucoside
was twice as high in S1 and 54 as in the initial extract, showing that encapsulation protected
this compound from the hydrolysis in the acidic environment, which occurs in different
ratios depending on the food matrix [28]. On the other hand, caffeic acid had the highest
bioaccessible percentage from the initial extract, possibly due to its relative stability in the
acidic gastric environment [29]. The release of caffeic acid from the polymeric matrices was
lower than in the intestinal phase, in which the structural change of alginate and chitosan
caused by the change in pH from acidic to neutral possibly resulted in higher release of
both caffeic acid and quercetin-3-glucoside [30,31]. Encapsulation using the gelling solution
containing chitosan allowed the highest absorption of both compounds, which mirrors the
findings in vivo, where—in addition to the sustained stability of polyphenols [10]—chitosan
can also enhance the absorption due to its mucoadhesive properties, which allow longer
presence in the small intestine and consequently higher absorption [32]. The absorbed
percentage of caffeic acid (13.01%) was higher than that of quercetin-3-glucoside (7.07%),
which is in agreement with the literature data, which reported the absorption of quercetin
and its glycosides to be lower than 10% [33], while the absorption of caffeic acid can reach
the percentage of 19.1% [34].
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Figure 2. Bioaccessibility profile of (a) quercetin-3-glucoside and (b) caffeic acid from the initial
extract and encapsulated extracts using 1% alginate. Values with different letters are statistically
different at p < 0.05.
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These results provide an insight into the bioccessibility of the main BLP, which can
be useful in formulating food products with the encapsulated bay leaf extract. Further
research of the colon phase of digestion and the interaction with the gut microbiota, which
plays a major role in the polyphenols” metabolism [27], as well as following the fate of
metabolites in plasma would give further insight into the bioavailability of BLP and their
fate and biological activity in the human body.

4. Conclusions

This study demonstrated for the first time that electrostatic extrusion in an alginate-
based system can be considered as an efficient technique for the encapsulation of BLP.
The encapsulation efficiency, antioxidant activity, and release kinetics largely depended
on the applied encapsulation parameters. The combination of 1% alginate and 1.5% CaCl,
with 0.5% chitosan as a gelling solution resulted in the highest encapsulation efficiency
and antioxidant activity in vitro. The use of 1.5% or 2% alginate with 5% CaCly+ 0.5%
chitosan as a gelling solution resulted in the most controlled release of BLP. Generally,
encapsulation increased the bioaccessibility of BLP and the presence of chitosan in the
gelling solution showed potential for higher absorption of the main BLP representatives,
quercetin-3-glucoside, and caffeic acid. These results indicate that the combination of
calcium alginate with chitosan generally results in more desirable properties of the obtained
beads, showing the highest potential for use in functional food products. In order to achieve
maximum usage of the potential of BLD, further research should be focused on varying the
alginate—chitosan ratio along with other encapsulation conditions, taking into account the
characteristics and proposed application purpose of the encapsulated BLP.
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CHAPTER 6

General discussion
e Influence of the applied extraction techniques on the phenolic content of laurel leaf
extracts
e Influence of the applied extraction techniques on the antioxidant capacity of laurel leaf
extracts
¢ Influence of the encapsulation techniques on retention of phenols, antioxidant activity

and bioaccessibility
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1. INFLUENCE OF THE APPLIED EXTRACTION TECHNIQUES ON THE PHENOLIC CONTENT
OF LAUREL LEAF EXTRACTS
As mentioned in Chapter 1, extraction is one of the crucial steps in the efficient utilization

of plant extracts and the phenolic content may largely vary depending on the applied technique
and different parameters applied within a technique. For this reason, one of the main objectives
of this dissertation was to optimize three advanced extraction techniques for the extraction of
laurel leaf phenols and compare them to a conventional extraction technique with the aim of

achieving maximum phenolic yield. MAE and UAE were optimized in Publication No. 2, while

PLE was optimized in Publication No.3.

As discussed in Publications No. 2 and 3, flavonols were the dominant phenolic groups

in the extracts obtained by all of the applied techniques' optimal parameters (Table 2), while
the ratio of other phenolic groups differed depending on the applied extraction technique. When
comparing all 4 of the applied techniques, the largest differences can be observed in the content
of phenolic acids and flavan-3-ols, leading to differences in the total phenolic content as
determined by UPLC-MS?. CRE and PLE resulted in the same total phenolic content of the
laurel leaf extracts, while the content obtained by MAE and UAE was significantly lower. This
is contrary to the hypothesis that the advanced extraction techniques would result in higher

phenolic yields than CRE.

PLE resulted in almost tenfold and up to fivefold higher content of hydroxybenzoic and
hydroxycinnamic acids, respectively, compared to other extraction techniques. This is likely
due to the breakage of lignin bonds at high temperatures (150 °C) applied during PLE, leading
to the release of bound phenolic acids whose quantity was shown to be twice that of free
phenolic acids (Antony & Farid, 2022). CRE extract had a significantly higher content of
flavan-3-ols compared to other applied techniques, which might have been enhanced by the
extraction time of 30 min which was shown in previous study to be optimal time within the
range from 5-120 min for the extraction of catechin at the temperature of 80 °C (Vuong et al.,

2011).
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Table 2. Content of phenolic groups determined by UPLC-MS? in the extracts obtained at optimal extraction conditions for each applied technique

Extraction
technique

CRE
MAE
UAE
PLE

Mean

Phenolic acids Flavonols Flavan-3-ols Flavones
(mg/100 g) (mg/100 g) (mg/100 g) (mg/100 g)
HBA HCA Y
p<0.01 p<0.01 p<0.01 p<0.01 p<0.01 p<0.01
575+0.11*  1429+0.29* 20.04 £0.40° 341.51+6.83° 144.13+2.88° 6.64+0.13°
8.54+0.17* 37.55+£0.75° 46.09+0.92° 282.66+5.65> 26.93+0.54* 16.27+0.33°
6.37+0.137  24.49+0.49° 30.86+0.62° 212.56+4.25" 34.12+0.68 24.02+0.48¢
60.31+1.21° 87.22+0.319 147.55+2.959 268.61+537° 61.05+1.22° 20.74+0.41°
2024+8.76 40.89+3.52  61.13£19.19 276.34+17.46 66.57+17.61 16.92+2.48

Proanthocyanidins

(mg/100 g)

p<0.01
20.33 +0.41¢
7.72 +£0.15°
15.20 = 0.30°
3.90 + 0.08°
11.79 +2.42

Total phenols
(mg/100 g)

p<0.01
532.65 + 10.65°
379.67 + 7.59°
316.75 + 6.34%
501.84 + 10.04¢
432.73 + 33.45

CRE= conventional heat reflux extraction; MAE= microwave-assisted extraction; UAE= ultrasound-assisted extraction; PLE= pressurized liquid

extraction. HBA= hydroxybenzoic acids; HCA= hydroxycinnamic acids. Values within column marked with different letter are statistically

different at p<0.05.

123



Chapter 6

Even though the extraction time in PLE was much shorter, this technique resulted in
twofold higher content of flavan-3-ols compared to MAE and UAE, possibly due to the effect
of high temperature, since the yield of catechins was shown to increase proportionally with the
increase of temperature up to 150 °C, after which thermal degradation occurs (Antony & Farid,

2022).

The highest concentration of flavonols was found in the extract obtained by CRE,
followed by MAE, PLE and UAE. This is possibly a result of several factors including the
properties of laurel leaf whose firm structure allows efficient extraction during prolonged time
in CRE, as well as chemical properties of flavonols whose hydroxyl-substituents may increase
degradation caused by microwaves (Liazid et al., 2007) and ultrasound frequencies over 20
kHz (Handa et al., 2008). In the case of PLE, the high temperatures which increase the
extraction rate might have caused degradation of flavonols (Antony & Farid, 2022), resulting

in a lower concentration compared to CRE.

The highest concentration of proanthocyanidins was found in the extract obtained by
CRE, possibly due to the longer extraction time which was shown to enhance the extraction of
proanthocyanidins (Wissam et al., 2012), followed by UAE where the mechanochemical
breakage of the polymer units and plant material bonds likely occurred due to cavitation (Lv et
al., 2021). The lowest concentration of proanthocyanidins was obtained by PLE, likely due to
thermal degradation since it was shown that B-type procyanidins trimers, such as the one
detected in the laurel leaf, are susceptible to thermal degradation at temperatures above 70 °C
(Maldonado & Figueroa, 2023). The same explanation can be applied to MAE, since the

optimal conditions included the application of 80 °C.

As opposed to other phenolic groups, CRE resulted in the lowest content of flavones
compared to MAE, UAE and PLE which yielded similar contents. Since the most of flavones
detected in the laurel leaf were present in the form of aglycones without the stabilization by
sugar moieties, it is possible that they degraded more due to the longer extraction time in CRE

(Biesaga, 2011).

These findings suggest that PLE is the most suitable technique for the extraction of
laurel leaf phenols since it yielded the same phenolic content as CRE in a significantly shorter

time through a more solvent- and energy-efficient process.

2. INFLUENCE OF THE APPLIED EXTRACTION TECHNIQUES ON THE ANTIOXIDANT
CAPACITY OF LAUREL LEAF EXTRACTS
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Another objective of this dissertation was to determine the antioxidant capacity of the

extracts obtained by different extraction techniques, which was carried out in Publications No.

2 and 3. As summarized in Table 3, all of the extracts had relatively high antioxidant capacity.

Table 3. Antioxidant activity of laurel leaf extracts obtained at optimal extraction conditions

for each applied technique determined by ORAC

Extraction ORAC (umol TE g)
technique
p<0.05
CRE 100.09 + 2.00°
MAE 86.04 +1.72°
UAE 90.27 +1.81°
PLE 97.27 +1.95°
Mean 93.42 +£2.22

CRE= conventional heat reflux extraction; MAE= microwave-assisted extraction; UAE=
ultrasound-assisted extraction; PLE= pressurized liquid extraction. ORAC= oxygen radical
absorbance capacity. Values within column marked with different letters are statistically
different at p<0.05.

