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Abstract: The main focus of the current research was the characterization of the by-products from the
steam distillation of Lavandula angustifolia Mill. (LA) and Lavandula x intermedia Emeric ex Loisel (LI)
aerial parts, as they are important sources of bioactive compounds suitable for several applications in
the food, cosmetic, and pharmaceutical industries. The oil-exhausted biomasses were extracted and
the total polyphenol and flavonoid contents were, respectively, 19.22 ± 4.16 and 1.56 ± 0.21 mg/g
for LA extract and 17.06 ± 3.31 and 1.41 ± 0.10 mg/g for LI extract. The qualitative analysis by
liquid chromatography-electrospray tandem mass spectrometry (HPLC-ESI-MS) revealed that both
the extracts were rich in phenolic acids and glycosylated flavonoids. The extracts exhibited radical
scavenging, chelating, reducing activities, and inhibitory capacities on acetylcholinesterase and
tyrosinase. The IC50 values against acetylcholinesterase and tyrosinase were, respectively, 5.35 ± 0.47
and 5.26 ± 0.02 mg/mL for LA, and 6.67 ± 0.12 and 6.56 ± 0.16 mg/mL for LI extracts. In conclusion,
the oil-exhausted biomasses demonstrated to represent important sources of bioactive compounds,
suitable for several applications in the food, cosmetic, and pharmaceutical industries.

Keywords: lavender; sustainable agriculture; waste recovery; circular economy; antioxidants

1. Introduction

In March 2020, the European Commission adopted the “new circular economy ac-
tion plan”, one of the main building blocks of the “European green deal” for sustainable
growth [1]. The action plan promotes the circular economy and ensures the prevention of
waste production, supporting the regeneration of resources. The program was born to face
the increment of agricultural wastes, co-products, and by-products in Europe, which have
been esteemed to be more than 700 million tons every year [2]. In this context, the scientific
community is utilizing efforts to valorize the food and agricultural wastes, which might be
rich sources of valuable compounds. Nowadays, these wastes, also called biomasses, are
mainly used for energy recovery by producing biofuel. However, this is the less preferable
procedure to manage the biomass, according to the “waste hierarchy” proposed by the
Environmental Protection Agency (EPA) [3]. Based on the EPA’s scheme, waste reuse
and recycling are favored over recovery energy. Plant and food biomasses are rich in
polysaccharides (such as pectin and cellulose), enzymes (such as bromelain from pineap-
ples), and secondary metabolites. Secondary metabolites are essential for plant long-term
survival and can act as antimicrobial agents, protectors against predators, or attractors of
pollinators [4]. Since ancient times, the positive effects of secondary metabolites on human
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health were observed through the consumption of herbs in traditional medicine. These
compounds are usually classified according to the biosynthetic pathway, and the polyphe-
nols’ group is one of the main ones, along with alkaloids and terpenes. The polyphenols
group includes phenols, phenolic acids, flavonoids, and tannins, which are in turn classified
based on the hydroxyl groups, the number of aromatic rings, and the number of carbon
atoms [5]. Among the several beneficial activities of such compounds, the antioxidant,
anti-inflammatory, and antimicrobial are the most recognized and studied [6–10]. For
these properties, polyphenols exhibit health benefits for treating and preventing several
conditions, such as age-related diseases, heart diseases, and cancers.

Essential oils (EOs) are obtained by steam distillation of flowers, roots, leaves, and
fruit peels of aromatic plants. Due to the countless activity and properties, the EOs are
commonly used in several industrial fields. Recent reports highlighted that the global
market of the EOs is growing due to consumers’ higher attention to “green” products,
where synthetic active compounds are more and more replaced by natural compounds
in cosmetics and foods [11]. In addition, the global market is destined to grow since the
novel potentiality of the EOs is arising. Nowadays, the oil-exhausted biomass obtained
after the extraction of EOs is considered waste, mainly used for mulching in other crop
cultivations or for energy production from combustion. However, the biomass is still rich
in polyphenols which are not volatile and thus not collected in the EO. For these reasons,
the valorization of the biomasses from the production of EOs is an important issue to
promote recycling and to increase the value of these crops. Furthermore, being the majority
of the EOs approved for food flavoring, the waste and by-products of their production
can be employed in organic farming as a feed additive, according to the European Council
Regulation 2018/848 [12].

The Lavandula genus is cultivated worldwide for its EOs, which are largely employed
in cosmetics, food processing, perfumes, aromatherapy, and drugs. According to Giray’s
report, the production of lavender EOs is dynamically increasing, following today′s trend
in “natural and organic” [13].

Lavandula genus includes several species, and the most used in the industries are the
L. angustifolia (LA) and L. × intermedia (LI). Lavender can be considered one of the most
produced EO, especially in Bulgaria, France, Italy, China, and Spain [13]. Furthermore,
lavender EO is considered one of the most valuable EOs, despite numerous cases of
adulteration which led the regulatory organization to promote interventions to guarantee
their authenticity, including through the development and application of new analytical
methods in the last few years [14–20]. Indeed, lavender EOs demonstrated to be extremely
versatile due to their different biological activities. In the last decades, lavender EOs
have been demonstrated to act on the central nervous system, exerting anti-depressive,
anxiolytic, antioxidant, and anti-inflammatory effects both in humans and animals [21–26].
Furthermore, regarding the agro-food industry, these EOs showed promising antibacterial
activity on antibiotic-resistant bacteria and fungi [27,28] and exhibited pronounced effects
on different pests and weeds [29–32]. For these reasons, lavender EOs might be also
employed in food safety and stability.

Thus, the present work was focused on the characterization of the solid waste from
the steam distillation of LA and LI, as a source of bioactive compounds. Several biological
activities were evaluated to explore the potentiality of the reuse of lavender biomass. To
the best of our knowledge, this is the first study that aimed at the evaluation of the enzyme
inhibitory capability of extracts obtained from oil-exhausted lavender biomasses.

2. Results and Discussion

Lavender EOs are among the most produced EOs in Europe, and the exhausted
biomass obtained from the steam distillation is currently considered a low valuable by-
product. To promote the reuse of this agricultural waste, an extensive study of the chemical
composition and the activities of the bioactive compounds still present after the steam
distillation is required. Indeed, it is certainly worth remarking that the biomass wastes
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from the steam distillation process underwent thermal stress due to the high temperatures
employed for the extraction of the EOs. As a consequence, the bioactive compounds present
in plant biomasses might be degraded and chemically modified, resulting in a decrease in
their biological activities. For this reason, the study of the biological and chemical activities
of polyphenols extracted from lavender must be performed on oil-exhausted biomass to
demonstrate the importance and potentiality of the reuse of this waste. Thus, in the present
work, the exhausted biomasses of L. angustifolia and L. intermedia were considered as the
main characters of the research, as sources of natural bioactive compounds. In that, the
extracts of LA and LI were characterized in terms of composition and antioxidant and
inhibitory capacities against certain enzymes. The methods and results concerning the EOs
and the hydrosols obtained from the steam distillation process are fully described in the
Supplementary Materials. Specifically, the chemical composition of the Eos and hydrosols
is reported in Table S1 and Table S2, respectively.

