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Abstract: Some diseases still need better therapeutic approaches, including the prevention of devel-
opment. Natural resources are investigated with this purpose; among them, we decided to use an
invasive plant as a main strategy. This will help in two ways: screening new compounds in flowers
prevents the plant from causing widespread damage by controlling the dissemination and also ob-
tains crude material for further applications. In the present study, flower extracts from Acacia dealbata
Link harvested in Portugal were studied during three stages of flowering. Phenolic compounds were
evaluated using HPLC/DAD and the total phenolics as the total flavonoids content was determined.
The bioactivities screened were antioxidant potential, inhibitory activities of some enzymes (acetyl-
cholinesterase, lipase and x-glucosidase) and, to complete the screening, the inhibition of microbial
growth was determined against Gram-negative and Gram-positive bacteria, as well as for yeasts. The
data obtained suggested that the hydroethanolic extracts gave good results for all these biological
activities and varied according to the maturation status of the flowers, with the early stage being
the most active, which can be related to the chalcones content. This new approach will lead to the
possible control of the invasive plant and also future perspective research for therapeutic purposes.

Keywords: invasive species; flowers; antioxidant; microbial activity; bioactivity; enzyme inhibitory
potential; acetylcholinesterase; lipase; x-glucosidase

1. Introduction

In drug discovery, screening for potential bio-active structures is often started with
natural product extracts. The present work reflects the preliminary study carried out
with extracts of an invasive plant, Acacia dealbata L., which may be used in a win-win
relationship, that is, as a raw material to supply bioactive molecules, while the harvest itself
will contribute to controlling its invasiveness by decreasing the proliferation of this plant.

Among the possible bioactivities to explore that are believed to be linked to the com-
pounds expected to be in the Acacia extracts we chose, the acetylcholinesterase inhibitors
(AChEIs) can be explored further for the treatment of dementia symptoms [1] or even
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to delay the disease. The current extracts used to slow the progression of many of these
pathologies still have modest outcomes.

Acacia species are aggressive invaders that affect ecosystem integrity worldwide [2].
Acacia dealbata Link is considered to be one of the most aggressive in Portugal. These
plants are distributed throughout all Portuguese provinces [3-5] and may invade farmland
and autochthonous forests, establishing monocultures, modifying the ecosystem structure
and impacting the economy. Their flowers play a key role in the colonizing capacity,
limiting the growth of other species due to the allopathic interference caused by vegetal
material decomposition in the soil, which maintains the toxicity of soil percolates for a
long time [6]. Extracts from the flowers are already explored as hydrogels for personal care
products, cosmetics or pharmaceuticals, as well as perfumes based on their antiradical and
anti-proliferative potential [7].

Along with this research, other possibilities were explored based on previous studies
on ethanol extracts of leaves and flowers of Acacia species that suggested the presence
of secondary metabolites, such as coumarins, cyanogenic glycosides, tannins, alkaloids
and steroids [8]. Notwithstanding, this genus is recognized as a source of phenolic com-
pounds [9-11], with flavonoids being the predominant chemical group [12]. In the study
performed by Farid et al. [13] on the leaves, flowers and pods of A. seyal, A. nilotica and A.
laeta, the antioxidant activity was promising. Furthermore, according to Ziani et al. [14], A.
tortilis extracts exhibited various biological activities and their phenolic compounds were
studied for the development of cytotoxic and anti-inflammatory drugs.

Antimicrobial activity was also identified in several Acacia species against Escherichia
coli, Staphylococcus aureus and Salmonella typhi bacteria and the fungal strain Candida albicans
and Aspergillus niger [15-17].

According to the aforementioned studies, the bark and pods contain secondary metabo-
lites, such as flavonoids, alkaloids, saponins and tannins, which may contribute to the
bioactivities. Among the most relevant potential applications in health, the inhibitory
activities of the enzymes x-glucosidase, acetylcholinesterase and lipase will have an impor-
tant impact on the development of new drugs. For instance, lipases, which are present in
pancreatic secretions and are responsible for fat digestion, are able to break down triglyc-
erides into free fatty acids and glycerol. Acetylcholinesterase inhibitors are relevant for
Alzheimer’s disease treatment strategies.