However, the extracts obtained by CRE and PLE showed statistically higher antioxidant
capacity which was shown to highly correlate (Table 4) with the content of total phenols,
especially flavan-3-ols and flavonols, as determined by UPLC-MS?. These results confirmed
the hypothesis that the extracts with higher phenolic content have higher antioxidant capacity,
which is in accordance with previous data reporting that phenols are major contributors to
antioxidant activity of medicinal plant extracts (Muflihah et al., 2021; Osman et al., 2020;
Piluzza & Bullitta, 2011; Turumtay et al., 2014). Flavonols and flavan-3-ols likely contributed
to the antioxidant capacity the most, due to their structure which is completely (in case of e.g.
quercetin) or partially (flavan-3-ols) consistent with the three criteria postulated to predict the
best radical scavenging activity for flavonoids, namely including the presence of two hydroxy-
groups on the 3',4' position on the B ring, a double bond in the 2,3 position and 3- and 5-
hydroxyl groups with 4-oxo function (Bors et al., 1997).
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Table 4. Pearson's correlations between the content of phenolic groups and antioxidant activity
determined by ORAC

Group of compounds Pearson Description of correlation
for ORAC
Phenolic acids 0.230177* low positive
HBA 0.350912* low positive
HCA -0.89529%* very high negative
Flavonols 0.553904* moderate positive
Flavan-3-ols 0.824174* very high positive
Flavones -0.44815* moderate negative
Proanthocyanidins 0.317411* low positive
Total phenols UPLC-MS?  0.84472* very high positive

HBA= hydroxybenzoic acids; HCA= hydroxycinnamic acids.*p<0.05

3. INFLUENCE OF THE ENCAPSULATION TECHNIQUE ON RETENTION OF PHENOLS,
ANTIOXIDANT ACTIVITY AND BIOACCESSIBILITY

After selecting and optimizing the most suitable extraction technique, encapsulation
represents the next crucial step to ensure stability and highest quality of the active ingredients
which allows their efficient utilization in the industry. In this dissertation, spray drying

(Publication No.4) and electrostatic extrusion (Publication No.5) were optimized for the

encapsulation of laurel leaf extracts and the hypothesis that stability and quality of encapsulates
depend on the encapsulation conditions was confirmed. The main characteristics of the
obtained encapsulates including the encapsulation efficiency, antioxidant activity and
bioaccessiblity as the main interests for the application in functional food as a function of the

applied techniques are further discussed.
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Figure 6. Encapsulation efficiency of different phenolic groups in laurel leaf extract
obtained by spray drying and electrostatic extrusion. Columns of same color marked

with different letters are statistically different at p<0.05.

As seen in the Figure 6, both of the applied extraction techniques resulted in relatively
high encapsulation efficiency comparable to those reported in literature for laurel leaf phenols,
where spray drying using chitosan, sodium alginate and arabic gum resulted in the range of
encapsulation efficiency between 72.9%—-99.3% (Chaumun et al., 2020) and encapsulation by
nanoliposomes in the encapsulation efficiency of 73.76% (Tometri et al., 2020). Spray drying
was shown to be more efficient for the encapsulation of total phenols (88.32%), phenolic acids
(76.10%) and proanthocyanidins (94.76%) than electrostatic extrusion where the encapsulation
of these compounds was 68.46%, 41.10% and 6.38%, respectively. The lower encapsulation
efficiency of phenolic acids during electrostatic extrusion can be explained by their low
molecular weight since it has been shown that compounds with lower molecular weight are not
as efficiently encapsulated in biopolymer beads (G. Gomez-Mascaraque et al., 2019) due to
diffusion through the hydrogel network during formation (Li et al.,, 2021). Even though
polymers such as proanthocyanidins have more hydroxy-groups theoretically allowing them a
stronger affinity for the alginate molecules (Li et al., 2021), it is likely that these complex and
large compounds weren't efficiently entrapped due to the reaction between the carboxyl groups
of sodium alginate and the amine groups of chitosan leading to fewer functional groups
available for reaction with phenols where smaller compounds might have accessed more easily

(Kulig et al., 2016). Low encapsulation efficiency of proanthocyanidins was also reported in
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literature for alginate-chitosan nanocomplexes (15.62%) (Ding et al., 2021), as well as alginate-

pectin biopolymer (9.62—15.91%) (Li et al., 2021).

The antioxidant activity of the encapsulates (Table 5) was reduced compared to the
initial extract, which was expected due to the loss of phenols. However, the reduction in
antioxidant activity was not proportional to the amount of lost phenols and was likely affected
by other parameters, which can be supported by previous findings where the loss of phenols of
10% was accompanied by loss of antioxidant activity higher than 20%, possibly due to
structural changes of the present compounds and the subsequent change in their interaction (Ou
et al., 2002; Réblova, 2012). In the case of spray drying, it is possible that the high temperature
was the main factor resulting in the reduction of antioxidant activity. The literature data on the
effect of temperature are conflicting and various findings were reported for different plant
materials. For example, heat treatments of green leafy vegetables (Turkmen et al., 2005) and
powdered onion (K. Sharma et al., 2015) resulted in significant increase of antioxidant activity,
due to structural alterations of the present compounds or the formation of novel compounds by
Maillard reactions. On the other hand, the spray drying process is more intensive and even
though the heat exposure is relatively short, several authors reported deterioration of various
encapsulates' antioxidant activity (Ballesteros et al., 2017; Kha et al., 2010; Sarabandi & Jafari,
2020; Suhag & Nanda, 2016; Tonon et al., 2010), indicating that even though the high
temperatures resulted in high encapsulation efficiency and physicochemical characteristics of
the powders, lower temperatures might result in higher antioxidant capacity of the obtained
powders. The encapsulation efficiency of electrostatic extrusion was lower than that of spray
drying, so the low retention of antioxidant activity can be partially assigned to the lower content
of total phenols, as well as the content of specific groups of compounds, namely
proanthocyanidins whose retention was under 10% (Figure 6). It was shown that, due to a
higher polymerization degree, procyanidin dimers and trimers tend to be more effective against
different radical species than monomeric flavonoids (Heim et al., 2002), and could therefore

be major contributors to antioxidant activity.

The bioaccessibility of laurel leaf flavonols was investigated in Publications No.4 and

J for spray drying and electrostatic extrusion, respectively. The results confirmed the
hypothesis that the bioaccessiblity of the phenols from encapsulates depends on the applied
carriers. In both techniques, the combination of polymers (B-cyclodextrin with either
maltodextrin or gum arabic in spray drying, alginate with chitosan in electrostatic extrusion)

resulted in the most desirable behaviour of flavonols during simulated in-vitro digestion, most
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likely due to the different chemical structures of the carriers which in combination allowed
more binding sites for potential interaction with polyphenols which consequently increased
their stability (Grgi¢ et al., 2020). As shown in Table 5, encapsulates obtained by spray drying
released twofold higher percentage of flavonols during the gastric phase of digestion compared
to encapsulate obtained by electrostatic extrusion, likely due to the breakage of bonds between
carriers and phenols in the acidic medium (Q. Zhang et al., 2020). This effect was lower in the
case of electrostatic extrusion which can be explained by the fact that protonated form of
alginate at lower pH shows greater affinity for the phenols, resulting in a stronger binding

(Plazinski & Plazinska, 2011).
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Table 5. Comparison of encapsulation efficiency, antioxidant activity retention and bioaccessibility of laurel leaf polyphenols in optimal

encapsulates obtained by two different techniques

Microencapsulation EE% Phenols (mg/g Retention of AA Bioaccessibility of flavonols
technique encapsulate) (% of initial extract's AA) (% of initial encapsulate content)
DPPH FRAP Gastric Absorbed Intestinal
Spray drying 88.32+£0.13° | 42.42+1.94> | 48.13+0.42° 52.55+0.71° 129.22 +2.23° 1.97 +£0.04° 78.26 + 1.61°
Electrostatic 68.46 +0.07* | 19.22+0.78? 26.71+0.31* 14.23 £ 0.25° 65.05 £ 0.95° 7.07 +0.19° 66.25 +1.21°
extrusion

EE= encapsulation efficiency. AA= antioxidant activity. Values within column marked with different letters are statistically different at p<0.05.
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The absorption of flavonols in the encapsulates obtained by both techniques was in the
range reported in the literature (<10%) (Grgi¢ et al., 2020), however higher absorption was
achieved from the encapsulates obtained by electrostatic extrusion. This would also be
expected in-vivo since chitosan was shown to possess mucoadhesive properties that enhance
the absorption of phenols by allowing their longer presence in the small intestine (Niu et al.,
2022). In the case of both encapsulation techniques, the bioaccessible portion of phenols was
significantly lower than in the gastric phase indicating that degradation of flavonols occured
due to the alkaline pH (Xiao, 2022). Nevertheless, the encapsulates obtained by spray drying
allowed higher preservance of laurel leaf phenols which would further be a substrate for the

gut microbiota which plays major role in the polyphenols' metabolism (Grgi¢ et al., 2020).

Overall, both encapsulation techniques increased bioaccessibility of laurel leaf
flavonols compared to the initial extracts and showed the potential to increase their
bioavailibility. Applying electrostatic extrusion would likely result in higher absorption of
phenols in the small intestine, while spray drying allows greater concentration of phenols
available for the production of valuable metabolites by the gut microbiota. These findings can
be useful in the formulation of functional products depending on their intended use, while
further research including the colon phase of digestion and the health beneficial effects of
metabolites produced during small intestinal and colon phase would provide better insight into

the targeted sites of action and consequently the choice of encapsulation technique.
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Conclusions and prospects
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This study confirmed that laurel leaf is a valuable plant material rich in phenolic
compounds with potential for contribution to human health.

A total of 29 compounds belonging to the classes of flavonols, phenolic acids, flavan-
3-ols, flavones and proanthocyanidins were detected in laurel leaf extracts. Flavonols
were the most abundant phenolic group consisting mainly of kaempferol and quercetin
glycosides, regardless of the applied extraction technique.

Advanced extraction techniques including MAE, UAE and PLE were successfully
optimized and compared with CRE (50% EtOH, 30 min). At the optimal extraction
conditions MAE (50% EtOH, 80 °C, 10 min, 400W) and UAE (70% EtOH, 10 min,
50% amplitude) resulted in lower phenolic contents and antioxidant capacity, while
PLE (50% EtOH, 150 °C, 1 extraction cycle, static time 5 min) resulted in the same
phenolic content and antioxidant capacity as CRE in a significantly shorter time. These
findings suggest that PLE should be taken as the method of choice for the extraction of
laurel leaf phenols as it is energy-, time- and solvent- efficient, as well as suitable for
scale-up processes.