2.1. Total Phenolic and Total Flavonoid Content

The solvent screening for the recovery of polyphenols from oil-exhausted lavender
biomasses suggested that the mixture of ethanol and water (50:50) was the optimal solvent
in terms of TPC. The yields of the dry extracts were determined by freeze-drying the liquid
extracts, obtaining 211.5 ± 7.8 mg/g e 193.0 ± 2.6 mg/g of dry extract of biomass for LA
and LI, respectively.

The estimation of the total phenolic content (TPC) and total flavonoid content (TFC)
was carried out through Folin–Ciocalteu and aluminum chlorate assays, respectively. The
two hydroalcoholic extracts did not show any significant difference in both TPC and TFC
contents (Table 1).

Table 1. Total phenolic content (TPC) and total flavonoid content (TFC) of L. angustifolia (LA) and
L. × intermedia (LI) oil-exhausted biomasses. The results are expressed as the mean ± standard
deviation of mg equivalents of gallic acid (GAE) and quercetin (QE) respectively per g of biomass
(three extracts for each biomass). The TPC and TFC were calculated also as a percentage (w/w) in the
dry extract.

Residual Material LA LI

TPC (mg GAE/g) 19.22 ± 4.16 17.06 ± 3.31
TPC % (GAE dry extract) 9.09 ± 0.33 8.84 ± 0.12

TFC (mg QE/g) 1.56 ± 0.21 1.41 ± 0.10
TFC % (QE/dry extract) 0.74 ± 0.03 0.73 ± 0.01

The TFC represented about 8% of the TPC in both lavender extracts. In the literature,
different results on the Lavandula genus can be observed, and the diversity might be due to
several factors.

As an example, Spiridon et al. reported higher values for the alcoholic extract
from Lavandula angustifolia leaves and flowers. The TPC and TFC were found to be
50.6 ± 3.16 mg GAE/g and 27.6 ± 3.42 mg Rutin equivalent/g, respectively [33]. On the
other hand, Duda et al. (2015) showed similar TPC and TFC results by studying the whole
biomass of L. angustifolia harvested in two different phenological periods (the beginning
of flowering and the full bloom). They observed a TPC of between 12.44 and 18.16 mg
GAE/g, and a TFC between 3.37 and 4.85 mg QE/g dry plant [34]. These differences might
be due to the part of the biomass considered in the study. Indeed, by comparing the results
from these studies, the leaves and the flowers of lavender seem to be richer in polyphenols
than stems, which are evaluated in the extraction of the entire biomass. In addition, it has
been reported that the TPC of lavender is strongly affected by the species, harvest time,
growing conditions of the crops, and plant age.

By comparing the results obtained in this study with other works concerning lavender
wastes from the distillation process, Turrini et al. observed higher levels of both TPC and TFC
(40.15 ± 0.04 mg GAE/g and 4.72 ± 3.56 mg QE/g, respectively) in Lavandula angustifolia
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biomass after pulsed ultrasound-assisted extraction [35]. On the contrary, Slavov et al.
noticed lower TPC that ranged from 7.52 and 10.75 mg GAE/g in Bulgarian lavender
(Lavandula angustifolia) waste [36]. Moreover, the obtained values were higher than those
obtained in the research conducted by Méndez-Tovar et al. on the Lavandula latifolia EO
distillation by-product. The TPC content in the studied samples varied between 1.89 ± 0.09
and 3.54 ± 0.22 mg GAE/g of dry flowers [37].

The dry extracts contained about 9% and 0.7% of TPC and TFC, respectively. These
results suggested that the majority of the extracts were composed of other substances, such
as fibers, lignin, organic acids, triterpenoids, and sugars [38,39].

2.2. LC−ESI−MS and MS/MS Analysis

To understand the composition of lavender extracts, an LC-ESI-MS analysis was car-
ried out. The detected compounds in the hydroalcoholic extract of the residual plant
material were identified using data acquired by LC-ESI-MS of the parent ions and data-
dependent MS/MS fragmentation. A typical chromatogram of lavender extracts is dis-
played in Figure 1. The retention times, molecular ions, fragmentation patterns, tentative
identifications, molecular weights, and formulas are illustrated in Table 2. LC-ESI-MS and
MS/MS analyses allowed the detection of the molecular ion for each compound and pro-
duced the fragmentation in negative mode. Chlorogenic acid, caffeic acid, 4-coumaric acid,
ferulic acid, rosmarinic acid, luteolin, and apigenin standard compounds were used for
the identification of the aglycones. The tentative identification of glycosides was supposed
basing only on the fragmentation of precursor ions.
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Figure 1. LC-MS base peak chromatogram of Lavandula angustifolia hydroalcoholic extract.

In general, the LA extract exhibited a higher abundance of phenolic acids and flavonoids.
The main compounds found in the extracts were also reported by other authors [35,38,39].

Among the phenolic acids, the most abundant were the derivatives of caffeic acid,
p-coumaric acid, ferulic acid, and rosmarinic acid. Compound 1 was identified as caf-
feoyl aspartic acid due to the fragment at m/z 179 with a relative loss of 115 Da, which
corresponds to the aspartic acid moiety [40]. Compound 2 was recognized as danshensu
(3,4-dihydroxyphenyl lactic acid), the derivative of caffeic acid, which showed the precursor
ion of m/z 197 and the fragments m/z 178.9 and 135, caused by the loss of hydroxylic
(18 Da) and carboxylic (44 Da) groups, respectively [41]. Compounds 4, 8, and 6, 11 were
classified as hexose-derivative of p-coumaric acid and ferulic acid, respectively, due to the
loss of a glucosyl moiety (162 Da) and the characteristic fragment at m/z 119 and m/z 149
(loss of a carboxylic group, 44 Da) [42]. Finally, the unprotonated molecular ion at m/z
359.1 was identified as rosmarinic acid (compound 19). The fragments at m/z 196.9 and
178.9 were related to the loss of danshensu and caffeic acid moieties, while the fragment at
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m/z 160.9 to the following loss of one water molecule [43]. Compound 22 was tentatively
identified as a derivative of rosmarinic acid due to the presence of the fragments m/z 179
and 135 [44,45].