For the possible applications cited above, especially regarding the antioxidant poten-
tial, the need to screen new molecules for the development of, for example, new drugs for
dementia-related diseases, and the need to use a crude material that will leave a low envi-
ronmental impact, are all good reasons to explore A. dealbata flowers. This reflection leads
to the goal of the present work, which consisted of obtaining more robust data for possible
future research using selected assays to evaluate the inhibitory activities of the enzymes
acetylcholinesterase, x-glucosidase and lipase. To complete the screening, the inhibition of
microbial growth was determined against Gram-negative and Gram-positive bacteria, as
well as for the yeasts Candida albicans ATCC 10231TM and amphotericin-B-resistant Candida
albicans ESA100.

In addition, phenolic compounds and flavonoids were screened using HPLC/DAD to
characterize the extracts.

2. Materials and Methods
2.1. Plant Samples

The flowers of A. dealbata Link used in this study were harvested during three flower-
ing stages (early flower—EF, mid flower—MF and late flower/ripening—LF), as shown
in Figure 1, in 2018. After each harvest, the flowers were manually separated from the
thick stems and leaves, and then lyophilized in dark conditions and milled. The fraction
lower than 60 mesh was frozen at —20 °C until the extraction procedures. To study the
characteristics and biological properties of the flowers, samples from two locations (A and
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B) in the central region of Portugal were analyzed and compared. These two regions were
selected because there are large stands of this invasive species.

Figure 1. Different stages of A. dealbata flower used in this study (EF—early flower, MF—mid flower
and LF—late flower/ripening). Photo from Ofélia Anjos.

2.2. Extraction Conditions

The extraction procedure was performed according to Paula et al. [18]. Briefly, 10 g of
flower samples were extracted with 100 mL of solvent with 50/50 ethanol/water following
15 h of stirring at 120 rpm at room temperature. Afterward, the flower samples were
centrifuged at 5000 rpm for 10 min and the supernatant was collected and stored at —20 °C
until further analysis. MilliQ water was used for the extraction and 96% ethanol was
purchased from Merck. Therefore, in this study, the extracts were prepared via mixing. All
extractions were performed in duplicate and all subsequent measurements and analyses
were performed in triplicate. The final concentration of the extract was 100 mg/mL, which
involved a calculation based on the differences between the dried weight before and
after the extraction of plant material. Then, all the dilutions were corrected so that these
presented the same concentration, namely, 100 mg/mL.

2.3. HPLC/DAD Conditions

Chromatographic analyses were carried out using HPLC/DAD [19]. Briefly, 50 uL of
each extract prepared were submitted to analysis in a Gilson 170 and Waters Spherisorb
ODS2 (5 mm) column (4.6 x 250 mm) using water acidified with o-phosphoric acid to
achieve pH = 2.4 (A) and an acetonitrile (B) gradient with a 0.8 mL/min flow rate and
a column temperature of 24 °C. All samples were analyzed in triplicate. Standard chro-
matograms were plotted at Apax values of 260 and 340 nm. Spectral data for all peaks
were accumulated in the range 220-500 nm using DAD (Gilson 170; World Headquarters,
Middleton, WI, USA), and the software Unipoint was used to analyze each of them. The
suitability of the method was previously evaluated by Campos [19]. All the extracts were
submitted to a results analysis of the main phenolic constituents. Structural determination
of the phenolic compounds was performed according to the theoretical rules presented in
Campos and Markham [20].
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2.4. Total Phenol (TPC) and Flavonoid (TFC) Contents

The total phenolic compounds were determined using the Folin-Ciocalteu method [21].
A volume of 0.5 mL of the sample or standard was diluted with 2.5 mL of Folin-Ciocalteu
(10% v/v) reagent, and afterward, 2 mL of sodium carbonate (Na,COs, 75 g/L) was added.
The absorbance was measured at a wavelength of 760 nm after incubation for 2 h in the
dark. The calibration curve was prepared using standard solutions of gallic acid (AG) with
concentrations between 50 and 350 mg/L.

The flavonoid content was estimated according to Woisky et al. [22]. Different extract
concentrations (2.5 mL) were diluted with 2.5 mL of ethanol solution of AICl3 (2%). After
1 h of incubation in the dark at room temperature, the absorbance of the mixture was read
at 420 nm.

2.5. Antioxidant Activity

The original ferric reducing antioxidant power (FRAP) assay (without incubation)
was monitored according to a method reported by Berker et al. [23]. A sample extract
concentration (0.1 mL) was diluted with 0.3 mL distilled water and 3 mL FRAP reagent.
The mixture was shaken and the absorbance was read at 595 nm after 6 min in the dark.