Antioxidant capacity was in correlation with the content of total phenols, especially
flavonols and flavan-3-ols which can therefore be considered major contributors to
biological activity of laurel leaf extracts.

Spray drying and electrostatic extrusion were successfully applied and optimized for
the encapsulation of laurel leaf phenols. At optimal conditions, spray drying (B-CD +
MBD 50:50, sample:carrier ratio 1:2, 180 °C) resulted in higher encapsulation efficiency
and antioxidant activity of the extracts compared to electrostatic extrusion (1% alginate,
1.5% CaClz + 0.5% chitosan). The physicochemical characteristics of the encapsulates
depended on the applied carriers in both techniques, and the combinations of carriers
resulted in more desirable properties and better entrapment of laurel leaf phenols.
Encapsulation by both applied techniques resulted in higher bioaccessibility of laurel
leaf phenols compared to initial extracts. Electrostatic extrusion resulted in better
preservation of phenols during the gastric phase of digestion and higher absorption,
while spray drying preserved greater concentration of phenols available for the
production of valuable metabolites by the gut microbiota.

The results of this dissertation represent a significant contribution to the knowledge on

the extraction and encapsulation of laurel leaf phenols, thus providing a fundamental
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platform for future research and industrial utilization of this valuable plant material in

the field of functional food and nutraceuticals.

134



REFERENCES

135



Actis-Goretta, L., Léveéques, A., Rein, M., Teml, A., Schifer, C., Hofmann, U., Li, H., Schwab, M., Eichelbaum,
M., & Williamson, G. (2013). Intestinal absorption, metabolism, and excretion of (—)-epicatechin in healthy
humans assessed by using an intestinal perfusion technique. The American Journal of Clinical Nutrition,
98(4), 924-933. https://doi.org/10.3945/ajen.113.065789

Aguiar, J., Estevinho, B. N., & Santos, L. (2016). Microencapsulation of natural antioxidants for food application
— The specific case of coffee antioxidants — A review. Trends in Food Science & Technology, 58, 21-39.
https://doi.org/10.1016/j.tifs.2016.10.012

Alam, M. S., Kaur, J., Khaira, H., & Gupta, K. (2016). Extrusion and Extruded Products: Changes in Quality
Attributes as Affected by Extrusion Process Parameters: A Review. Critical Reviews in Food Science and
Nutrition, 56(3), 445-473. https://doi.org/10.1080/10408398.2013.779568

Alejo-Armijo, A., Altarejos, J., & Salido, S. (2017). Phytochemicals and biological activities of laurel tree (Laurus
nobilis). Natural Product Communications, 12(5), 743-757. https://doi.org/10.1177/1934578x1701200519

Altin, G., Giiltekin-Ozgiiven, M., & Ozcelik, B. (2018a). Chitosan coated liposome dispersions loaded with cacao
hull waste extract: Effect of spray drying on physico-chemical stability and in vitro bioaccessibility. Journal
of Food Engineering, 223, 91-98. https://doi.org/10.1016/;j.jfoodeng.2017.12.005

Altin, G., Giiltekin-Ozgiiven, M., & Ozcelik, B. (2018b). Liposomal dispersion and powder systems for delivery
of cocoa hull waste phenolics via Ayran (drinking yoghurt): Comparative studies on in-vitro bioaccessibility
and antioxidant capacity. Food Hydrocolloids, 81,364-370. https://doi.org/10.1016/j.foodhyd.2018.02.051

Alvani, K., Qi, X., & Tester, R. F. (2011). Use of carbohydrates, including dextrins, for oral delivery. Starch -
Stirke, 63(7), 424-431. https://doi.org/10.1002/star.201000110

Ambrose, D. C. P., Manickavasagan, A., & Naik, R. (2016). Leafy medicinal herbs: botany, chemistry, postharvest
technology and uses (D. C. P. Ambrose, A. Manickavasagan, & R. Naik (eds.)). CABIL
https://doi.org/10.1079/9781780645599.0000

Ameer, K., Shahbaz, H. M., & Kwon, J. H. (2017). Green Extraction Methods for Polyphenols from Plant Matrices
and Their Byproducts: A Review. Comprehensive Reviews in Food Science and Food Safety, 16(2), 295—
315. https://doi.org/10.1111/1541-4337.12253

Amsden, B. G., & Goosen, M. F. A. (1997). An examination of factors affecting the size, distribution and release
characteristics of polymer microbeads made using electrostatics. Journal of Controlled Release, 43(2-3),
183-196. https://doi.org/10.1016/S0168-3659(96)01483-6

Antony, A., & Farid, M. (2022). Effect of Temperatures on Polyphenols during Extraction. Applied Sciences
(Switzerland), 12(4). https://doi.org/10.3390/app12042107

Awada, F., Hamade, K., Kassir, M., Hammoud, Z., Mesnard, F., Rammal, H., & Fliniaux, O. (2023). Laurus
nobilis Leaves and Fruits: A Review of Metabolite Composition and Interest in Human Health. Applied
Sciences (Switzerland), 13(7). https://doi.org/10.3390/app13074606

Azhar, M. D., Hashib, S. A., Ibrahim, U. K., & Rahman, N. A. (2021). Development of carrier material for food
applications in spray drying technology: An overview. Materials Today: Proceedings, 47, 1371-1375.
https://doi.org/10.1016/j.matpr.2021.04.140

Baeza, G., Bachmair, E.-M., Wood, S., Mateos, R., Bravo, L., & de Roos, B. (2017). The colonic metabolites
dihydrocaffeic acid and dihydroferulic acid are more effective inhibitors of in vitro platelet activation than
their phenolic precursors. Food & Function, 8(3), 1333—1342. https://doi.org/10.1039/C6FO01404F

Baeza, G., Sarrid, B., Mateos, R., & Bravo, L. (2016). Dihydrocaffeic acid, a major microbial metabolite of
chlorogenic acids, shows similar protective effect than a yerba mate phenolic extract against oxidative stress
in HepG2 cells. Food Research International, 87, 25-33. https://doi.org/10.1016/j.foodres.2016.06.011

Ballesteros, L. F., Ramirez, M. J., Orrego, C. E., Teixeira, J. A., & Mussatto, S. I. (2017). Encapsulation of
antioxidant phenolic compounds extracted from spent coffee grounds by freeze-drying and spray-drying

136



using different coating materials. Food Chemistry, 237, 623-631.
https://doi.org/10.1016/j.foodchem.2017.05.142

Bamidele, O. P., & Emmambux, M. N. (2021). Encapsulation of bioactive compounds by “extrusion”
technologies: a review. Critical Reviews in Food Science and Nutrition, 61(18), 3100-3118.
https://doi.org/10.1080/10408398.2020.1793724

Batool, S., Khera, R. A., Hanif, M. A., & Ayub, M. A. (2020). Bay Leaf. 63—74. https://doi.org/10.1016/B978-0-
08-102659-5.00005-7

Bels¢ak-Cvitanovi¢, A., Stojanovié, R., Manojlovi¢, V., Komes, D., Cindri¢, 1. J., Nedovié, V., & Bugarski, B.
(2011). Encapsulation of polyphenolic antioxidants from medicinal plant extracts in alginate-chitosan
system enhanced with ascorbic acid by electrostatic extrusion. Food Research International, 44(4), 1094—
1101. https://doi.org/10.1016/j.foodres.2011.03.030

Biesaga, M. (2011). Influence of extraction methods on stability of flavonoids. Journal of Chromatography A,
1218(18), 2505-2512. https://doi.org/10.1016/j.chroma.2011.02.059

Bohn, T. (2014). Dietary factors affecting polyphenol bioavailability. Nutrition Reviews, 72(7), 429-452.
https://doi.org/10.1111/nure.12114

Bors, W., Michel, C., & Stettmaier, K. (1997). Antioxidant effects of flavonoids. BioFactors, 6(4), 399—402.
https://doi.org/10.1002/biof.5520060405

Buljeta, I., Pichler, A., Simunovié¢, J., & Kopjar, M. (2022). Polysaccharides as Carriers of Polyphenols:
Comparison of Freeze-Drying and Spray-Drying as Encapsulation Techniques. Molecules, 27(16).
https://doi.org/10.3390/molecules27165069

Cal, K., & Sollohub, K. (2010). Spray Drying Technique. I: Hardware and Process Parameters. Journal of
Pharmaceutical Sciences, 99(2), 575-586. https://doi.org/10.1002/jps.21886

Cam, M., I¢yer, N. C., & Erdogan, F. (2014). Pomegranate peel phenolics: Microencapsulation, storage stability
and potential ingredient for functional food development. LWT - Food Science and Technology, 55(1), 117—
123. https://doi.org/10.1016/j.1wt.2013.09.011

Carbonell-Capella, J. M., Buniowska, M., Barba, F. J., Esteve, M. J., & Frigola, A. (2014). Analytical Methods
for Determining Bioavailability and Bioaccessibility of Bioactive Compounds from Fruits and Vegetables:
A Review. Comprehensive Reviews in Food Science and Food Safety, 13(2), 155-171.
https://doi.org/10.1111/1541-4337.12049

Chahal, K., Kumar Singh, D., Panchbhaiya, A., Singh, N., Chahal, C. K., Kaur, M., Bhardwaj, U., Singla, N., &
Kaur, A. (2017). A review on chemistry and biological activities of Laurus nobilis L. essential oil. Journal
of Pharmacognosy and Phytochemistry JPP, 6(64), 1153—1161.

