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Abstract: Green synthesis is one of the rapid and best ways for silver nanoparticles (AgNP) synthesis.
In the present study, synthesis and bioactivity of AgNPs has been demonstrated using water
beech (Fagus sylvatica L.) bark extract. The physical and chemical factors such as time, metal ion
solution, and pH, which play a vital role in the AgNPs synthesis, were assessed. The AgNPs were
characterized by ultraviolet-visible (UV-Vis) spectrometry, Fourier transform infrared spectroscopy
(FT-IR), and transmission electron microscopy (TEM). Antioxidant and antimicrobial activity of the
obtained AgNPs was evaluated. AgNPs were characterized by color change pattern, and the broad
peak obtained at 420-475 nm with UV-Vis confirmed the synthesis of AgNPs. FI-IR results confirmed
that phenols and proteins of beech bark extract are mainly responsible for capping and stabilization of
synthesized AgNPs. TEM micrographs showed spherical or rarely polygonal and triangular particles
with an average size of 32 nm at pH =9, and 62 nm at pH = 4. Furthermore, synthesized AgNPs
were found to exhibit antioxidant activity and have antibacterial effect against Staphylococcus aureus,
methicillin-resistant Staphylococcus aureus (MRSA), Escherichia coli, and Pseudomonas aeruginosa. These
results indicate that bark extract of F. sylvatica L. is suitable for synthesizing stable AgNPs, which act
as an excellent antimicrobial agent.
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1. Introduction

Lately, nanotechnology focuses on synthesis and characterization of metallic and non-metallic
nanoparticles having different compositions, sizes, and shapes. Molecular aggregates with dimensions
between 1 and 100 nm are called nanoparticles [1]. Due to their optical, magnetic, chemical,
and mechanical properties, nanoparticles are used in many areas of advanced technology such
as the electronic and optoelectronic industry; in the medical sector for diagnostics, antimicrobial
properties, and transport of the drug to a specified location in order to fulfill its purpose; and for
environmental protection and energy conversion [2]. The biosynthesis of nanomaterials becomes a
large scientific area, because nanoparticles have a low obtaining cost and a wide range of uses: catalytic,
biological and biomedical applications, physics, environmental remediation fields [3]. From all the
types of nanoparticles, silver ones are the most commonly used. However, silver is known to be a
good antimicrobial being used as an antiseptic agent [4].

The use of plant extracts in nanoparticle biosynthesis is advantageous because most plant extracts
have a high content of bioactive compounds such as: flavonoids, terpenoids, tannins, and alkaloids
responsible for reducing nanoparticles [5,6]. Silver nanoparticles (AgNPs) obtained by biosynthesis
are characterized by different shapes and sizes, depending on the nature and concentration of the
extract, pH, temperature, reaction time, and silver solution [7]. For example, flavonoids can chelate and
actively reduce metal ions in nanoparticles due to the numerous hydroxyl and carbonyl groups [8]. In a
study using leaf extracts from Magnolia kobus and Diospyros kaki, it has been observed that the presence
of terpenoids and reducing sugars has led to the synthesis of nanoparticles, whose size and shape may
vary by changing the reaction conditions [9]. Fruit extracts of Solanum virginianum have a high content
of steroidal alkaloids: solanocarpine, carpesterol, and solanocarpidin [10]. Among the high quantity
flavonoids are apigenin and quercetin which are considered as anti-capping agents and stabilizers of
the formed nanoparticles [10]. In order to elucidate the mechanism of nanoparticle biosynthesis, Mittal
et al. used extracts of Syzygium cumini fruit, observing that the presence of flavonic compounds led to
the reduction of the metal ions through a redox reaction. Furthermore, the biomolecules present in the
extract were responsible for AgNP aggregation and stabilization [11].