Previous to this assay, a DPPH screening was performed following the methodology
described in Alencar et al. [24].

2.6. Acetylcholinesterase Inhibition Assay

The acetylcholinesterase inhibition was assessed spectrophotometrically as described
by Sukumaran et al. [25]. The acetylcholinesterase activity was quantified using 5,5'-
dithiobis-(2-nitrobenzoic acid) (15 mM, DTNB, Sigma Chemical, St. Louis, MO, USA);
Electrophorus electricus acetylcholinesterase (electric eel Type-VI-S, Sigma Chemical, St.
Louis, MO, USA) was used as the substrate. The hydrolysis of acetylcholine iodide was
monitored through the formation of the anion 2-nitro-5-thiobenzoate (yellow) at 412 nm
for 15 min. The percentage of inhibition was determined by comparing the rates of reaction
of the samples with those of the blank (ethanol in phosphate buffer 0.2 M, pH = 8) using
the expression ((E — S)/E) x 100, where E is the enzymatic activity without the extract and
S is the activity of the sample. IC50 values were estimated from the graphic of inhibition
percentage versus sample concentration. Eserine was used as a control.

2.7. Lipase Inhibitory effect

The inhibition of pancreatic lipase was assessed as described by Habib et al. [26]. In
brief, 25 puL of the sample or the lipase inhibitor (Orlistat, Sigma Chemical, St. Louis, MO,
USA) were mixed with 25 pL of lipase solution (16.7 U/mL in Tris-HCI, pH 8.0). For
a 30 min incubation at 25 °C, the 4-methylumbelliferone product was released and the
reaction was stopped by adding sodium citrate (0.1 mL of 0.1 M, pH 4.2). The measurements
were performed with a fluorescence microplate reader (at 460 nm emission and 355 nm
excitation). The results are expressed as percentages of a-lipase inhibition.

2.8. Inhibition Assay for a-Glucosidase Activity

The «-glucosidase activity was measured as reported by Tadera et al. [27]. The
a-glucosidase-mediated transformation of the substrate pNPG into «-D-glucose and p-
nitrophenol at 405 nm was monitored. In brief, the enzyme (0.05 U/mL, Sigma Chemical,
St. Louis, MO, USA) was dissolved in 100 mM phosphate buffer (pH 6.8) in a 96-well plate.
It was pre-incubated at 37 °C for 5 min with the samples (10-60 pg/mL); p-nitrophenyl-«-
D-glucopyranoside (600 pM, Sigma Chemical, St. Louis, MO, USA) was then added and
the mixture was incubated at 37 °C for 30 min. The enzymatic reaction was monitored
spectrophotometrically by measuring the absorbance at 405 nm. The obtained values
corresponded to the slope measured between 5 and 20 min. Acarbose (0-200 uM, Sigma
Chemical, St. Louis, MO, USA) was used as a positive control.
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2.9. Antimicrobial Potential

The in vitro antimicrobial activity was evaluated through a broth microdilution as-
say in 96 multi-well microtiter plates, as recommended by the Clinical and Laboratory
Standards Institute (CLSI) Guidelines. The minimum inhibitory concentration (MIC) of
the samples, defined as the lowest concentration of extract necessary to inhibit microbial
growth, was determined against Gram-negative bacteria (Escherichia coli ATCC 29998™
and Escherichia coli ESA37 cephalosporins-resistant), Gram-positive bacteria (Staphylococcus
aureus ATCC 43300TM and Staphylococcus aureus ATCC ESA111) and the yeasts Candida
albicans ATCC 10231™ and amphotericin B-resistant Candida albicans ESA100. Gentam-
icin and amphotericin B were used as controls. The cell mass was diluted with 0.85%
NacCl solution to reach 0.5 on the “MacFarland scale”, which was checked at 580 nm for
bacteria and 640 nm for yeast. Muller—-Hinton broth was used for bacteria or Yeasts Pep-
tone Dextrose broth for yeast. Samples were diluted with broth to reach a concentration
ranging from 5 to 30 mg/mL. The cell mass (100 colony-forming units (CFU)/mL) was
added to all wells and incubated at 37 °C for 24 h and 25 °C for 48 h for bacteria and
yeast, respectively. The antimicrobial activity was then determined by adding 20 uL of
2,3 ,5-triphenyl-2H-tetrazoliumchloride (TTC, 5 ug/mL) solution. In each assay, a negative
control (containing only broth), a positive control (inoculated broth) and a DMSO control
(DMSO with inoculated broth) were analyzed. The results were expressed in micrograms
per milliliter.