Chaumun, M., Goélo, V., Ribeiro, A. M., Rocha, F., & Estevinho, B. N. (2020). In vitro evaluation of
microparticles with Laurus nobilis L. extract prepared by spray-drying for application in food and
pharmaceutical products. Food and Bioproducts Processing, 122, 124-135.
https://doi.org/10.1016/j.fbp.2020.04.011

Crozier, A., Del Rio, D., & Clifford, M. N. (2010). Bioavailability of dietary flavonoids and phenolic compounds.
Molecular Aspects of Medicine, 31(6), 446—467. https://doi.org/10.1016/j.mam.2010.09.007

D’Archivio, M., Filesi, C., Vari, R., Scazzocchio, B., & Masella, R. (2010). Bioavailability of the polyphenols:
Status and controversies. [International Journal of Molecular Sciences, 11(4), 1321-1342.
https://doi.org/10.3390/ijms11041321

Delgado, L., Fernandes, 1., Gonzalez-Manzano, S., de Freitas, V., Mateus, N., & Santos-Buelga, C. (2014). Anti-
proliferative effects of quercetin and catechin metabolites. Food & Function, 5(4), 797.
https://doi.org/10.1039/c3fo60441a

Derlindati, E., Dall’ Asta, M., Ardigo, D., Brighenti, F., Zavaroni, 1., Crozier, A., & Del Rio, D. (2012). Quercetin-
3-O-glucuronide affects the gene expression profile of M1 and M2a human macrophages exhibiting anti-

137



inflammatory effects. Food & Function, 3(11), 1144. https://doi.org/10.1039/c2f030127]

di Gesso, J. L., Kerr, J. S., Zhang, Q., Raheem, S., Yalamanchili, S. K., O’Hagan, D., Kay, C. D., & O’Connell,
M. A. (2015). Flavonoid metabolites reduce tumor necrosis factor-a secretion to a greater extent than their
precursor compounds in human THP-1 monocytes. Molecular Nutrition & Food Research, 59(6), 1143—
1154. https://doi.org/10.1002/mnfr.201400799

Dima, C., Assadpour, E., Dima, S., & Jafari, S. M. (2020). Bioavailability and bioaccessibility of food bioactive
compounds; overview and assessment by in vitro methods. Comprehensive Reviews in Food Science and
Food Safety, 19(6), 2862—2884. https://doi.org/10.1111/1541-4337.12623

Ding, Z., Mo, M., Zhang, K., Bi, Y., & Kong, F. (2021). Preparation, characterization and biological activity of
proanthocyanidin-chitosan nanoparticles. International Journal of Biological Macromolecules, 188,43-51.
https://doi.org/10.1016/j.ijbiomac.2021.08.010

Pordevi¢, V., Balané, B., Bels¢ak-Cvitanovi¢, A., Levi¢, S., Trifkovié, K., KalusSevié, A., Kosti¢, 1., Komes, D.,
Bugarski, B., & Nedovi¢, V. (2015). Trends in Encapsulation Technologies for Delivery of Food Bioactive
Compounds. Food Engineering Reviews, 7(4), 452—490. https://doi.org/10.1007/s12393-014-9106-7

Dueiias, M., Gonzalez-Manzano, S., Gonzalez-Paramas, A., & Santos-Buelga, C. (2010). Antioxidant evaluation
of O-methylated metabolites of catechin, epicatechin and quercetin. Journal of Pharmaceutical and
Biomedical Analysis, 51(2), 443—449. https://doi.org/10.1016/.jpba.2009.04.007

FAO, U. (2015). Technical Report on Maximize the production of goods and services of Mediterranean forest
ecosystems in the context of global changes—Regional synthesis, June 2016.FAO, U., Maximize the
production of goods and services of Mediterranean forest ecosystems i (Issue January).

Fathi, M., Mozafari, M. R., & Mohebbi, M. (2012). Nanoencapsulation of food ingredients using lipid based
delivery systems. Trends in Food Science & Technology, 23(1), 13-27.
https://doi.org/10.1016/j.tifs.2011.08.003

Fatkullin, R., Potoroko, I., Kalinina, 1., Kenzheyeva, Z., & Kyrbassova, E. (2021). Providing bioavailability of
plant antioxidants using encapsulation processes. 050004. https://doi.org/10.1063/5.0068855

Fazaeli, M., Emam-Djomeh, Z., Kalbasi Ashtari, A., & Omid, M. (2012). Effect of spray drying conditions and
feed composition on the physical properties of black mulberry juice powder. Food and Bioproducts
Processing, 90(4), 667-675. https://doi.org/10.1016/j.fbp.2012.04.006

G. Gomez-Mascaraque, L., Martinez-Sanz, M., Fabra, M. J., & Lopez-Rubio, A. (2019). Development of gelatin-
coated 1-carrageenan hydrogel capsules by electric field-aided extrusion. Impact of phenolic compounds on
their performance. Food Hydrocolloids, 90, 523-533. https://doi.org/10.1016/j.foodhyd.2018.12.017

Gao, S., & Hu, M. (2010). Bioavailability Challenges Associated with Development of Anti-Cancer Phenolics.
Mini-Reviews in Medicinal Chemistry, 10(6), 550-567. https://doi.org/10.2174/138955710791384081

Gomez-Estaca, J., Gavara, R., & Hernandez-Mufioz, P. (2015). Encapsulation of curcumin in electrosprayed
gelatin microspheres enhances its bioaccessibility and widens its uses in food applications. /nnovative Food
Science & Emerging Technologies, 29, 302-307. https://doi.org/10.1016/j.ifset.2015.03.004

Gonzalez-Manzano, S., Duefias, M., Surco-Laos, F., Hidalgo, M., Gonzalez-Paramas, A., Santos-Buelga, C., &
de Pascual-Teresa, S. (2011). In vitro evaluation of the antioxidant and anti-inflammatory activities of
sulphated metabolites of catechins Evaluacion in vitro de las actividades antioxidante y antiinflamatoria de
metabolitos  sulfatados de catequinas. CyTA - Journal of Food, 9(4), 257-264.
https://doi.org/10.1080/19476337.2011.594523

Gonzélez, E., Gomez-Caravaca, A. M., Giménez, B., Cebrian, R., Maqueda, M., Martinez-Férez, A., Segura-
Carretero, A., & Robert, P. (2019). Evolution of the phenolic compounds profile of olive leaf extract
encapsulated by spray-drying during in vitro gastrointestinal digestion. Food Chemistry, 279, 40-48.
https://doi.org/10.1016/j.foodchem.2018.11.127

Grassia, M., Messia, M. C., Marconi, E., Demirkol, O. Sakiyan, Erdogdu, F., Sarghini, F., Cinquanta, L., Corona,
0., & Planeta, D. (2021). Microencapsulation of Phenolic Extracts from Cocoa Shells to Enrich Chocolate

138



Bars. Plant Foods for Human Nutrition, 76(4), 449-457. https://doi.org/10.1007/s11130-021-00917-4

Grgié, I, Selo, G., Planini¢, M., Ti§ma, M., & Buci¢-Koji¢, A. (2020). Role of the encapsulation in bioavailability
of phenolic compounds. Antioxidants, 9(10), 1-36. https://doi.org/10.3390/antiox9100923

Ha, S. K., Lee, J.-A., Cho, E. J., & Choi, I. (2017). Effects of Catechol O -Methyl Transferase Inhibition on Anti-
Inflammatory Activity of Luteolin Metabolites. Journal of Food Science, 82(2), 545-552.
https://doi.org/10.1111/1750-3841.13620

Handa, S., Khanuja, S. P., Longo, G., & Rakesh, D. D. (2008). Extraction Technologies for Medicinal and
Aromatic Plants. United Nations Industrial Development Organization and the International Centre for
Science and High Technology.

Heim, K. E., Tagliaferro, A. R., & Bobilya, D. J. (2002). Flavonoid antioxidants: Chemistry, metabolism and
structure-activity ~ relationships.  Journal of  Nutritional  Biochemistry, 13(10), 572-584.
https://doi.org/10.1016/S0955-2863(02)00208-5

Hidalgo, A., Brandolini, A., Canadanovié-Brunet, J., Cetkovi¢, G., & Tumbas Saponjac, V. (2018).
Microencapsulates and extracts from red beetroot pomace modify antioxidant capacity, heat damage and
colour of pseudocereals-enriched einkorn water biscuits. Food Chemistry, 268, 40-48.
https://doi.org/10.1016/j.foodchem.2018.06.062

Ho, L., Zhao, D., Ono, K., Ruan, K., Mogno, 1., Tsuji, M., Carry, E., Brathwaite, J., Sims, S., Frolinger, T.,
Westfall, S., Mazzola, P., Wu, Q., Hao, K., Lloyd, T. E., Simon, J. E., Faith, J., & Pasinetti, G. M. (2019).
Heterogeneity in gut microbiota drive polyphenol metabolism that influences a-synuclein misfolding and
toxicity. The Journal of Nutritional Biochemistry, 64, 170-181.
https://doi.org/10.1016/j.jnutbio.2018.10.019

Hoyles, L., & Swann, J. (2019). Chapter 18 - Influence of the human gut microbiome on the metabolic phenotype.
In The Handbook of Metabolic Phenotyping (pp. 535-560).

Hu, B., Liu, X., Zhang, C., & Zeng, X. (2017). Food macromolecule based nanodelivery systems for enhancing
the Dbioavailability of polyphenols. Journal of Food and Drug Analysis, 25(1), 3-15.
https://doi.org/10.1016/j.jfda.2016.11.004

Hu, W., Wang, X., Wu, L., Shen, T., Ji, L., Zhao, X., Si, C.-L., Jiang, Y., & Wang, G. (2016). Apigenin-7-O-f-
<scp>d</scp> -glucuronide inhibits LPS-induced inflammation through the inactivation of AP-1 and
MAPK signaling pathways in RAW 264.7 macrophages and protects mice against endotoxin shock. Food
& Function, 7(2), 1002—-1013. https://doi.org/10.1039/C5FO01212K

Hussain, S. A., Hameed, A., Nazir, Y., Naz, T., Wu, Y., Suleria, H. A. R., & Song, Y. (2018). Microencapsulation
and the characterization of polyherbal formulation (PHF) rich in natural polyphenolic compounds.
Nutrients, 10(7). https://doi.org/10.3390/nu10070843

Isik, B. S., Altay, F., & Capanoglu, E. (2018). The uniaxial and coaxial encapsulations of sour cherry ( Prunus
cerasus L.) concentrate by electrospinning and their in vitro bioaccessibility. Food Chemistry, 265, 260—
273. https://doi.org/10.1016/j.foodchem.2018.05.064

Jayan, H., Maria Leena, M., Sivakama Sundari, S. K., Moses, J. A., & Anandharamakrishnan, C. (2019).
Improvement of bioavailability for resveratrol through encapsulation in zein using electrospraying
technique. Journal of Functional Foods, 57,417-424. https://doi.org/10.1016/].jf£.2019.04.007