The shape and size of the biosynthesized nanoparticles depend on physical and chemical
factors [12]. On the other hand, the extract used is also dependent on certain factors: the type of
plant, the extraction solvent, and the extraction temperature [13,14]. In a study of turmeric extracts,
Sathishkumar et al. confirmed that pH plays an important role in controlling the size and shape of
the obtained nanoparticles. An alkaline plant extract has several functional groups that will facilitate
the reduction process and, thus, a larger number of nanoparticles will be formed [15]. However,
the optimum pH varies depending on the nature of the used ion solution.

In an experimental study using aqueous extracts of Myrtus communis as a reducer in nanoparticle
biosynthesis, it was shown that the obtained nanoparticles have the ability to neutralize free radicals [15].
Furthermore, the ability to reduce Fe3* compared to vitamin C was tested and it was observed that the
reducing power increases with the increase of phenolic content [16]. However, using night jasmine
extracts (Cestrum nocturnum), the obtained AgNPs have an antioxidant capacity almost 5% higher than
that of vitamin C [17].

The increasingly common antibiotics resistance has led to the research of alternative treatment
methods. Thus, in order to demonstrate the antibacterial activity, different bacteria were inoculated
on culture media and it was observed that AgNPs can inhibit their growth. Inhibition was observed
in comparison with the control and the strongest inhibitory activity was demonstrated on Citrobacter
spp., Salmonella typhi, Vibrio cholerae [17]. In a recent study [18], AgNPs were synthesized from Lantana
camara. The results showed significant antimicrobial activity against Staphylococcus aureus, Pseudomonas
aeruginosa, and Escherichia coli. These results are comparable with the used standard (ciprofloxacin),
but also with petroleum ether extract and essential oil from L. camara leaves, showing that nanoparticles
have dose-dependent membrane permeation with respect to rate [18].
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Taking into account the literature data, the main objectives of the current study were: (1) The
biosynthesis of AgNPs using beech bark polyphenolic extract as a new bioresource; (2) the determination
of the influence of the main factors on the biosynthesis process (type of reducing agent, time, and pH);
(3) the characterization of the biosynthesized AgNPs by specific analyses (UV-Vis, FI-IR, and TEM);
(4) the evaluation of the antioxidant and antibacterial activity of the biosynthesized AgNPs.

2. Materials and Methods

2.1. Materials

The beech bark used for experimental research comes as waste from a wood processing company
from Vatra Dornei, Romania. Before the extraction process, the bark was dried under normal
temperature and aeration conditions (room temperature), and ground using a grinding mill type VEB
NOSSENER MASCHINENBAU 1980. After grinding, the plant product was sieved through sieve 5.

Silver nitrate (AgNO3, M—169.87 g/mol, d—4.35 g/cm3 ), silver acetate (AgC,H30,, M—166.91 g/mol,
d—3.26 g/cm?), Folin—Ciocalteu reagent, potassium bromide (KBr), and methanol were purchased
from Merck Company (Darmstadt, Germany), 2,2-azino-bis (3-ethylbenzothiazoline-6-sulphonic
acid)-(ABTS) was from Sigma-Aldrich (Steinheim, Germany), 2,2-diphenyl-1-picrylhydrazyl (DPPH)
and 6-hydroxy-2,5,7,8-tetramethylchroman-2-carboxylic acid (Trolox) were obtained from Alfa-Aesar
(Karlsruhe, Germany).

The following bacterial reference strains, stored at =70 °C in the Microbiology Laboratory
from UMFST Targu Mures, were used: S. aureus ATCC (American Type Culture Collection) 25923,
methicillin-resistant S. aureus (MRSA) ATCC 43300, E. coli ATCC 25922, Klebsiella pneumoniae ATCC
700603, P. aeruginosa ATCC 27853.