Table 2. LC-ESI-MS and MS/MS data (negative ionization mode) of the tentatively identified
compounds in L. angustifolia (LA) and L. intermedia extracts. The symbols “+” and “−” indicate the
presence or the absence of the compounds in the extracts.

Peak
Number Rt (min) Tentative Identification [M-H]− (m/z) Fragments (m/z) Molecular

Weight (g/mol) LA LI

1 2.3 Caffeoyl aspartic acid 294.1 179.0 295.24 + −

2 4.2 Danshensu 395.0 (2M-H), 197.0 178.9, 135.0 198.17 + +

3 4.9 Unknown 501.0 336.9, 295.0 + +

4 6.5 p-coumaric acid hexose 651.3 (2M-H), 325.0 162.9, 119.0 326.10 + +

5 8.2 Unknown 387.2 369.2, 207.0 + +

6 8.9 Ferulic acid hexose 711.3 (2M-H), 355.1 192.9, 148.9 356.32 + +

7 11.5 Unknown 351.0 248.9, 231.0, 177.0, 113.0 + −

8 13.3 p-coumaric acid hexose 651.0 (2M-H), 325.1 162.9, 119.0 326.10 + −

9 14.7 Luteolin 7-O-diglucuronide 637.2 461.1, 284.9 638.11 + −

10 15.5 Apigenin 7-O-diglucuronide 621.0 445.1, 268.9 622.12 + −

11 18.4 Ferulic acid hexose 711.0 (2M-H), 355.1 192.9, 149.0 356.32 + +

12 19.2 Unknown 521.2 358.9, 229.0, 285.0 + −

13 20.7 Quercetin hexose 463.0 301.0, 178.9 464.09 + −

14 21.0 Luteolin/kaempferol hexose 447.2 284.9 448.10 + +

15 21.5 Unknown 441.2 395.3, 262.9 + +

16 22.3 Luteolin/kaempferol
glucuronide 461.1 284.9 462.40 + +

17 23.7 Quercetin 3-O-rhamnoside 447.1 300.9, 151.0 448.10 + −

18 24.3 Apigenin 7-O-glucoside 431.2 269.0 432.40 + +

19 25.8 Rosmarinic acid 359.1 222.8, 196.9, 178.9,
160.9, 360.31 + +

20 26.7 Luteolin/kaempferol
glucuronide 461.0 285.0 462.40 + +

21 27.2 Apigenin 7-O-glucurunide 445.1 269.0, 174.9 446.40 + +

22 30.5 Rosmarinic acid methylester 373.0 178.9, 135.0 374.30 + −

23 31.9 Kaempferol/Luteolin 285.1 254.8, 226.9 286.05 + −

24 33.4 Unknown 493.0 295.0, 269.1 + +

25 33.9 Unknown 618.4 582.4, 462.3 + −

26 35.3 Quercetin hexose 463.2 301.0 464.09 + +

27 36.6 Unknown 507.3 345.2, 299.2 + +

28 37.9 Unknown 329.2 221.0, 193.0, 170.9 + +

29 39.1 Ellagic acid 301.2 283.4 302.19 + −

30 39.6 Unknown 287.2 269.1 + −

31 44.4 Unknown 307.2 289.0, 235.0, 185.0 + −

32 51.0 Unknown 309.2 291.1, 208.9, 184.9 + −

33 53.9 Unknown 487.5 469.4 + −

Regarding the flavonoids, the identified compounds were derivatives of quercetin,
apigenin, luteolin/kaempferol. Luteolin and kaempferol could not be distinguishable
due to the same fragmentation patterns. The derivatives were identified due to the loss
of glucosidic (162 Da), rhamnosidic (146 Da), and glucuronic (176 Da) moieties. The
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aglycones were classified based on the characteristic product ions. Luteolin and kaempferol
derivatives exhibited the fragment at m/z 284.9 [42], quercetin—fragments at m/z 301, 179,
and 151 [46], and apigenin—fragments m/z 289 and 175 [47]. Finally, compound 29 was
tentatively identified as ellagic acid, due to the precursor ion at m/z 301 and the product
ion at m/z 283 [48].

2.3. Antioxidant Activity

The antioxidant properties of the two extracts were evaluated by calculating the direct
neutralization of free radicals generated by DPPH, and the prooxidant activities related to
the interaction with iron ions. The prooxidant activity is exerted by the chelation of iron (II)
and the reduction of iron (III), both involved as a catalyst in the Fenton reaction. Indeed,
the chelation or reduction of iron ions prevents the conversion of hydrogen peroxide
to hydroxyl radicals [49]. The IC50 values of the DPPH inhibition were 0.17 ± 0.02 and
0.17 ± 0.01 mg of biomass for LA and LI, respectively. The amount of the standard reference
Trolox that gave the same inhibition was 16.40 ± 0.41 µg. Regarding the iron chelation,
the IC50 values were 22.17 ± 0.42 mg of biomass, 15.77 ± 0.10 mg, and 33.00 ± 0.34 µg of
biomass from LA and LI, and EDTA, respectively. The reducing power of the extracts was
calculated as described in the Methods section and was esteemed equal to that obtained by
the AA solutions at a concentration of 0.313 ± 0.014 and 0.261 ± 0.010 mg/mL for LA and
LI, respectively.

To evaluate the antioxidant strength of lavender biomasses, the mg equivalents of the
references per gram of biomass were calculated (Table 3).

Table 3. Antioxidant activities of hydroalcoholic extracts of L. angustifolia and L. × intermedia expressed
as the mean ± standard deviation milligrams of positive control per gram of lavender biomass. The
results were obtained from three independent experiments on the replicates of the extracts.

LA LI

Antiradical activity 94.17 ± 6.29 mg eqT/g 94.51 ± 2.85 mg eqT/g
Chelation activity 1.49 ± 0.03 mg eqEDTA/g 2.10 ± 0.13 mg eqEDTA/g

Fe3+ reduction capacity 89.36 ± 3.92 mg eqAA/g 74.53 ± 2.74 mg eqAA/g
T, Trolox; AA, ascorbic acid.