2.10. FT-Raman Spectral Acquisition

The spectra of the plant extracts were obtained using the methodology proposed
by [28] using an FT-Raman spectrometer (BRUKER, MultiRAM, Bruker Portugal Unipes-
soal, Lisbon, Portugal), equipped with a 180° high-throughput collecting lens, an ultra-high
sensitivity liquid nitrogen cooled Ge Diode detector and an integrated 1064 nm diode-
pumped Nd:YAG laser with a maximum output power of 500 mW. The spectra were
collected with 50 scans per spectrum at a spectral resolution of 8 cm~! using a scanner
velocity of 5 kHz in the wavenumber range from 4000 to 70 cm ™. The measurements were
performed in duplicate in a 5 mm optic space quartz cell with the opposite face mirrored.
The spectra were collected at constant room temperature (22 °C).

2.11. Statistical Analysis

The analysis of variance (ANOVA) was performed to identify the significance of the
results and to determine the percentage of the variance of each factor using STATISTICA 7
(StatSoft Inc., Tulsa, OK, USA) software. Whenever the p-value was below 0.05, Tukey’s
test was applied. Mean values and standard deviations were calculated and are presented
in the figures as error bars.

Principal component analysis (PCA) was performed to identify the relationship be-
tween the factor (site and flower maturation) and the different variables measured.

For ANOVA and PCA, the StatSoft software was used; for spectral data analyses
OPUS OPUS®, version: 7.5.18 (Bruker Optik, Ettlingen, Germany) and UnscramblerX 10.5
(CAMO, Oslo, Norway) were applied.

3. Results and Discussion
3.1. Characterization of the Extract
3.1.1. HPLC/DAD

From the HPLC/DAD chromatograms, six compounds were identified (Figure 2) and
the corresponding ultraviolet absorption spectra of the most concentrated are provided in
Figure 3. The minor compounds were related to the nucleus of flavonols (compounds 1-4)
and the major were related to chalcones (compounds 5 and 6).
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Figure 2. Example of an HPLC/DAD profile of the early maturation stage flowers from region A
obtained with the most active Acacia dealbata L. hydroethanolic extract (50% (v/v)). Compounds 1-4
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Figure 3. Ultraviolet absorption spectra obtained using HPLC/DAD analysis of the flavonoid content.
Compounds (a,b) were chalcone derivatives.

These latter components also belong to the flavonoid group of polyphenols; however,
the C-ring remained open between the oxygen in position 1 and the carbon in position 2
(for a better understanding, please check the structure in Figure 4). These two compounds
were chalcone derivatives that were previously identified by Campos [19].

Figure 4. Basic structures of flavone (a) and chalcone (b).

Chalcones are polyphenols are structured as «,f-unsaturated aromatic ketones and
can be found in various plants. They have been targeted in various studies that provide
data about their potential in various therapeutic purposes, attributing bioactivities to them,
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such as helpfulness regarding oncology, infections and even in neurodegenerative diseases,
including Alzheimer’s [29]. For the latter, the antioxidant and anti-inflammatory effects
are also very important, and the data obtained with the present extract was found to be
promising for some of these applications, as shown below.

3.1.2. Total Phenol (TPC) and Flavonoid (TFC) Contents

Nevertheless, phenolic acid derivatives were not found in significate amounts in
the hydroethanolic extracts, where its full quantification was performed using the fast,
cheap and conventional Folin—Ciocalteu assay; chalcones can also be quantified with
this methodology [30]. These results are shown in Figure 5, as well as the total content
for flavonoids. The high TPC and TFC for both region extracts corresponded to the
hydroethanolic solutions (50%) of the EF. However, even with lower differences, the highest
concentration corresponded to EF from plants in region A.

40 -~

e < c
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Figure 5. Total phenol and flavonoid contents ((a) TPC and (b) TFC) of A. dealbata flower extracts
with different maturation stages from two central regions of Portugal. A—region A, B—region
B; EF—early flower, MF—mid flower, LF—late flower. Different lowercase letters (a, b, c) denote
significant differences between values (Tukey’s test; p < 0.05).