2.2. Extraction Method

The ultrasound-assisted extraction was made according to the method described previously [19]
with some modifications. Briefly, 10 g of beech bark was placed in an Erlenmeyer flask. Then, 100 mL
of distilled water was added. The Erlenmeyer flask was then inserted into the ultrasonic water bath
(Professional Ultrasonic Cleaner MRC: AC 150 H, 150 W, 40 KHz, heating power 300 W) preheated
to 70 °C, for an extraction time of 30 min. At the end of the extraction, the solution obtained was
filtered through the Buchner cone, transferring the filtrate to a 100 mL volumetric flask and filled up to
the mark with distilled water. In order to obtain a clear solution and to avoid the interference of any
bark residues in the biosynthesis process, the extract was centrifuged in centrifuge tubes, for 5 min at
5000 rpm.

2.3. Characterization of Extract

The determination of the polyphenol content was performed spectrophotometrically, using the
Folin—Ciocalteu method [20]. The total polyphenol content (TPC), expressed in mg gallic acid (GAE)/g
plant material, was calculated based on the absorbance read with the spectrophotometer at 765 nm,
taking into account the calibration curve (concentration range between 0 and 200 mg/L) of the standard
gallic acid solution.

2.4. Synthesis of Silver Nanoparticles

For the biosynthesis, 100 mL of silver nitrate/acetate solution (1 mM) was prepared in advance.
For adjusting the pH, a 50 mL HNO3/ NaOH solution (1 mM) was prepared. Biosynthesis consists
of mixing 10 mL of beech bark extract with 90 mL of silver nitrate/acetate in an Erlenmeyer glass.
From the obtained solution, the pH was measured, and the values were in the range of 5.56-5.63,
depending on the experimental version. Using the pH meter with an agitator at 800 rpm the solutions
were brought to pH = 4 using about 4 mL HNOj3, and to pH = 9 using about 5 mL. NaOH, depending
on the initial pH of the solution. Biosynthesis took place in the ultrasonic bath at 60 °C, for 3 h until the
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color transformation indicated finalization of nanoparticles biosynthesis. At the time of introducing
the samples into the ultrasonic water bath, samples were taken for each experimental version in order
to record the spectrum of the initial solution. Tested solutions (TS) were: TS1—beech bark extract,
pH =4, silver nitrate; TS2—beech bark extract, pH = 9, silver nitrate; TS3—beech bark extract, pH = 4,
silver acetate; TS4—beech bark extract, pH = 9, silver acetate.

2.5. Characterization of Silver Nanoparticles

2.5.1. UV-Vis Analysis

The samples of synthesized nanoparticles were measured at different time intervals (T0 = 0,
Tl=1h, T2 =1h 30, T3 =2 h, T4 = 3 h, T5 = 24 h) based on previous results (in publication
process). The results were recorded with the Analytik Jena Specord 210 Plus190 (UV/Vis)-1100 nm
Spectrophotometer using synthetic quartz spectrophotometer cells (190-2500 nm, path length 10 mm,
volume 1.75 mL). The measurements were performed in the following parameters: 1 nm resolution,
the wavelength range between 350 and 700 nm.

2.5.2. FT-IR Analysis

For the FI-IR analysis, the AgNP dry matter was used. FI-IR analysis involves mixing the
obtained powder with KBr in the agate mortar in a ratio of 1:100. Using the FT-IR Thermo Nicolet 380
Spectrophotometer (Thermo Scientific, Waltham, USA), the measuring range 4000400 cm™?, spectra
were recorded for each TS.

2.5.3. TEM Analysis

The nanoparticles in the solution were characterized morphologically and dimensionally using
conventional electron transmission microscopy, using a JEOL 100 U TEM microscope (Japan Electron
Optics Laboratory, Tokyo, Japan) at 100 kV. The nitrocellulose substrates coated with amorphous
carbon layers, prepared on a 300 mesh copper microgrid, served as the substrate used for nanoparticle
investigation. The thickness of the thermally evaporated carbon layer was about 4 nm. The SERS
(Surface-Enhanced Raman Scattering) spectra were recorded in solution with a portable spectrometer
(Raman Systems R3000 CN, Edinburgh, United Kingdom) equipped with a 785 nm diode coupled to a
100 km optical fiber. The laser power was 200 mV and the integration time was 30 s.