The results highlighted the marked antioxidant properties of the extracts of lavender
biomasses. This evidence was in contrast to Miliauskas et al.’s findings, where acetone ex-
tract of LA did not exhibit remarkable antioxidant activities [50]. Conversely, several other
authors highlighted strong dose-dependent scavenging, chelating, and reducing activities
of lavender and lavandin extracts [35,36,51,52]. Specifically, the two lavenders exhibited
similar free scavenging activities, while the chelating and reducing activities demonstrated
opposite trends. LA showed a significantly higher content of eqAA/g (p < 0.0001), suggest-
ing a greater capability in reducing ferric ions, as reported by Blažeković et al. [53]. The
higher activity of LA compared to LI in oxidation–reduction reactions resulted in an agree-
ment with the greater total phenolic content (Table 1). In addition, besides the phenolic
acids and flavonoids, several other compounds might contribute to the antioxidant power
of the extracts, such as organic acids which have been reported in the Lavandula genus [39].
On the contrary, LI exhibited a significantly higher activity (p < 0.01) in chelating ferrous
ions, correlated to the major content of eqEDTA/g. Similar evidence was also reported by
Robu et al., where LI biomass displayed a greater chelating activity than LA biomass [54].
This result might be due to the major concentration of polyphenols with more than one
chelating site or with greater stability constants of the complex. Indeed, the metal chelation
potential of polyphenols is strongly related to the catechol moieties and the combination
of hydroxyl and carbonyl groups, characteristic of the flavonoid structure [55]. Therefore,
even though the TPC and TFC of LI were slightly smaller than LA, these results suggested
the presence of a higher concentration of stronger chelating polyphenols, such as rosmarinic
acid, luteolin, and kaempferol.
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2.4. In Vitro Acetylcholinesterase (AChE) and Tyrosinase Inhibition Assay

Nowadays, with cholinesterase inhibition being the most widely used approach for the
treatment of Alzheimer’s disease, several efforts have been made to discover new sources
of inhibitors. Different plants have been tested to understand their effects on AChE [56–58].
Indeed, flavonoids and phenolic acids have been reported to fit into the gorge of the active
site of the enzyme [59]. Furthermore, these compounds demonstrated strong tyrosinase
inhibiting properties, conferring them with features for several applications in the food,
cosmetic, and pharmaceutical industries [60–62]. Indeed, tyrosinase is a widespread en-
zyme in food, fungi, bacteria, and animals. Tyrosinase is the enzyme responsible for food
browning, and in humans, it causes melanogenesis and skin pigmentation [62].

The freeze-dried extracts of LA and LI were tested to evaluate their anti-cholinesterase
and anti-tyrosinase activities (Table 4). Both extracts were demonstrated to be effective in
the inhibition of the enzymes. In particular, LA extracts showed significantly lower IC50
values than LI extracts, suggesting a stronger inhibition capability (p < 0.01 and 0.001 for
AChE and tyrosinase, respectively). The higher inhibition capacity of the LA extract might
be related to the highest content of both polyphenols and flavonoids.

Table 4. Acetylcholinesterase (AChE) and tyrosinase inhibition activities of L. angustifolia (LA) and
L. × intermedia extracts, and reference inhibitors galantamine and kojic acid. The results are expressed
as the mean ± standard deviation of IC50 values. The results were obtained from three independent
experiments on the replicates of the extracts.

AChE Tyrosinase

LA 5.35 ± 0.47 mg/mL 5.26 ± 0.02 mg/mL
LI 6.67 ± 0.12 mg/mL 6.56 ± 0.16 mg/mL

Galantamine 18.83 ± 1.05 µg/mL -
Kojic acid - 18.13 ± 0.45 µg/mL

In the literature, the studies that aimed at evaluating the activity of Lavandula on
AChE employed the whole fresh aerial parts of the plant to prepare the extracts. Thus,
the extracts were composed of both volatile terpenes and polyphenols. No studies aimed
at the evaluation of the inhibitory activity of lavender biomasses that were subjected
to steam distillation prior to the extraction of polyphenols. With terpenes from EOs
being well-recognized AChE inhibitors [63–65], a direct comparison with the results of
other authors might be difficult. Vladimir-Knežević and co-authors evaluated the anti-
cholinesterase capacity of ethanolic extracts of medicinal plants from Lamiaceae family. In
their work, Lavandula angustifolia showed inhibition of 50% at a concentration of 1 mg/mL,
while galantamine exhibited an IC50 value of 0.122 µg/mL. In addition, the authors
highlighted the essential role of certain polyphenols in the inhibition in combination with
the terpenes of the EOs [66]. In another report, Costa et al. affirmed that supercritical
fluid extracts of Lavandula viridis exerted an IC50 value of 1.975 mg/mL, proving a central
role of the monoterpenes of the EO. In their study, the author stated that the IC50 of the
reference standard galantamine was 2.20 µg/mL under the same test condition of L. viridis
extract [67].

Regarding the anti-tyrosinase activity of Lavandula extracts, no studies aimed at the
evaluation of the activity of extracts obtained from by-products of the steam distillation.
The only study present in the literature considered the whole fresh plant. Hsu and co-
workers tested water extracts of different species of Lavandula, demonstrating that the
strength of the inhibition was species dependent. Furthermore, in contrast with our results,
all the inhibitory capacities of the extracts were impaired by the freeze-drying process. The
authors explained this evidence by suggesting that the inhibitory effects of the extracts
were related to the action of the enzyme polyphenol esterase, which degraded during the
drying process [68].



Molecules 2022, 27, 1613 8 of 15

3. Materials and Methods
3.1. Sample Materials and Chemicals

One sample of Lavandula angustifolia and one sample of Lavandula x intermedia culti-
var “Grosso” aerial parts were provided from two different farms located in the Italian
Tuscan-Emilian Apennines (9X4J + 7W map and 7XWH + 3F map, respectively). The aerial
parts of the plants were hand-picked when the inflorescences were in full blooming during
summer 2021. 1,1-diphenyl-2-picrylhydrazyl (DPPH•), quercetin, gallic acid, sodium sul-
phate (Na2SO4), ferrozine, iron (III) and iron (II) chlorides, ethylenediaminetetraacetic acid
(EDTA), ascorbic acid, 6-hydroxy-2,5,7,8-tetramethylchroman-2-carboxylic acid (Trolox),
trichloroacetic acid, potassium ferricyanide, Folin–Ciocalteu reagent, acetylcholinesterase
(AChE) (electric eel, E.C. 3.1.1.7, type VI-S), acetylthiocholine iodide (ATCI), 5,5′-dithiobis
(2-nitrobenzoic acid) (DTNB), galantamine hydrobromide, tyrosinase (mushroom, E.C.
1.14.18.1), L-tyrosine, kojic acid, aluminum chloride, and C8–C40 n-alkanes were purchased
from Sigma-Aldrich (Milan, Italy).

Acetonitrile (ACN), acetic acid (HAc), ethylacetate (EtOAc), n-hexane (Hex), and
ethanol were of LC–MS purity grade (Sigma-Aldrich) (Milan, Italy).