Jia, Z., Dumont, M.-J., & Orsat, V. (2016). Encapsulation of phenolic compounds present in plants using protein
matrices. Food Bioscience, 15, 87-104. https://doi.org/10.1016/j.tb10.2016.05.007

Joye, 1. J., & McClements, D. J. (2014). Biopolymer-based nanoparticles and microparticles: Fabrication,
characterization, and application. Current Opinion in Colloid & Interface Science, 19(5), 417-427.
https://doi.org/10.1016/j.cocis.2014.07.002

Kaderides, K., Goula, A. M., & Adamopoulos, K. G. (2015). A process for turning pomegranate peels into a

valuable food ingredient using ultrasound-assisted extraction and encapsulation. /nnovative Food Science
& Emerging Technologies, 31,204-215. https://doi.org/10.1016/].ifset.2015.08.006

139



Kaderides, K., Mourtzinos, 1., & Goula, A. M. (2020). Stability of pomegranate peel polyphenols encapsulated in
orange juice industry by-product and their incorporation in cookies. Food Chemistry, 310, 125849.
https://doi.org/10.1016/j.foodchem.2019.125849

Kamalakararao, K., Govinda Rao, D., Muthulingam, M., Gopalakrishnan, V. K., Hagos, Z., John Dogulas, P., &
Krishna Chaithanya, K. (2018). Antiproliferative activity of isolated bioactive flavonoid apigenin-7-O-B-D-
glucuronide methyl ester from ethyl acetate leaf extract of Manilkara zapota. Drug Invention Today,
10(April), 3352-3358.

Kawabata, K., Yoshioka, Y., & Terao, J. (2019). Role of Intestinal Microbiota in the Bioavailability and
Physiological Functions of Dietary Polyphenols. Molecules, 24(2), 370.
https://doi.org/10.3390/molecules24020370

Kha, T. C., Nguyen, M. H., & Roach, P. D. (2010). Effects of spray drying conditions on the physicochemical
and antioxidant properties of the Gac (Momordica cochinchinensis) fruit aril powder. Journal of Food
Engineering, 98(3), 385-392. https://doi.org/10.1016/j.jfoodeng.2010.01.016

Khodja, Y. K., Bey, M. B., & Belmouhoub, M. (2023). The botanical study , phytochemical composition , and
biological activities of Laurus nobilis L . leaves : A review The botanical study , phytochemical composition
, and biological activities of Laurus nobilis L . leaves: A review. May.
https://doi.org/10.21448/ijsm.1171836

Konovalov, D. A., & Alieva, N. M. (2019). Phenolic compounds of Laurus nobilis (Review). Farmatsiya i
Farmakologiya, 7(5), 244-259. https://doi.org/10.19163/2307-9266-2019-7-5-244-259

Kosti¢, I. T., Isailovi¢, B. D., Dordevi¢, V. B., Levi¢, S. M., Nedovi¢, V. A., & Bugarski, B. M. (2012).
Elektrostaticka ekstruzija kao disperziona tehnika za inkapsulaciju ¢elija i bioloski aktivnih supstanci.
Hemijska Industrija, 66(4), 505-517. https://doi.org/10.2298/HEMIND111209013K

Kulig, D., Zimoch-Korzycka, A., Jarmoluk, A., & Marycz, K. (2016). Study on Alginate—Chitosan Complex
Formed with Different Polymers Ratio. Polymers, 8(5), 167. https://doi.org/10.3390/polym8050167

Kure, A., Nakagawa, K., Kondo, M., Kato, S., Kimura, F., Watanabe, A., Shoji, N., Hatanaka, S., Tsushida, T.,
& Miyazawa, T. (2016). Metabolic Fate of Luteolin in Rats: Its Relationship to Anti-inflammatory Effect.
Journal of Agricultural and Food Chemistry, 64(21), 4246—4254. https://doi.org/10.1021/acs.jafc.6b00964

Lavelli, V., Sri Harsha, P. S. C., & Spigno, G. (2016). Modelling the stability of maltodextrin-encapsulated grape
skin phenolics used as a new ingredient in apple puree. Food Chemistry, 209, 323-331.
https://doi.org/10.1016/j.foodchem.2016.04.055

Lewandowska, H., Kalinowska, M., Lewandowski, W., Stepkowski, T. M., & Brzdska, K. (2016). The role of
natural polyphenols in cell signaling and cytoprotection against cancer development. The Journal of
Nutritional Biochemistry, 32, 1-19. https://doi.org/10.1016/j.jnutbio.2015.11.006

Lewinska, D., Rosinski, S., & Werynski, A. (2004). Influence of Process Conditions During Impulsed
Electrostatic Droplet Formation on Size Distribution of Hydrogel Beads. Artificial Cells, Blood Substitutes,
and Biotechnology, 32(1), 41-53. https://doi.org/10.1081/BIO-120028667

Li, Q., Shi, J.,, Liu, L., McClements, D. J., Duan, M., Chen, X., & Liu, J. (2021). Encapsulation of fruit peel
proanthocyanidins in biopolymer microgels: Relationship between structural characteristics and
encapsulation/release properties. Food Hydrocolloids, 117, 106693.
https://doi.org/10.1016/j.foodhyd.2021.106693

Liang, J., Yan, H., Puligundla, P., Gao, X., Zhou, Y., & Wan, X. (2017). Applications of chitosan nanoparticles
to enhance absorption and bioavailability of tea polyphenols: A review. Food Hydrocolloids, 69, 286-292.
https://doi.org/10.1016/j.foodhyd.2017.01.041

Liazid, A., Palma, M., Brigui, J., & Barroso, C. G. (2007). Investigation on phenolic compounds stability during
microwave-assisted  extraction.  Journal  of  Chromatography A, 1140(1-2),  29-34.
https://doi.org/10.1016/j.chroma.2006.11.040

Lippolis, T., Cofano, M., Caponio, G. R., De Nunzio, V., & Notarnicola, M. (2023). Bioaccessibility and

140



Bioavailability of Diet Polyphenols and Their Modulation of Gut Microbiota. International Journal of
Molecular Sciences, 24(4), 3813. https://doi.org/10.3390/ijms24043813

Liu, Z., & Hu, M. (2007). Natural polyphenol disposition via coupled metabolic pathways. Expert Opinion on
Drug Metabolism & Toxicology, 3(3), 389—406. https://doi.org/10.1517/17425255.3.3.389

Lopez-Caamal, A., & Reyes-Chilpa, R. (2021). The New World Bays (Litsea, Lauraceae). A Botanical, Chemical,
Pharmacological and Ecological Review in Relation to their Traditional and Potential Applications as
Phytomedicines. Botanical Review, 87(3), 392—420. https://doi.org/10.1007/s12229-021-09265-z

Low, K. G., & Lim, S. F. (2014). Study On Electrostatic Extrusion Method For Synthesizing Calcium Alginate
Encapsulated Iron Oxide. Journal of Applied Science & Process Engineering, 1(1).
https://doi.org/10.33736/jaspe.156.2014

Lv,J. M., Gouda, M., Zhu, Y. Y., Ye, X. Q., & Chen, J. C. (2021). Ultrasound-assisted extraction optimization of
proanthocyanidins from kiwi (Actinidia chinensis) leaves and evaluation of its antioxidant activity.
Antioxidants, 10(8). https://doi.org/10.3390/antiox 10081317

Maldonado, Y. E., & Figueroa, J. G. (2023). Microwave-Assisted Extraction Optimization and Effect of Drying
Temperature on Catechins, Procyanidins and Theobromine in Cocoa Beans. Molecules, 28(9), 3755.
https://doi.org/10.3390/molecules28093755

Manojlovic, V., Rajic, N., Djonlagic, J., Obradovic, B., Nedovic, V., & Bugarski, B. (2008). Application of
Electrostatic Extrusion — Flavour Encapsulation and Controlled Release. Semnsors, 8(3), 1488—1496.
https://doi.org/10.3390/s8031488

Maury, M., Murphy, K., Kumar, S., Shi, L., & Lee, G. (2005). Effects of process variables on the powder yield
of spray-dried trehalose on a laboratory spray-dryer. European Journal of Pharmaceutics and
Biopharmaceutics, 59(3), 565-573. https://doi.org/10.1016/j.ejpb.2004.10.002

Muflihah, Y. M., Gollavelli, G., & Ling, Y.-C. (2021). Correlation Study of Antioxidant Activity with Phenolic
and Flavonoid Compounds in 12 Indonesian Indigenous Herbs. Antioxidants, 10(10), 1530.
https://doi.org/10.3390/antiox10101530

Muhammad, D. R. A., Saputro, A. D., Rottiers, H., Van de Walle, D., & Dewettinck, K. (2018). Physicochemical
properties and antioxidant activities of chocolates enriched with engineered cinnamon nanoparticles.
European Food Research and Technology, 244(7), 1185-1202. https://doi.org/10.1007/s00217-018-3035-
2

Mukai, R., Kawabata, K., Otsuka, S., Ishisaka, A., Kawai, Y., Ji, Z.-S., Tsuboi, H., & Terao, J. (2012). Effect of
quercetin and its glucuronide metabolite upon 6-hydorxydopamine-induced oxidative damage in Neuro-2a
cells. Free Radical Research, 46(8), 1019-1028. https://doi.org/10.3109/10715762.2012.673720

Nedovic, V., Kalusevic, A., Manojlovic, V., Levic, S., & Bugarski, B. (2011). An overview of encapsulation
technologies for food applications. Procedia Food Science, 1, 1806-1815.
https://doi.org/10.1016/j.profoo.2011.09.265

Niu, L., Li, Z., Fan, W., Zhong, X., Peng, M., & Liu, Z. (2022). Nano-Strategies for Enhancing the Bioavailability
of Tea Polyphenols: Preparation, Applications, and Challenges. Foods, 11(3), 1-22.
https://doi.org/10.3390/foods11030387

Osman, M. A., Mahmoud, G. I., & Shoman, S. S. (2020). Correlation between total phenols content, antioxidant
power and cytotoxicity. Biointerface Research in Applied Chemistry, 11(3), 10640-10653.
https://doi.org/10.33263/BRIAC113.1064010653

Ou, B., Huang, D., Hampsch-Woodill, M., Flanagan, J. A., & Deemer, E. K. (2002). Analysis of Antioxidant
Activities of Common Vegetables Employing Oxygen Radical Absorbance Capacity (ORAC) and Ferric
Reducing Antioxidant Power (FRAP) Assays: A Comparative Study. Journal of Agricultural and Food
Chemistry, 50(11), 3122-3128. https://doi.org/10.1021/jf0116606

Paparella, A., Nawade, B., Shaltiel-Harpaz, L., & Ibdah, M. (2022). A Review of the Botany, Volatile
Composition, Biochemical and Molecular Aspects, and Traditional Uses of Laurus nobilis. Plants, 11(9),

141



1-24. https://doi.org/10.3390/plants11091209

Papillo, V. A., Locatelli, M., Travaglia, F., Bordiga, M., Garino, C., Coisson, J. D., & Arlorio, M. (2019). Cocoa
hulls polyphenols stabilized by microencapsulation as functional ingredient for bakery applications. Food
Research International, 115, 511-518. https://doi.org/10.1016/j.foodres.2018.10.004

Patel, R. P., Patel, M. P., & Suthar, A. M. (2009). Spray drying technology: an overview. Indian Journal of Science
and Technology, 2(1), 44—47.