The amount of TPC in flowers from the two different regions ranged from 201.28
to 313.04 pg gallic acid/mL for region B and region A, respectively, among the various
statuses of maturation. The results obtained are in agreement with other authors, who
obtained, for example, a concentration of 206.4 mg gallic acid/g sample in the Acacia
flowers [31]. Wu et al. [32] obtained higher results for TPC with an ethanol extraction for A.
confusa (544.4 mg/g of flower). In the aforementioned study, it was also found that the TPC
was higher when ethanol was used as extract solvent. They also obtained high values for
the antioxidant bioactivity due to this content in phenolic compounds.

The flowers harvested in region A presented a higher value of total phenol and
flavonoid content, where this difference represented 24.4% of the total variation for the TPC
and 37.4% for the TFC (Table 1). The maturation status was also of key importance where
the higher values were obtained for the early flowering status (55.5% of the total variation
for the TPC and 27.3% of the total variance for the TFC). This data was in accordance with
the function of chalcones as precursors of flavonoids.
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Table 1. Percentage of variance obtained in a two-way ANOVA of the total phenol and flavonoid
contents of the flowers extracts.

Site Maturation

) Status (M) SxM Residual
TPC (ug gallic acid/mL) 24.4 *** 55.5 *** 11.7 ** 8.4
TFC EC50 (ng/mL) 37.4 *** 27.3 *** ns. 35.3

MS—maturation status, EF—early flower, ME—mid flower, LF—late flower; n.s. for p > 0.05, * 0.01 < p < 0.05,
**0.001 <p <0.01, ***p < 0.001.

One of the goals in this work was to understand whether the early flowering status had
better potential as a source of antioxidant compounds, or at least equal to the bioactivity
of the compounds in the maturated flowers in the ripening stage, in order to collect them
earlier and not give the possibility for the pollen to disperse. In this case, the results showed
better activity than was expected, certainly due to the highest amounts of chalcones in this
phase of the vegetative cycle of Acacia. These values were in line with the data obtained
for the antioxidant activities. Studies from various authors with other Acacia spp. also
showed that the TPC can vary according to the plant organ, solvent used in the extraction
procedure and season [33,34], which were in accordance with the data here discussed for A.
dealbata extracts.

3.2. Bioactivities
3.2.1. Antioxidant Activity

Among many other bioactivities associated with polyphenolic compounds, the antiox-
idant activity is one of the most reported [35,36] and can be explored for various purposes.
The concerns about the increase in neurodegenerative diseases have increased the interest
in some of these most promising molecules [29]. In the present work, our main goal was to
verify its previous potential for the evaluation of the freshness of the matrix, for further stan-
dardization of the extracts and its potential for future research regarding anti-inflammatory
drugs or to help in the prevention of degenerative diseases in accordance with its inhibitory
activity for the enzyme acetylcholinesterase.

Various methodologies were chosen to evaluate this potential, as presented below.
One of the most used to obtain preliminary data is the DPPH scavenging assay, which
determines the capacity of a compound or group of compounds to stabilize the 2,2-diphenyl-
1-picrylhydrazyl (DPPH’) radical. The amount of extract required to scavenge 50% of
DPPH solution (and for FRAP reagent) is defined as the IC50 (mg/mL). The antiradical
free scavenging radical activity is measured through the stable radical DPPH, which shows
the ability of substances present in the extracts to sequester free radicals from the existing
medium. The extracts under evaluation showed free radical scavenging activity with
EC50 values ranging from 6.79 to 9.93 mg/mL (Figure 6), which are good activities. The
hydroethanolic extracts prepared with the EF collected in both locations showed similar
results between the analyzed samples. Nevertheless, the data collected presented a decrease
in this bioactivity with increasing maturation status. The results could be correlated to the
content of phenols and flavonoids quantified in the samples. These first results suggested
that A. dealbata could be a good source of natural antioxidants, which may be used to
stabilize free radicals, which induce oxidative stress.