3.2. Lavender Steam Distillation

The EOs from lavenders were extracted from fresh aerial parts by steam distillation
according to the European Pharmacopoeia X Ed., as described in our previous work [69].
Briefly, about 400 g of flowers was steam distilled for 1 h by a stainless-steel distiller
coupled with a Clevenger-type apparatus (Albrigi Luigi s.r.l., Stallavena, VR, Italy). The EO
collected was separated from hydrosol and measured on an analytical scale. The percent
yield of the EOs was calculated as the weight of oil per weight of fresh lavender flowers.
The EOs were stored at 4 ◦C until analysis. The oil-exhausted biomasses were collected
and dried at room temperature.

3.3. Plant Material and Extraction Procedure

The extraction was performed by dynamic maceration, and several extracting solvents
or solvent mixtures were tested (ethanol, methanol, water, ethyl acetate, and hydroalcoholic
solutions at different ratios). The optimal solvent was selected based on the efficiency in
recovering polyphenols, quantified by Folin–Ciocalteu method as described below. Briefly,
3.5 g of oil-exhausted aerial parts was extracted by dynamic maceration with 40 mL of the
extracting solvent. The solution was filtered into a volumetric flask and the biomass was
extracted two more times with 35 mL of the same solvent. The filtrates were adjusted at a
final volume of 100 mL and stored at 4 ◦C. The extraction was performed in triplicate. For
the enzymatic assays, the ethanol was removed under vacuum and the remaining aqueous
suspension was freeze-dried (Lio 5P, CinquePascal, Milan, Italy). The extracts obtained
by the optimal solvent (ethanol 50%) for the recovery of polyphenols were used for the
following analyses.

3.4. Total Polyphenolic and Flavonoid Content

The total polyphenolic content (TPC) in each Lavandula oil-exhausted biomass was
determined by Folin–Ciocalteu method. Briefly, 50 µL of the extract was mixed with 2.5 mL
of 10% Folin−Ciocalteu reagent. Then, 2 mL of Na2CO3 saturated solution was added
and the reaction mixture was incubated at 50 ◦C for 15 min. Finally, the absorbance of the
solution was measured at 760 nm by using a UV/Vis spectrophotometer (UVmini-1240;
Shimadzu Corp., Kyoto, Japan). The concentration of total polyphenolic compounds was
calculated by using a standard curve prepared with gallic acid solutions (Figure S1A). The
total polyphenolic content was expressed as milligrams of gallic acid equivalents (GAE) per
gram of lavender flowers. The results were expressed as the mean ± standard deviation
calculated from the results obtained in duplicate for each replicate of extract (n = 3).

The total flavonoid content (TFC) was determined according to the aluminum chloride
method in each Lavandula oil-exhausted biomass. Briefly, 100 µL of the sample was mixed
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with 1.9 mL of ethanol and 2 mL of 2% AlCl3 solution. The reaction mixture was incubated
for 30 min at room temperature in the dark and the absorbance was measured at 420 nm by
a UV/Vis spectrophotometer (UVmini-1240). The concentration of total flavonoids was
determined by using a standard curve prepared with quercetin solutions (Figure S1B). The
total flavonoid content was expressed as milligrams of quercetin equivalents (QE) per gram
of lavender aerial parts. The results were expressed as the mean ± standard deviation
calculated from the results obtained in duplicate for each replicate of extract (n = 3).

3.5. Identification of Polyphenols by LC−ESI−MS and MS2

The liquid extracts were properly diluted and analyzed for the identification of the
active compounds.

The LC-ESI-MS and MS2 analyses were carried out using an Agilent Technologies
modular 1200 system coupled to an Agilent 6310A ion trap mass analyzer with an ESI ion
source (Agilent, Waldbronn, Germany). HPLC analyses were performed on an Ascentis
C18 column (250 mm × 4.6 mm I.D., 5 µm, Supelco, Bellefonte, PA, USA), with a mobile
phase composed of (A) 0.3% acetic acid in water and (B) ACN. The gradient elution was
set as follows: 0 min, 17% (B); 35 min, 23% (B); 52 min, 49% (B). The flow rate was set
at 1 mL/min and the injection volume was 20 µL. The ESI source operated in negative
ionization mode and the experimental parameters were set as follows: the capillary voltage
was 3.5 kV, the nebulizer (N2) pressure was 32 psi, the drying gas temperature and flow
were 350 ◦C and 10 L/min, respectively, and the skimmer voltage was 40 V.

Agilent 6300 Series Ion Trap LC/MS system software (version 6.2) was used for
instrument control, data acquisition, and qualitative analysis. The mass spectrometer was
operated in full-scan mode in the m/z range 200–1200. MS2 spectra were automatically
performed by using the SmartFrag function with helium as the collision gas in the m/z
range 50–1500.

3.6. Evaluation of Antioxidant Activity

The antioxidant activities were evaluated on the three different extracts obtained from
each Lavandula oil-exhausted biomass.

3.6.1. Determination of DPPH Free Radical-Scavenging and Fe2+ Chelating Activities

For the DPPH free radical-scavenging activity, the freshly prepared extracts were
diluted (1:10) with water:ethanol (50:50) solution and different aliquots of the obtained
solution (ranged from 50 µL to 1.2 mL) were further diluted with ethanol to a final volume
of 2.7 mL directly in a cuvette. To each extract dilution, 300 µL of 0.04% DPPH ethanolic
solution was added and the reaction mixtures were left to stand at room temperature
for 15 min in the dark. The DPPH solution was freshly prepared daily and stored in a
flask covered with aluminum foil in the dark at 4 ◦C. A DPPH control sample (containing
2.7 mL of ethanol and 300 µL of DPPH solution) was prepared and measured daily. Finally,
the absorbances were measured at 517 nm against blank extracts (without the addition
of DPPH) by using a UV/Vis spectrophotometer (UVmini-1240, Shimadzu Corp., Kyoto,
Japan). Ethanolic solutions with different Trolox concentrations (ranged from 0.2 to 1.6 mM)
were analyzed as a positive control.

For the determination of Fe2+ Chelating activity, to different aliquots (0.1–1.2 mL) of
freshly prepared extracts, 200 µL of 2 mM FeCl2 solution and 200 µL of 5 mM ferrozine
solution were added. The solutions were diluted with MilliQ water to 10 mL in a volumetric
flask and left to stand at room temperature for 10 min. The control sample was prepared
in the same manner without the addition of the extract. Finally, the absorbances were
measured at 562 nm against blank extracts (without the addition of FeCl2 and ferrozine
solutions) by using a UV/Vis spectrophotometer (UVmini-1240). EDTA was selected as
positive control and different concentration (0.25–1.00 mg/mL) were analyzed.
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The DPPH scavenging and metal chelating effects were calculated as follows:

(inhibition %) =

(
AControl − ASample

)
AControl

× 100 (1)

where AControl is the absorbance of the control reaction and Asample is the absorbance of the
sample. The free radical scavenging and the metal-chelating capacities were expressed by
IC50 values extrapolated from the dose–response curves.