Piluzza, G., & Bullitta, S. (2011). Correlations between phenolic content and antioxidant properties in twenty-
four plant species of traditional ethnoveterinary use in the Mediterranean area. Pharmaceutical Biology,
49(3), 240-247. https://doi.org/10.3109/13880209.2010.501083

Pindn-Balderrama, C. 1., Leyva-Porras, C., Teran-Figueroa, Y., Espinosa-Solis, V., Alvarez-Salas, C., &
Saavedra-Leos, M. Z. (2020). Encapsulation of active ingredients in food industry by spray-drying and nano
spray-drying technologies. Processes, 8(8). https://doi.org/10.3390/PR8080889

Plazinski, W., & Plazinska, A. (2011). Molecular dynamics study of the interactions between phenolic compounds
and  alginate/alginic  acid chains. New  Journal of Chemistry, 35(8), 1607-1614.
https://doi.org/10.1039/c1nj20273a

Poncelet, D., Neufeld, R. J., Goosen, M. F. A., Burgarski, B., & Babak, V. (1999). Formation of microgel beads
by electric  dispersion of polymer solutions. AIChE  Journal, 45(9), 2018-2023.
https://doi.org/10.1002/aic.690450918

Quirds-Sauceda, A. E., Palafox-Carlos, H., Sdyago-Ayerdi, S. G., Ayala-Zavala, J. F., Bello-Perez, L. A., Alvarez-
Parrilla, E., de la Rosa, L. A., Gonzalez-Cordova, A. F., & Gonzalez-Aguilar, G. A. (2014). Dietary fiber
and phenolic compounds as functional ingredients: interaction and possible effect after ingestion. Food
Funct., 5(6), 1063—1072. https://doi.org/10.1039/C4FO00073K

Rashidinejad, A., Birch, E. J., Sun-Waterhouse, D., & Everett, D. W. (2016). Effect of liposomal encapsulation
on the recovery and antioxidant properties of green tea catechins incorporated into a hard low-fat cheese
following in vitro simulated gastrointestinal digestion. Food and Bioproducts Processing, 100, 238-245.
https://doi.org/10.1016/j.fbp.2016.07.005

Réblova, Z. (2012). Effect of temperature on the antioxidant activity of phenolic acids. Czech Journal of Food
Sciences, 30(2), 171-177. https://doi.org/10.17221/57/2011-cjfs

Rein, M. J., Renouf, M., Cruz-Hernandez, C., Actis-Goretta, L., Thakkar, S. K., & da Silva Pinto, M. (2013).
Bioavailability of bioactive food compounds: a challenging journey to bioefficacy. British Journal of
Clinical Pharmacology, 75(3), 588—602. https://doi.org/10.1111/j.1365-2125.2012.04425.x

Routray, W., & Orsat, V. (2013). Preparative extraction and separation of phenolic compounds. In G. K. Ramawat
& J.-M. Mérillon (Eds.), Natural Products: Phytochemistry, Botany and Metabolism of Alkaloids, Phenolics
and Terpenes. (pp. 2013-2045). Springer.

Santos, D., Mauricio, A. C., Sencadas, V., Santos, J. D., Fernandes, M. H., & Gomes, P. S. (2018). Spray drying:
an overview. In Biomaterials-Physics and Chemistry-New Edition (pp. 9-35).

Sarabandi, K., & Jafari, S. M. (2020). Improving the antioxidant stability of flaxseed peptide fractions during
spray drying encapsulation by surfactants: Physicochemical and morphological features. Journal of Food
Engineering, 286, 110131. https://doi.org/10.1016/j.jfoodeng.2020.110131

Sarabandi, K., Jafari, S. M., Mahoonak, A. S., & Mohammadi, A. (2019). Application of gum Arabic and
maltodextrin for encapsulation of eggplant peel extract as a natural antioxidant and color source.
International Journal of Biological Macromolecules, 140, 59-68.
https://doi.org/10.1016/j.ijbiomac.2019.08.133

Selma, M. V., Espin, J. C., & Tomas-Barberan, F. A. (2009). Interaction between Phenolics and Gut Microbiota:

Role in Human Health. Journal of Agricultural and Food Chemistry, 57(15), 6485-6501.
https://doi.org/10.1021/j902107d

142



Seregelj, V., Pezvo, L., Sovljanski, O.,’Levié, S., Nedovié, V., Markov, S., Tomié, A., Canadanovié¢-Brunet, J.,
Vuli¢, J., Saponjac, V. T., & Cetkovi¢, G. (2021). New concept of fortified yogurt formulation with
encapsulated carrot waste extract. LWT, 138, 110732. https://doi.org/10.1016/j.1wt.2020.110732

Sharma, K., Ko, E. Y., Assefa, A. D., Ha, S., Nile, S. H., Lee, E. T., & Park, S. W. (2015). Temperature-dependent
studies on the total phenolics, flavonoids, antioxidant activities, and sugar content in six onion varieties.
Journal of Food and Drug Analysis, 23(2), 243-252. https://doi.org/10.1016/;.jfda.2014.10.005

Sharma, V., & Rao, L. J. M. (2014). An Overview on Chemical Composition, Bioactivity and Processing of
Leaves of Cinnamomum tamala. Critical Reviews in Food Science and Nutrition, 54(4), 433—-448.
https://doi.org/10.1080/10408398.2011.587615

Shishir, M. R. I., & Chen, W. (2017). Trends of spray drying: A critical review on drying of fruit and vegetable
juices. Trends in Food Science and Technology, 65, 49—67. https://doi.org/10.1016/].tifs.2017.05.006

Shishir, M. R. L., Xie, L., Sun, C., Zheng, X., & Chen, W. (2018). Advances in micro and nano-encapsulation of
bioactive compounds using biopolymer and lipid-based transporters. Trends in Food Science and
Technology, 78, 34—60. https://doi.org/10.1016/].tifs.2018.05.018

Silva, J., Vanat, P., Marques-da-Silva, D., Rodrigues, J. R., & Lagoa, R. (2020). Metal alginates for polyphenol
delivery systems: Studies on crosslinking ions and easy-to-use patches for release of protective flavonoids
in skin. Bioactive Materials, 5(3), 447-457. https://doi.org/10.1016/j.bioactmat.2020.03.012

Singh, H., Ye, A., & Horne, D. (2009). Structuring food emulsions in the gastrointestinal tract to modify lipid
digestion. Progress in Lipid Research, 48(2), 92—100. https://doi.org/10.1016/j.plipres.2008.12.001

Soares, S., Vitorino, R., Osério, H., Fernandes, A., Venancio, A., Mateus, N., Amado, F., & de Freitas, V. (2011).
Reactivity of Human Salivary Proteins Families Toward Food Polyphenols. Journal of Agricultural and
Food Chemistry, 59(10), 5535-5547. https://doi.org/10.1021/j£104975d

Spinelli, S., Conte, A., & Del Nobile, M. A. (2016). Microencapsulation of extracted bioactive compounds from
brewer’s spent grain to enrich fish-burgers. Food and Bioproducts Processing, 100, 450-456.
https://doi.org/10.1016/j.fbp.2016.09.005

Stanistawska, 1., Granica, S., Piwowarski, J., Szawkato, J., Wigzecki, K., Czarnocki, Z., & Kiss, A. (2019). The
Activity of Urolithin A and M4 Valerolactone, Colonic Microbiota Metabolites of Polyphenols, in a Prostate
Cancer In Vitro Model. Planta Medica, 85(02), 118—125. https://doi.org/10.1055/a-0755-7715

Stepani¢, V., Mati¢, S., Amié, A., Luci¢, B., Milenkovi¢, D., & Markovi¢, Z. (2019). Effects of conjugation
metabolism on radical scavenging and transport properties of quercetin — In silico study. Journal of
Molecular Graphics and Modelling, 86, 278-285. https://doi.org/10.1016/j.jmgm.2018.10.023

Stojanovic, R., Belscak-Cvitanovic, A., Manojlovic, V., Komes, D., Nedovic, V., & Bugarski, B. (2012).
Encapsulation of thyme (Thymus serpyllum L.) aqueous extract in calcium alginate beads. Journal of the
Science of Food and Agriculture, 92(3), 685—696. https://doi.org/10.1002/jsfa.4632

Suhag, Y., & Nanda, V. (2016). Optimization for spray drying process parameters of nutritionally rich honey
powder using response surface methodology. Cogent Food &  Agriculture, 2(1).
https://doi.org/10.1080/23311932.2016.1176631

Terao, J. (2023). Potential Role of Quercetin Glycosides as Anti-Atherosclerotic Food-Derived Factors for Human
Health. Antioxidants, 12(2), 258. https://doi.org/10.3390/antiox 12020258

Tometri, S. S., Ahmady, M., Ariaii, P., & Soltani, M. S. (2020). Extraction and encapsulation of Laurus nobilis
leaf extract with nano-liposome and its effect on oxidative, microbial, bacterial and sensory properties of
minced beef. Journal of Food Measurement and Characterization, 14(6), 3333-3344.
https://doi.org/10.1007/s11694-020-00578-y