The other analysis performed to validate this data was a FRAP (ferric reducing antiox-
idant power) assay, which measures the ability of antioxidants to reduce the Fe(IlI)-TPTZ
complex to the intensely blue Fe(II)-TPTZ complex in an acidic medium. The antioxidant
activity can be measured spectrophotometrically by the change in color of the solution to
blue resulting from the ferric to ferrous ion reduction, i.e., Fe(Il) to Fe(IlI), while coordinated
by 2,4,6-tris(2-pyridyl)-s-triazine (TPTZ). The data on the ferric reducing potential of the
analyzed extracts also indicated better values for the EF extracts in both locations. All other
extracts recorded moderate FRAP activity.
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Figure 6. Antioxidant activity ((a) FRAP EC50 and (b) DPPH EC50) of A. dealbata flowers extracts with
different maturation stages with a mixture of 50/50% (v/v) ethanol/water from two central regions of
Portugal. A—region A, B—region B; EF—early flower, MF—mid flower, LF—late flower. Different
lowercase letters (a, b, ¢) denote significant differences between values (Tukey’s test; p < 0.05).

The data acquired with the extracts under study are shown in Figure 6.

Table 2 depicts that the material region harvested was not significant for the FRAP
assay; however, the maturation status represented nearly 83% of the total variation in
DPPH and nearly 54% for FRAP with a high significance.

Table 2. Percentage of variance obtained in a two-way ANOVA (factor 1: site (S) and factor 2:
maturation status (M)) of the antioxidant activity parameters for the flower’s extracts.

Site Maturation

) Status (M) SxM Residual
FRAP EC50 (mg/mL) n.s. 54,3 *** n.s. 45.7
DPPH EC50 (mg/mL) 10.0 ** 83.3 *** n.s. 6.7

MS—maturation status, EF—early flower, MF—mid flower, LF—late flower; n.s. for p > 0.05, * 0.01 < p < 0.05, **
0.001 <p <0.01, *** p < 0.001.

3.2.2. Enzyme Inhibitory Activity (Acetylcholinesterase, Lipase and «-Glucosidase
Enzymes)

The enzyme inhibitory activity of A. dealbata flower extracts with different maturation
stages was evaluated due to the potential application in drug discovery in different possible
applications. The data shown here correlates with the three enzymes studied. First, the
most relevant of them, which can be directly associated with neurodegenerative diseases,
is the effect of acetylcholinesterase. This enzyme is able to metabolize acetylcholine, and its
inhibition will increase this neurotransmitter in the synaptic cleft. The activity is expected
to increase cerebral functions [37], which can contribute to delaying the development of
neurodegenerative diseases.

All the flower extracts showed the ability to inactivate acetylcholinesterase, lipase and
a-glucosidase enzymes (Figure 7). Despite all the concentrations of the extracts being able
to inhibit the acetylcholinesterase enzyme, the most effective, with values between 44.1
and 49.16 ug/mL, was correlated with the EF maturation stage. Even using different Acacia
mearnsii material (bark rich in tannin compounds), Ogawa and Yazaki [38] also verified
similar results for lipase and glucosidase inhibition.
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Figure 7. Enzyme inhibitory activity of A. dealbata flowers’ hydroethanolic extracts with different
maturation stages for (a) acetylcholinesterase, (b) lipase and (c) «-glucosidase activities. A—region A,
B—region B; EF—early flower, MF—mid flower, LF—late flower. Different lowercase letters (a, b, c)
denote significant differences between values (Tukey’s test; p < 0.05).

The flowers harvested in region A had a higher value of inhibition capacity for all the
enzymes and this difference represented 51.9% of the total variation for acetylcholinesterase
inhibition, 25.7% for lipase and without effect for 13.6% for «-glucosidase (Table 3). The
maturation status (Table 3), once again, was also of key importance, with a higher variability
attributed to these factor (27.7% of the total variation for acetylcholinesterase, 52.6% of the
total variation for lipase and 68.5% of the total variation for «-glucosidase).

Table 3. Variance percentages obtained in a two-way ANOVA of enzyme inhibitory activity of A.
dealbata flowers.

Site Maturation .

) Status (M) SxM Residual
ACET (pug/mL) 51.9 ¥ 27.7 *** 7.6 ** 12.9
Lipase (nug/mL) 25.7 *4* 52.6 *** n.s. 21.7
GLUC (ug/mL) ns. 68.5* n.s. 31.5

GLUC—a-glucosidase, ACET—acetylcholinesterase; MS—maturation status, EF—early flower, MF—mid flower,
LF—late flower; n.s. for p > 0.05, * 0.01 < p < 0.05, ** 0.001 < p < 0.01, ** p < 0.001.