3.6.2. Reducing Power Activity

The reducing power activity was performed according to the method by Papotti
et al. with slight modifications [70]. The freshly prepared extracts were diluted (1:10) with
water:ethanol (50:50) solution and different aliquots of the obtained solution (ranged from
100 to 500 µL) were further diluted with the same solvent up to 500 µL. Then, 2.5 mL of
phosphate buffers solution (pH 6.6) and 2.5 mL of potassium ferricyanide 1% solution were
added, and the solutions were incubated at 50 ◦C. After 20 min, 2.5 mL of trichloroacetic
acid 10% solution, 8 mL of water, and 1.6 mL of Iron (III) chloride 0.1% solution were added.
Finally, 2 mL of the solutions was diluted with 2 mL of water, and the absorbances were
measured at 700 nm. The slope of the dose–response curves indicated the reducing power of
the extracts. Solutions of ascorbic acid (AA) with different concentrations (100–750 µg/mL)
were prepared and analyzed as described above. The slope of the dose–response curves
obtained for each ascorbic acid solution was plotted against the concentration, and the
equation of the linear regression curve was used to determine the reducing power of the
extracts in terms of concentration of AA.

3.7. Acetylcholinesterase and Tyrosinase Inhibitory Assays

The freeze-dried extracts of biomass of LA and LI (three replicates for each biomass)
were dissolved in PBS at the concentration of 10 mg/mL and different dilutions were
prepared in the range of 0.5–10.0 mg/mL. For the inhibition of AChE, the extracts and
reagents were solubilized in PBS 100 mM at pH 8. For the inhibition of tyrosinase, PBS
20 mM at pH 6.8 was employed to prepare the solutions.

The capacity of the extract in inhibiting AChE was evaluated according to Costa et al.
with minor modifications [67]. The reaction solution was prepared by mixing 1 mL of DTNB
15mM, 200 µL of ATCI 3mM, 400 µL of PBS, and 200 µL of inhibitor solution (or PBS in
the case of the enzymatic control) into a 1 mL cuvette. Then, 200 µL of AChE 0.115 U/mL
was added, and the reaction was monitored for 5 min by recording the absorbance at
405 nm every 14 s using a UV/vis spectrophotometer (Jasco V-730, Easton, MD, USA). The
absorbances were recorded against a blank solution composed of all the reactive without
the enzyme. Galantamine was selected as a reference inhibitor and was tested in the range
of 7–170 µg/mL under the same operative conditions.

The inhibition of tyrosinase was evaluated according to Fiocco et al. with minor
changes [71]. The reaction solution was prepared by mixing 250 µL of tyrosine 1.66 mM,
700 µL of PBS (20 mM, pH 6.8), and 200 µL of inhibitor solution (or PBS in the case of the
enzymatic control) in a 1 mL cuvette. Then, 300 µL of tyrosinase 170 U/mL was added,
and the reaction was monitored for 40 min by recording the absorbance at 475 nm every
14 s. Kojic acid was selected as a reference inhibitor and was tested in the range 7–70 µg/mL
under the same operative conditions.

For both assays, the velocities (slopes, OD/min) of the reactions were calculated for
each inhibitor concentration tested, and the inhibition percentage was calculated as follows:

inhibition % =
(SlopeCTRL − Slopeinhibitor)

SlopeCTRL
× 100 (2)
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where SlopeCTRL and Slopeinhibitor are the velocities of the enzyme in the absence or pres-
ence of the inhibitor, respectively. The percentages of inhibition were plotted against the
concentrations of the inhibitor and the curve was fitted to calculate the IC50 value.

3.8. Statistical Analysis

Student’s t-test was used to highlight significant differences between the two lavenders
(p < 0.05).

4. Conclusions

The antioxidant and enzyme inhibitory capabilities of Lavandula extracts have been
extensively studied in the last few decades. Thus, it is well known that the aerial parts
of the Lavandula species are important sources of polyphenols with countless activities.
However, to promote the reuse and valorization of agricultural wastes from the production
of lavender EOs, studies focusing on the characterization of oil-exhausted biomasses are
required. Indeed, during the steam distillation process, the aerial parts of lavender are
subjected to high temperatures for hours, causing the partial degradation and deactivation
of polyphenols. In the present work, L.angustifolia and L. intermedia oil-exhausted biomasses
were demonstrated to represent an interesting source of bioactive compounds, even though
they might have been partially lost during the steam distillation process. The selected
method of extraction of the oil-exhausted biomasses proved to be a promising strategy
for the recovery of polyphenols by using food-grade solvents (ethanol and water), also
applicable on a large scale. Several properties of lavender extracts from oil-exhausted
biomass have been demonstrated, and for the first time, their enzyme inhibitory effects
were evaluated. These results confer to these extracts their suitability in different fields.
Indeed, the antioxidant and anti-tyrosinase activities might be exploited in the food and
cosmetic industries to prevent the browning and degeneration of active compounds and
ameliorate the conservation of the final products. Furthermore, these extracts might be used
by the pharmaceutical industry also due to their anti-enzymatic capabilities demonstrated
here. In that, they might represent a valid therapeutic alternative for the prevention and
treatment of Alzheimer’s disease, hyperpigmentation, and other chronic diseases where
radicals play a central role.

Supplementary Materials: The following supporting information can be downloaded at; Table S1:
Semi-quantitative results of the percent chemical composition of LA and LI EOs.; Table S2: Semi-
quantitative results of the percent chemical composition of LA and LI hydrosols; Figure S1. Calibration
curves of gallic acid (A) and quercetin (B) employed for determining the content of polyphenols and
flavonoids in the extracts [69,72–83].

Author Contributions: Conceptualization, S.B., D.B. and E.T.; methodology, G.R., L.T., E.T. and
M.A.C.; software, E.T.; validation, G.R., M.A.C. and E.T.; investigation, G.R., M.A.C. and E.T.;
resources, S.B.; data curation, E.T., S.B. and D.B.; writing—original draft preparation, E.T. and M.A.C.;
writing—review and editing, E.T., S.B. and D.B.; supervision, S.B.; project administration, S.B.;
funding acquisition, S.B. All authors have read and agreed to the published version of the manuscript.

Funding: E54I19002010007: AROMA: 2019 Interdisciplinary project funded by Fondazione Cassa
Risparmio Modena and University of Modena and Reggio Emilia.

Institutional Review Board Statement: Not applicable.

Informed Consent Statement: Not applicable.