Tonon, R. V., Brabet, C., & Hubinger, M. D. (2010). Anthocyanin stability and antioxidant activity of spray-dried

acai (Euterpe oleracea Mart.) juice produced with different carrier agents. Food Research International,
43(3), 907-914. https://doi.org/10.1016/j.foodres.2009.12.013

143



Turkmen, N., Sari, F., & Velioglu, Y. (2005). The effect of cooking methods on total phenolics and antioxidant
activity of selected green vegetables. Food Chemistry, 93(4), 713-718.
https://doi.org/10.1016/j.foodchem.2004.12.038

Turumtay, E. A., Islamoglu, F., Cavus, D., Sahin, H., Turumtay, H., & Vanholme, B. (2014). Correlation between
phenolic compounds and antioxidant activity of Anzer tea (Thymus praecox Opiz subsp. caucasicus var.
caucasicus). Industrial Crops and Products, 52, 687—694. https://doi.org/10.1016/j.indcrop.2013.11.042

Van Rymenant, E., Van Camp, J., Pauwels, B., Boydens, C., Vanden Daele, L., Beerens, K., Brouckaert, P.,
Smagghe, G., Kerimi, A., Williamson, G., Grootaert, C., & Van de Voorde, J. (2017). Ferulic acid-4- O -
sulfate rather than ferulic acid relaxes arteries and lowers blood pressure in mice. The Journal of Nutritional
Biochemistry, 44, 44-51. https://doi.org/10.1016/j.jnutbio.2017.02.018

Villanueva-Carvajal, A., Dominguez-Lopez, A., Bernal-Martinez, L. R., & Diaz-Bandera, D. (2013). Hibiscus
sabdariffa L. confesctionery gels, in vitro digestion, antioxidant activity and phenolic compounds
quantification: a nutraceutical application. International Journal of Food Science & Technology, 48(12),
2659-2667. https://doi.org/10.1111/ijfs.12262

Vuong, Q. V., Golding, J. B., Stathopoulos, C. E., Nguyen, M. H., & Roach, P. D. (2011). Optimizing conditions
for the extraction of catechins from green tea using hot water. Journal of Separation Science, 34(21), 3099—
3106. https://doi.org/10.1002/jss¢.201000863

Warner, E. F., Zhang, Q., Raheem, K. S., O’Hagan, D., O’Connell, M. A., & Kay, C. D. (2016). Common Phenolic
Metabolites of Flavonoids, but Not Their Unmetabolized Precursors, Reduce the Secretion of Vascular
Cellular Adhesion Molecules by Human Endothelial Cells. The Journal of Nutrition, 146(3), 465-473.
https://doi.org/10.3945/jn.115.217943

Wissam, Z., Ghada, B., Wassim, A., & Warid, K. (2012). Effective extraction of polyphenols and
proanthocyanidins from Pomegranate’s peel. International Journal of Pharmacy and Pharmaceutical
Sciences, 4(SUPPL.3), 675-682.

Xiao, J. (2022). Recent advances on the stability of dietary polyphenols. EFood, 3(3), 1-7.
https://doi.org/10.1002/efd2.21

Yadav, K., Bajaj, R. K., Mandal, S., Saha, P., & Mann, B. (2018). Evaluation of total phenol content and
antioxidant properties of encapsulated grape seed extract in yoghurt. Infernational Journal of Dairy
Technology, 71(1), 96—104. https://doi.org/10.1111/1471-0307.12464

Yeh, Y. M., Tsai, T. Y., & Yang, C. Y. (2022). Encapsulation and release kinetics of polyphenols and p-coumaric
acid extracted from Phyllostachys makinoi by ultrasonic-pretreatment autoclaving. Lwt, [67(August).
https://doi.org/10.1016/j.1wt.2022.113838

Zhang, Q., Xing, B., Sun, M., Zhou, B., Ren, G., & Qin, P. (2020). Changes in bio-accessibility, polyphenol
profile and antioxidants of quinoa and djulis sprouts during in vitro simulated gastrointestinal digestion.
Food Science & Nutrition, 8(8), 4232-4241. https://doi.org/10.1002/fsn3.1718

Zhang, Z., Peng, X., Zhang, N., Liu, L., Wang, Y., & Ou, S. (2014). Cytotoxicity comparison of quercetin and its

metabolites from in vitro fermentation of several gut bacteria. Food & Function, 5(9), 2152.
https://doi.org/10.1039/C4F0O00418C

144



CURRICULUM VITAE

Erika Dobroslavi¢ was born in 1997 in Dubrovnik. After graduating from high school, during
which she studied diatoms as a research project, she enrolled Nutrition at the Faculty of Food
and Biotechnology in Zagreb. During her studies and while preparing her master thesis in the
Laboratory of Drying Processes and Stability Monitoring of Biologically Active Compounds,
she developed an exceptional interest in the isolation and application of biologically active
molecules from plant sources. Since 2020, she has been working as an assistant on the research
project "Bioactive molecules of medicinal plants as natural antioxidants, microbiocides and
preservatives", within the framework of which she is preparing her PhD thesis. In 2022, she
completed the postgraduate specialised studies "Dermatopharmacy and Cosmetology" at the
Faculty of Pharmacy and Biochemistry in Zagreb, in the framework of which she worked on
the application of bioactive molecules from by-products of the food industry in cosmetics. She
is the co-author of 7 scientific papers indexed in the Web of Science/Current Contents Connect
database, and she has presented her research results at numerous domestic and international

congresses. She participated in supervising 3 graduation and 4 final theses.

145



LIST OF AUTHOR'S PUBLICATIONS

Original scientific papers indexed in Web of Science (Current Contents Connect)

Dobroslavié¢, E., Zori¢, Z., Dragovi¢-Uzelac, V., Elez Garofuli¢, 1. (2023)
Microencapsulation of Laurus nobilis L. Leaf Extract in Alginate-Based System via
Electrostatic Extrusion. Foods, 12(17), 3242. doi: 10.3390/foods12173242

Jovié, T., Elez Garofuli¢, 1., Culina, P., Pedisi¢, S., Dobroslavié, E., Cegledi, E.,
Dragovi¢-Uzelac, V. & Zori¢, Z. (2023) The Effect of Spray-Drying Conditions on the
Characteristics of Powdered Pistacia lentiscus Leaf Extract. Processes, 11 (4), 1229, 12
doi:10.3390/pr11041229.

Dobroslavié, E., Elez Garofuli¢, I. & Ilich, J. (2023) Potential of Laurel (Laurus nobilis
L.) Leaf Polyphenols for Modulation of Body Composition. Applied sciences (Basel),
13 (4), 2275, 17 doi:10.3390/app13042275.

Dobroslavié, E., Elez Garofulié, 1., Zori¢, Z., Pedisié, S., Roje, M. & Dragovi¢- Uzelac,
V. (2023) Physicochemical Properties, Antioxidant Capacity, and Bioavailability of
Laurus nobilis L. Leaf Polyphenolic Extracts Microencapsulated by Spray Drying.
Foods, 12 (9), 1923, 18 do0i:10.3390/foods12091923.

Dobroslavié, E., Elez Garofuli¢, 1., geparovié, J., Zori¢, Z., Pedisi¢, S. & Dragovi¢-
Uzelac, V. (2022) Pressurized Liquid Extraction as a Novel Technique for the Isolation
of Laurus nobilis L. Leaf Polyphenols. Molecules, 27 (16), 5099, 13
doi:10.3390/molecules27165099.

Dobroslavié, E., Repaji¢, M., Dragovi¢-Uzelac, V. & Elez Garofuli¢, 1. (2022)
Isolation of Laurus nobilis Leaf Polyphenols: A Review on Current Techniques and
Future Perspectives. Foods, 11 (2), 235, 23 doi:10.3390/foods11020235.

Dobringi¢, A., Dobroslavié, E., Pedisi¢, S., Balbino, S., Elez Garofuli¢, 1., Coz-
Rakovac, R. & Dragovi¢-Uzelac, V. (2021) The effectiveness of the Fucus virsoides
and Cystoseira barbata fucoidan isolation as a function of applied pre-treatment and
extraction conditions. Algal research, 56, 102286, 10 doi:10.1016/j.algal.2021.102286.

Dobroslavié, E., Elez Garofuli¢, 1., Zori¢, Z., Pedisi¢, S. & Dragovi¢-Uzelac, V. (2021)
Polyphenolic Characterization and Antioxidant Capacity of Laurus nobilis L. Leaf
Extracts Obtained by Green and Conventional Extraction Techniques. Processes, 9

(10), 1840, 20 do1:10.3390/pr9101840.

Abstracts in Book of abstracts

Dobrinci¢, A., Dobroslavié, E., Cegledi, E., Elez Garofuli¢, 1. & Dragovi¢-Uzelac, V.
(2022) Influence of microwave-assisted extraction parameters onbrown algae Dictyota
dichotoma polyphenols. U: Karlovi¢, S., Dujmié, F. & Nincevi¢ Grassino, A. (ur.) The
4th International Congress on “Green Extraction of Natural Products”(GENP2022)

146



Book of Abstracts. Zagreb, Faculty of Food Technology and Biotechnology, University
of Zagreb, str. 49-49.

Dobroslavié, E., Cegledi, E., Dobrinci¢, A., Elez Garofuli¢, 1. & Dragovi¢-Uzelac, V.
(2022) Isolation of Thymus Vulgaris L. Leaf polyphenols by microwave-assisted
extraction. U: Karlovi¢, S., Dujmi¢, F. & Nincevi¢ Grassino, A. (ur.) The 4th
International Congress on “Green Extraction of Natural Products”(GENP2022) Book
of Abstracts. Pore¢, Faculty of Food Technology and Biotechnology, University of
Zagreb, str. 44-44.

Dobroslavié, E., Elez Garofuli¢, 1., Zori¢, Z., Dobrinci¢, A. & Dragovi¢-Uzelac, V.
(2022) Polyphenolic profile of bay leaves (Laurus nobilis L.)collected in two coastal
regions of Croatia. U: Komes, D. (ur.) BOOK OF ABSTRACTS 10th International
Congress of Food Technologists, Biotechnologists and Nutritionists. Zagreb, Croatian
Society of Food Technologists, Biotechnologists and Nutritionists, Zagreb, Croatia, str.
201-202.