The importance associated with these three enzymes is the added value in the bioac-
tivity, for instance, for acetylcholinesterase inhibition.
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3.2.3. Antimicrobial Bioactivity

This bioactivity can be explored alone or even in parallel to others. For instance, if the
target patients with neurodegenerative diseases need to be medicated with corticosteroids,
which induce an immunodepression effect that makes them more vulnerable to infections,
a molecule that accumulates acetylcholinesterase inhibition and activity against the most
common bacteria and yeasts will improve the therapy [39]. Therefore, to complete the
bioactivities for these extracts, we chose this last bioactivity, which will contribute better
performance to further studies of the compounds in the extracts.

The extracts were screened for the antimicrobial activity for various microorganisms
E. coli ATCC 29998 TM, Staphylococus aureus ATCC 43300TM, Candida albicans ATCC 10231
TM, E. coli ESA37, S. aureus ATCC ESA111 and amphotericin-B-resistant Candida albicans
ESA 100 were tested.

The minimum inhibitory concentration of the A. dealbata flower extracts with different
maturation stages is shown in Table 4.

Table 4. Antimicrobial bioactivity activity of the A. dealbata flower extracts with different maturation

stages.
MS EcoliA Saur Calbi EcoliESA SaurESA AB r
(ug/mL) (ug/mL) (ng/mL) (ug/mL) (ug/mL) (ug/mL)
EF 457 +£0.292 0.79 £0.112 837 +£0.50% 9.30 +0.342 2.63+0242 15.00 + 1.08 2
A MF 496+ 0.35° 0.89 +£0.092 890+£0552  1022+0612P 285+0.12b 19.16 + 1.57b
= LF 5.67 +£021b 1.21 +£0.12° 1034 +£ 050  11.19+0.792P 3,02+ 0222P  19.89 + 348"
£ EF 6.00 £0.26 P 0.87 £0.082 1053+ 058P 972 +1.15b 321+024b 19.43 +1.43b
‘fﬁ B MF 7.28 +0.434 132 +£0.16° 1148 +£0.74b 1147 +£1.51P 3.834+025° 2259 + 1.68P¢
LF 8.46 +0.29 ¢ 1.57 +£0.21¢ 1340 +£0.71¢ 1377 +1.00°¢ 405+ 024¢ 25.61 + 0.87 ¢
Gentamicin Gentamicin Anfotericin B Gentamicin Gentamicin Anfotericin B
(ng/mL) (ng/mL) (ng/mL) (ng/mL) (ng/mL) (ng/mL)
6.16 4 0.08 1.11 4 0.04 10.50 + 0.005 10.95 + 0.21 3.27 + 0.08 20.20 + 0.22

A—region A, B—region B; EF—early flower, MF—mid flower, LF—late flower; EcoliA—E. coli ATCC 29998 TM,
Saur—S. aureus ATCC 43300TM, Calbi—C. albicans ATCC 10231 TM, EcoliESA—E. coli ESA37, SaurESA—S. aureus
ATCC ESA111, AB_r—amphotericin-B-resistant Candida albicans ESA 100. Different lowercase letters (a, b, ¢, d, e)
in the same column denote significant differences between values (Tukey’s test; p < 0.05).

The results shown in Table 5 report the higher effects of the region and maturation
status on the antimicrobial bioactivity. Once again, the extracts from the EF harvested in
region A gave the best activity. It seems that maybe a possible change occurred due to the
different climatic conditions, soils or other factors. The effect of the harvest place should be
explored more in future research designed with this purpose.

Table 5. Variance percentages obtained in a two-way ANOVA of the antimicrobial bioactivity of A.
dealbata flowers.

Site Maturation Status

) ™) SxM Residual
EcoliA (ug/mL) 68.3 *++ 20,6 *++ 6.3 *** 2.8
Saur (ug/mL) 27.9 *#+ 50.5 **+ 9.0 ** 12.4
Calbi (ug/mL) 64.2 *** 28.8 *** n.s. 7.0
EcoliESA 21.3 %+ 47.8 9.6* 212
(ng/mL)
SaurESA e . *
g/ mL) 69.1 17.7 4.1 9.1
AB_r (ug/mL 47.3 36.0 **++ ns. 16.8
g