Data Availability Statement: The data presented in this study are available on request from the
corresponding author.

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

Sample Availability: Samples of the Lavandula x intermedia cultivar “Grosso” and Lavandula angustifolia
aerial parts and related biomass are available from the authors.



Molecules 2022, 27, 1613 12 of 15

References
1. European Commission European Commission Website. Available online: https://eur-lex.europa.eu/legal-content/EN/TXT/

?qid=1583933814386&uri=COM:2020:98:FIN (accessed on 24 January 2022).
2. Diacono, M.; Persiani, A.; Testani, E.; Montemurro, F.; Ciaccia, C. Recycling agricultural wastes and by-products in organic

farming: Biofertilizer production, yield performance and carbon footprint analysis. Sustainability 2019, 11, 3824. [CrossRef]
3. The NSW Environment Protection Authority Website. Available online: https://www.epa.nsw.gov.au/your-environment/%0

Arecycling-and-reuse/warr-strategy/the-waste-hierarchy (accessed on 5 October 2021).
4. Demain, A.L.; Fang, A. The natural functions of secondary metabolites. In History of Modern Biotechnology, I.; Fiechter, A., Ed.;

Springer: Berlin, Germany, 2000; Volume 69, pp. 1–39.
5. Hussein, R.A.; El-Anssary, A.A. Plants Secondary Metabolites: The Key Drivers of the Pharmacological Actions of Medicinal

Plants. In Herbal Medicine; Builders, P., Ed.; IntechOpen: London, UK, 2018; ISBN 978-1-78984-783-3.
6. Singh, A.; Yau, Y.F.; Leung, K.S.; El-Nezami, H.; Lee, J.C.Y. Interaction of Polyphenols as Antioxidant and Anti-Inflammatory

Compounds in Brain–Liver–Gut Axis. Antioxidants 2020, 9, 669. [CrossRef] [PubMed]
7. Fratianni, F.; Cozzolino, A.; de Feo, V.; Coppola, R.; Ombra, M.N.; Nazzaro, F. Polyphenols, Antioxidant, Antibacterial, and

Biofilm Inhibitory Activities of Peel and Pulp of Citrus medica L., Citrus bergamia, and Citrus medica cv. Salò Cultivated in Southern
Italy. Molecules 2019, 24, 4577. [CrossRef] [PubMed]

8. Papuc, C.; Goran, G.V.; Predescu, C.N.; Nicorescu, V.; Stefan, G. Plant Polyphenols as Antioxidant and Antibacterial Agents for
Shelf-Life Extension of Meat and Meat Products: Classification, Structures, Sources, and Action Mechanisms. Compr. Rev. Food Sci.
Food Saf. 2017, 16, 1243–1268. [CrossRef]

9. Khomsi, M.E.; Imtara, H.; Kara, M.; Hmamou, A.; Assouguem, A.; Bourkhiss, B.; Tarayrah, M.; Alzain, M.N.; Alzamel, N.M.;
Noman, O.; et al. Antimicrobial and Antioxidant Properties of Total Polyphenols of Anchusa italica Retz. Molecules 2022, 27, 416.
[CrossRef]

10. Cory, H.; Passarelli, S.; Szeto, J.; Tamez, M.; Mattei, J. The Role of Polyphenols in Human Health and Food Systems: A Mini-Review.
Front. Nutr. 2018, 5, 87. [CrossRef]

11. Ahuja, K.; Singh, S. Essential Oils Market Outlook Report 2026|Growth Statistics. Available online: https://www.gminsights.
com/industry-analysis/essential-oil-market (accessed on 23 December 2021).

12. European Parliament European Council Regulation (EU) 2018/848 of the European parl of 30 May 2018 on organic production
and labelling of organic products and repealing Council Regulation (EC) No 834/2007. Off. J. Eur. Communities 2018, 150, 1–92.

13. Giray, F.H. An Analysis of World Lavender Oil Markets and Lessons for Turkey. J. Essent. Oil Bear. Plants 2019, 21, 1612–1623.
[CrossRef]

14. Truzzi, E.; Marchetti, L.; Bertelli, D.; Benvenuti, S. Attenuated total reflectance–Fourier transform infrared (ATR–FTIR) spec-
troscopy coupled with chemometric analysis for detection and quantification of adulteration in lavender and citronella essential
oils. Phytochem. Anal. 2021, 1–14. [CrossRef]

15. Truzzi, E.; Marchetti, L.; Benvenuti, S.; Ferroni, A.; Rossi, M.C.; Bertelli, D. Novel Strategy for the Recognition of Adulterant
Vegetable Oils in Essential Oils Commonly Used in Food Industries by Applying 13C NMR Spectroscopy. J. Agric. Food Chem.
2021, 69, 8276–8286. [CrossRef]

16. Truzzi, E.; Marchetti, L.; Benvenuti, S.; Righi, V.; Rossi, M.C.; Gallo, V.; Bertelli, D. A Novel qNMR Application for the
Quantification of Vegetable Oils Used as Adulterants in Essential Oils. Molecules 2021, 26, 5439. [CrossRef] [PubMed]

17. Capetti, F.; Marengo, A.; Cagliero, C.; Liberto, E.; Bicchi, C.; Rubiolo, P.; Sgorbini, B. Adulteration of Essential Oils: A Multitask
Issue for Quality Control. Three Case Studies: Lavandula angustifolia Mill., Citrus limon (L.) Osbeck and Melaleuca alternifolia
(Maiden & Betche) Cheel. Molecules 2021, 26, 5610. [CrossRef] [PubMed]

18. Wang, M.; Zhao, J.; Ali, Z.; Avonto, C.; Khan, I.A. A novel approach for lavender essential oil authentication and quality
assessment. J. Pharm. Biomed. Anal. 2021, 199, 114050. [CrossRef]

19. Dubnicka, M.; Cromwell, B.; Levine, M. Investigation of the Adulteration of Essential Oils by GC-MS. Curr. Anal. Chem. 2019, 16,
965–969. [CrossRef]

20. Beale, D.J.; Morrison, P.D.; Karpe, A.V.; Dunn, M.S. Chemometric analysis of lavender essential oils using targeted and untargeted
GC-MS acquired data for the rapid identification and characterization of oil quality. Molecules 2017, 22, 1339. [CrossRef] [PubMed]

21. Avato, P.; Degli, U.; Di Bari, S.; Moro, A.; Roser Vila, I.; López, V.; Nielsen, B.; Solas, M.; Ramírez, M.J.; Jäger, A.K. Exploring
Pharmacological Mechanisms of Lavender (Lavandula angustifolia) Essential Oil on Central Nervous System Targets. Front.
Pharmacol. 2017, 8, 280. [CrossRef]