Cegledi, E., Repaji¢, M., Marcac, N., Elez Garofuli¢, 1., Cegledi, K., Dobroslavié, E.
& Dragovi¢-Uzelac, V. (2022) Influence of temperature and carrier ratio on fennel
essential oil powder obtained by spray drying. U: Komes, D. (ur.) Book of Abstracts of
the 10th International Congress of Food Technologists, Biotechnologists and
Nutritionists. Zagreb, str. 11-12.

Dobrinci¢, A., Dobroslavi¢, E., Piasecka, 1., Cegledi, E., Zori¢, Z., Pedisi¢, S. &
Dragovi¢ Uzelac, V. (2022) Polyphenol profiles and antioxidant capacity of different
berry fruit pomace and seeds. U: Komes, D. (ur.) BOOK OF ABSTRACTS 10th
International Congress of Food Technologists, Biotechnologists and Nutritionists.
Zagreb, Hrvatsko druStvo prehrambenih tehnologa, biotehnologa i nutricionista, str.
199-200.

Dobroslavié, E., Cegledi, E., Zori¢, Z., Elez Garofuli¢, 1. & Dragovi¢-Uzelac, V.
(2022) Bioavailiability of L. nobilis leaf polyphenols encapsulated by spray-drying. U:
Svili¢ié Petrié, 1., Lebo$ Pavunc, A., Santi¢, M. & Kifer, D. (ur.) 7th Croatian Congress
of Microbiology with International Participation, Book of Abstracts. Zagreb, Hrvatsko
mikrobiolosko drustvo, str. 52-52.

Repaji¢, M., Balbino, S., Dobroslavi¢, E., Cvitkovi¢, D., Cegledi, E., Levaj, B. &
Dragovi¢-Uzelac, V. (2022) Alginate-based beads: encapsulation of sage essential oil
by electrostatic extrusion. U: Book of Abstracts of the World Aquaculture 2021.
Meérida, Meksiko, str. 205-205.

147



Balbino, S., Repaji¢, M., Dobroslavié, E., Cvitkovi¢, D., Cegledi, E., Dobrinci¢, A. &
Dragovi¢-Uzelac, V. (2022) Brown seaweed alginate as carrier for Myrtus communis
essential oil stabilization by electrostatic extrusion. U: Book of Abstracts of the World
Aquaculture 2021. Mérida, Meksiko, str. 23-23.

Cegledi, E., Dobroslavi¢, E., Dobrinci¢, A., Cvitkovi¢, D., Mrv¢ié, J. & Dragovic-
Uzelac, V. (2022) Green synthesis of silver nanoparticles using nettle (Uritca dioica
L.), myrtle (Myrtus communis L.) and bay laurel (Laurus nobilis L.) leaf extracts. U:
Radojc¢i¢ Redovnikovi¢, 1., Jakovljevi¢, T., Stojakovié, R., Erdec, D. & Damjanovi¢,
A. (ur.) Natural resources, green technology and sustainable development, Book of
abstratcs. Zagreb, Prehrambeno-biotehnoloski fakultet Sveucilista u Zagrebu, str. 133-
133.

Cegledi, E., Repaji¢, M., Marcac, N., Elez Garofuli¢, 1., Balun, M., Dobroslavié, E. &
Dragovi¢-Uzelac, V. (2022) Inkapsulacija etericnog ulja komoraca primjenom susenja
raspr§ivanjem. U: Babi¢, J. (ur.) International conference 19.Ruzicka days "TODAY
SCIENCE-TOMORROW INDUSTRY™". Osijek, str. 94-94.

Dobroslavié, E., Elez Garofuli¢, 1., Zori¢, Z., Josipovi¢, M., Kolanovi¢, D. &
Dragovié¢-Uzelac, V. (2022) INKAPSULACIJA POLIFENOLNOG EKSTRAKTA
LISTA LOVORA (Laurus nobilis L.) PRIMJENOM SUSENJA RASPRSIVANJEM I
ELEKTROSTATSKE EKSTRUZIJE. U: Babi¢, J. & Laus, L. (ur.) 19 th Ruzicka Days
TODAY SCIENCE — TOMORROW INDUSTRY. Osijek : Zagreb, Faculty of Food
Technology Osijek University of Josip Juraj Strossmayer in Osijek Croatian Society of
Chemical Engineers (CSCE), str. 97-97.

Dobrinci¢, A., Cegledi, E., Dobroslavié, E., Cvitkovi¢, D., Mrv¢i¢, J. & Dragovic-
Uzelac, V. (2022) Green synthesis of silver nanoparticles using seaweed Fucus
virosides and Cystoseira barbata extracts. U: Radoj¢i¢ Redovnikovi¢, 1., Jakovljevié,
T., Stojakovi¢, R., Erdec, D. & Damjanovi¢, A. (ur.) Natural recources, green
technology and sustainable development. Zagreb, Prehrambeno-biotehnoloski fakultet
Sveucilista u Zagrebu, str. 128-128.

Dobroslavié, E., Majeri¢, L., Repaji¢, M., Elez Garofuli¢, 1., Cvitkovi¢, D. &
Dragovi¢-Uzelac, V. (2022) Antioxidant stability of medicinal plants' hydrosols during
storage. U: Raspor, P., Vovk, I., Ovca, A., Smole MozZina, S., Butinar, B. & Jevsnik,
M. (ur.) CEFood Congress Book "Food, technology and nutrition for healthy people in
a healthy environment". Ljubljana, European Declaration on Food, Technology and
Nutrition Network, str. 70-70.

148



Levaj, B., Dobrinci¢, A., Cegledi, E., Dobroslavi¢, E., Cosié, Z., Dragovi¢- Uzelac, V.
& Repaji¢, M. (2022) Shelf-life of fresh-cut potatoes treated with laurel essential oil
during refrigerated storage. U: Raspor, P., Vovk, 1., Ovca, A., Smole Mozina, S.,
Butinar, B. & Jevsnik, M. (ur.) CEFood Congress Book "Food, technology and nutrition
for healthy people in a healthy environment". Ljubljana, European Declaration on Food,
Technology and Nutrition Network, str. 192-192.

Dobroslavié, E., Cegledi, E., Dobrinci¢, A., Elez Garofuli¢, 1., Zori¢, Z., Pedisi¢, S. &
Dragovi¢-Uzelac, V. (2022) PHENOLIC CONTENT AND ANTIOXIDANT
ACTIVITY OF CAROB(Ceratonia siliqua L.) LEAF EXTRACTS OBTAINED BY
GREEN EXTRACTION TECHNIQUES. U: Seres, Z. (ur.) Book of Abstracts of the
2nd International Conference on Advanced Production and Processing publishes
abstracts from the following fields: Innovative Food Science and Bioprocesses,
Nutraceuticals and Pharmaceuticals, Sustainable Development, Chemical and
Environmental Engineering, Materials Design and Applications, Petroleum Refining
and Production.. Novi Sad, University of Novi Sad, Faculty of Technology Novi Sad,
str. 83-83.

Dobrinci¢, A., Brunovi¢, B., Repaji¢, M., Cegledi, E., Dobroslavi¢, E., Dragovi¢-
Uzelac, V. & Levaj, B. (2022) Stability of minimally processed apple treated with laurel
(Laurus nobilis 1.) essential oil. U: Sere$, Z. (ur.) Book of Abstracts of the 2nd
International Conference on Advanced Production and Processing. Novi Sad,
University of Novi Sad, Faculty of Technology Novi Sad, str. 96-96.

Cegledi, E., Dobrinci¢, A., Dobroslavié, E., Repaji¢, M. & Dragovi¢-Uzelac, V. (2022)
Influence of solvent and material proportion during microwave-assisted extraction of
Dictoyota dichotoma and Thymus vulgaris pigments. U: Seres, Z. (ur.) Book of
Abstracts of the 2nd International Conference on Advanced Production and Processing.
Novi Sad, University of Novi Sad, Faculty of Technology Novi Sad, str. 84-84.

Dobroslavié¢, E. & Elez Garofuli¢, 1. (2021) Ekstrakcija fenolnih spojeva iz lovora
(Laurus nobilis L.) primjenom naprednih tehnika ekstrakcije. U: Loborec, J. &
Zavrtnik, S. (ur.) Zbornik sazetaka 1. znanstvene doktorske konferencije
Geotehnickoga fakulteta "Istrazivanja u inzenjerstvu okolisa". Varazdin, Geotehnicki
fakultet Sveucilista u Zagrebu, str. 18-19.

Dobroslavié, E., Elez Garofuli¢, I. & Dragovi¢-Uzelac, V. (2021) Ubrzana ekstrakcija
fenolnih spojeva iz lista lovora (Laurus nobilis L.) pri povisenom tlaku. U: Babi¢, J.,
Subari¢, D. & Jasi¢, M. (ur.) Knjiga saZetaka s 13. medunarodnog znanstveno- stru¢nog
skupa HRANOM DO ZDRAVLIJA. Osijek : Tuzla, Prehrambeno-tehnoloski fakultet
Sveucilista u Osijeku i Tehnoloski fakultet Univerziteta u Tuzli, str. 64-65.

149



Dobroslavié, E., Elez Garofuli¢, I, Zori¢, Z., Pedisi¢, S., Dobrin¢i¢, A., Dragovi¢-
Uzelac, V., Lisica, P. (2021) Isolation of bay laurel (Laurus nobilis L.) leaf polyphenols
using green extraction techniques. U: 35th EFFoST International Conference 2021
Healthy Individuals, Resilient Communities, and Global Food Security. Lausanne,
Svicarska, str. P2285-P2285.

Levaj, B., Dobrinci¢, A., Cegledi, E., Dobroslavi¢, E., Cvitkovi¢, D., Dragovi¢-Uzelac,
V. & Repaji¢, M. (2021) Fresh-cut potatoes treated with fennel essential oil: shelf-life
during refrigerated storage. U: Babi¢, J., Subarié¢, D. & Jaié, M. (ur.) Book of Abstracts
of the 13th International Scientific and Professional Conference WITH FOOD TO
HEALTH. Osijek : Tuzla, str. 152-152.

150