EF—early flower, MF—mid flower, LF—late flower; EcoliA—E. coli ATCC 29998 TM, Saur—S. aureus ATCC
43300TM, Calbi—C. albicans ATCC 10231 TM, EcoliESA—E. coli ESA37, SaurESA—S. aureus ATCC ESA111,
AB_r—amphotericin-B-resistant Candida albicans ESA 100; n.s. for p > 0.05, * 0.01 < p < 0.05, ** 0.001 < p < 0.01,
*** p < 0.001.
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To summarize, in Figure 8, it is possible to see that all the data collected clearly high-
lighted that for all the bioactivities explored in these extracts, the EF status of maturation
was the most significant. The principal component analysis explained 79.2% of the total
variability observed for the different parameters analyzed concerning the two factors (site
and maturation status). It is possible to note that regions A and B showed different be-
haviors concerning the studied properties, highlighting an influence of the harvest place
regarding the properties of the plants given to the extracts. PC1 (which explained 64.3%
of the total variation) clearly separated the three maturation stages, with EF showing the
better results, which could be an advantage because collecting the flower in an early stage
inhibits the possibility of the reproduction of the plant, which prevents further reproduction
and invasion of other lands.
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Figure 8. Principal component analysis of ethanol:water (50:50) extracts from the A. dealbata flowers in
different maturation stages from two central regions of Portugal. A—region A, B—region B; EF—early
flower, MF—mid flower, LF—late flower; TPC—total phenol content, TFC—total flavonoid content;
GLUC—a«-glucosidase, ACET—acetylcholinesterase; EcoliA—E. coli ATCC 29998 TM, Saur—S. aureus
ATCC 43300TM, Calbi—C. albicans ATCC 10231 TM, EcoliESA—E. coli ESA37, SaurESA—S. aureus
ATCC ESA111, AB_r—amphotericin-B-resistant Candida albicans ESA 100.

3.3. FT-Raman Spectral Acquisition

The spectra obtained with the hydroethanolic flowers extract (50:50) shown in Figure 9
display the strong influence of the compounds in this matrix [40]. The intense bands
around 2975, 2931 and 2883 cm ™! were assigned to C-H stretching of some compounds
present in the plant extracts, but also of the CH; and CHj stretching of the ethanol [18], and
were influenced by the other substances from the plant extracts. The peak at 1450 cm ™!
corresponded to the C-OH bending of ethanol, but also originated from the combination of
bending vibration of CH; and the vibration of the COO- group in the flavanol and organic
acids [41,42].
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Figure 9. Raman spectrum, baseline corrected spectrum for Acacia flowers samples.

The band at 1270 cm~! was found to be due to the deformation vibration of O—-C-H,
C-C-H and C-O-H.

The peaks at 1090 and 1050 cm ! were from the in-plane movement of the carbon ring
and the substituents, which are regions linked to the characterization of alcohols, ethers,
esters, carboxylic acids and anhydrides [43].

The bands around 705 cm ™! corresponded to the C-O and C-C-O stretching and
O-C-O bending, and the bands in the 880 cm ™! region were assigned to the C-H, C-O-H
and CH, bending.

Concerning the results of the PCA (mean centered) made with the spectral data
(Figure 10) the separation between regions as observed for the analytical data is clear, as
well as the separation between the maturation stages of the flowers.
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Figure 10. Score plot of the first two principal components after the PCA performed on the Raman
spectra recorded from Acacia flowers samples using the first derivative Savitzky—Golay spectra
transform with 15 smoothing points.

These results showed that Raman spectroscopy is a promising technique for discrim-
inating between flower raw materials to identify possible differences in the biological
activities of their extracts.
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To our knowledge, this is the first time that these extracts have been studied and
these bioactivities were explored together to provide a possible new drug strategy in
neurodegenerative treatments, among other possibilities, and to help to contribute to the
control of an invasive plant.

4. Conclusions

One of the challenges to be faced soon is the green chemistry and development of new
drugs with low environmental impacts. The compounds of A. dealbata in the EF stage were
found to have the necessary bifocality that fulfilled these two requirements. The antioxidant
activity and the acetylcholinesterase inhibition of the compounds in the extracts enrolled
in this work are presented for the first time as promising for further potential research for
some therapeutic purposes, for instance, neurodegenerative diseases. These compounds
can also be redesigned in new structures for new drugs, for instance, to enhance memory
and other brain functions by influencing chemical activity in the brain. From the data
presented in this work, all the assays revealed the best potential for the non-mature flowers
of A. dealbata. This allows for the possibility to harvest them at this preliminary status and
stop the reproduction of the plant, which will help to control its invasive potential.

In this study, it was also shown that Raman spectroscopy is a promising technique for
identifying the differences between flower extracts in order to better select raw materials
based on their biological activities.
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