22. Caputo, L.; Piccialli, I.; Ciccone, R.; De Caprariis, P.; Massa, A.; De Feo, V.; Pannaccione, A. Lavender and coriander essential
oils and their main component linalool exert a protective effect against amyloid-β neurotoxicity. Phyther. Res. 2021, 35, 486–493.
[CrossRef]

23. Cardia, G.F.E.; Silva-Filho, S.E.; Silva, E.L.; Uchida, N.S.; Cavalcante, H.A.O.; Cassarotti, L.L.; Salvadego, V.E.C.; Spironello, R.A.;
Bersani-Amado, C.A.; Cuman, R.K.N. Effect of Lavender (Lavandula angustifolia) Essential Oil on Acute Inflammatory Response.
Evid. Based. Complement. Alternat. Med. 2018, 2018, 1–10. [CrossRef]

24. Xu, P.; Wang, K.; Lu, C.; Dong, L.; Gao, L.; Yan, M.; Aibai, S.; Yang, Y.; Liu, X. The Protective Effect of Lavender Essential Oil
and Its Main Component Linalool against the Cognitive Deficits Induced by D-Galactose and Aluminum Trichloride in Mice.
Evid.-Based Complement. Altern. Med. 2017, 2017, 1–11. [CrossRef]

https://eur-lex.europa.eu/legal-content/EN/TXT/?qid=1583933814386&uri=COM:2020:98:FIN
https://eur-lex.europa.eu/legal-content/EN/TXT/?qid=1583933814386&uri=COM:2020:98:FIN
http://doi.org/10.3390/su11143824
https://www.epa.nsw.gov.au/your-environment/%0Arecycling-and-reuse/warr-strategy/the-waste-hierarchy
https://www.epa.nsw.gov.au/your-environment/%0Arecycling-and-reuse/warr-strategy/the-waste-hierarchy
http://doi.org/10.3390/antiox9080669
http://www.ncbi.nlm.nih.gov/pubmed/32722619
http://doi.org/10.3390/molecules24244577
http://www.ncbi.nlm.nih.gov/pubmed/31847295
http://doi.org/10.1111/1541-4337.12298
http://doi.org/10.3390/molecules27020416
http://doi.org/10.3389/fnut.2018.00087
https://www.gminsights.com/industry-analysis/essential-oil-market
https://www.gminsights.com/industry-analysis/essential-oil-market
http://doi.org/10.1080/0972060X.2019.1574612
http://doi.org/10.1002/pca.3034
http://doi.org/10.1021/acs.jafc.1c02279
http://doi.org/10.3390/molecules26185439
http://www.ncbi.nlm.nih.gov/pubmed/34576909
http://doi.org/10.3390/MOLECULES26185610
http://www.ncbi.nlm.nih.gov/pubmed/34577081
http://doi.org/10.1016/j.jpba.2021.114050
http://doi.org/10.2174/1573411015666191127093710
http://doi.org/10.3390/molecules22081339
http://www.ncbi.nlm.nih.gov/pubmed/28800104
http://doi.org/10.3389/fphar.2017.00280
http://doi.org/10.1002/ptr.6827
http://doi.org/10.1155/2018/1413940
http://doi.org/10.1155/2017/7426538


Molecules 2022, 27, 1613 13 of 15

25. Nikolova, G.; Karamalakova, Y.; Kovacheva, N.; Stanev, S.; Zheleva, A.; Gadjeva, V. Protective effect of two essential oils isolated
from Rosa damascena Mill. and Lavandula angustifolia Mill, and two classic antioxidants against L-dopa oxidative toxicity induced
in healthy mice. Regul. Toxicol. Pharmacol. 2016, 81, 1–7. [CrossRef]

26. Sánchez-Vidaña, D.I.; Po, K.K.T.; Fung, T.K.H.; Chow, J.K.W.; Lau, W.K.W.; So, P.K.; Lau, B.W.M.; Tsang, H.W.H. Lavender
essential oil ameliorates depression-like behavior and increases neurogenesis and dendritic complexity in rats. Neurosci. Lett.
2019, 701, 180–192. [CrossRef] [PubMed]

27. Said, L.A.; Zahlane, K.; Ghalbane, I.; Messoussi, S.E.; Romane, A.; Cavaleiro, C.; Salgueiro, L. Chemical composition and
antibacterial activity of Lavandula coronopifolia essential oil against antibiotic-resistant bacteria. Nat. Prod. Res. 2015, 29, 582–585.
[CrossRef] [PubMed]

28. Varona, S.; Rodríguez Rojo, S.; Martín, Á.; Cocero, M.J.; Serra, A.T.; Crespo, T.; Duarte, C.M.M. Antimicrobial activity of lavandin
essential oil formulations against three pathogenic food-borne bacteria. Ind. Crops Prod. 2013, 42, 243–250. [CrossRef]

29. Germinara, G.S.; Giovanna, M.; Stefano, D.I.; De Acutis, L.; Pati, S.; Delfine, S.; De Cristofaro, A.; Rotundo, G. Bioactivities of
Lavandula angustifolia essential oil against the stored grain pest Sitophilus granarius. Bull. Insectol. 2017, 70, 129–138.

30. Chang, Y.; Harmon, P.F.; Treadwell, D.D.; Carrillo, D.; Sarkhosh, A.; Brecht, J.K. Biocontrol Potential of Essential Oils in Organic
Horticulture Systems: From Farm to Fork. Front. Nutr. 2022, 8, 1275. [CrossRef] [PubMed]

31. Khater, H.F.; Ali, A.M.; Abouelella, G.A.; Marawan, M.A.; Govindarajan, M.; Murugan, K.; Abbas, R.Z.; Vaz, N.P.; Benelli, G.
Toxicity and growth inhibition potential of vetiver, cinnamon, and lavender essential oils and their blends against larvae of the
sheep blowfly, Lucilia sericata. Int. J. Dermatol. 2018, 57, 449–457. [CrossRef]

32. Ibáñez, M.D.; Blázquez, M.A. Phytotoxic Effects of Commercial Eucalyptus citriodora, Lavandula angustifolia, and Pinus sylvestris
Essential Oils on Weeds, Crops, and Invasive Species. Molecules 2019, 24, 2847. [CrossRef]

33. Spiridon, I.; Colceru, S.; Anghel, N.; Teaca, C.A.; Bodirlau, R.; Armatu, A. Antioxidant capacity and total phenolic contents of
oregano (Origanum vulgare), lavender (Lavandula angustifolia) and lemon balm (Melissa officinalis) from Romania. Nat. Prod. Res.
2011, 25, 1657–1661. [CrossRef]
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