The obtained images were processed with the Image] software to determine the AgNP size and
the histograms were made for each experimental version with Excel.

2.6. In Vitro Antioxidant Activities

2.6.1. Free Radical-Scavenging Activity Using 2,2-Diphenyl-1-picrylhydrazyl (DPPH)

The antioxidant activity was monitored according to the DPPH method described by
Martins et al. [21] with modifications. This method was performed by using a SPECTRO star Nano
microplate reader (BMG Labtech, Offenburg, Germany). The reaction mixture in each of the 96-wells
consisted of 30 uL of sample solution (in an appropriated dilution, according to the reference range of
the calibration curve) and a 0.004% methanolic solution of DPPH. The mixture was further incubated
for 30 min in the dark, and the reduction of the DPPH radical was determined by measuring the
absorption of the sample at 515 nm. Trolox was used as a standard reference and the results were
expressed as Trolox equivalents (TE) per g of dry weight (mg TE/g dw TS).

2.6.2. Trolox Equivalents Antioxidant Capacity (TEAC) Assay

The radical scavenging activity of the tested solutions against the stable synthetic 2,2’-azino-bis
3-ethylbenzothiazoline-6-sulphonic acid (ABTS) radical cation was measured using the method
previously described by Mocan et al. [22]. Briefly, 20 uL of sample is mixed with 200 pL of radical
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solution and incubated for 6 min. The absorbance of the final solution is measured at 760 nm after the
incubation period. A Trolox calibration curve was plotted as a function of the percentage of ABTS
radical scavenging activity. The final results were expressed as milligrams of TE per gram of dry
weight tested solutions (mg TE/g dw TS).

2.7. Antibacterial Activity

2.7.1. Minimal Inhibitory Concentration (MIC) of Silver Nanoparticles

In order to determine the MICs of the obtained AgNPs against tested bacterial strains, we used
the microdilution method, as previously described [20]. To obtain binary dilutions from the TS, 200
uL TS was added in the first column of the microplate. One-hundred microliters of sterile water
were added in all the other wells of the microplate. One-hundred microliters from the first column
were transferred with a multichannel pipette into the second column of the microplate. These steps
were repeated until the last column, from which, the last 100 uL. was discarded. Ten microliters of
0.5 McFarland bacterial suspension were mixed with 9990 uL of Mueller-Hinton broth medium 2X
and 100 pL from this bacterial inoculum were dispensed in each well of the microplate. Additionally,
wells with culture medium only, culture medium with TS (negative controls), and culture medium
with bacterial inoculum (growth control) were prepared. The microplates were incubated at 37 °C for
24 h. MIC was considered in the last well in which no bacterial growth was noted. For TS with a high
degree of turbidity, resazurin was used as an indicator of bacterial growth [23]. After the plates were
incubated for 24 h at 37 °C, 3 uL 0.015% resazurin was added to each well, and the plates were further
incubated for 2-4 h. A color change of resazurin, from purple to pink, indicated a bacterial growth.
The last well in which the resazurin color did not change was considered MIC.

2.7.2. Minimal Bactericidal Concentration (MBC) of Silver Nanoparticles

From each well in which no bacterial growth was observed in the MIC method, 1 pL of suspension
was spot-inoculated on blood agar with a calibrated bacteriological inoculation loop. MBC was
considered the first TS concentration where no bacterial growth was observed on blood agar.

2.7.3. AgNP Effect on Bacterial Growth Rate (GR)

The following bacterial strains were used: S. aureus ATCC 25923 (SA); E. coli ATCC 25922;
P. aeruginosa ATCC 27853. To determine the growth rate, the solution with the highest bactericidal
activity was chosen (TS4). For the determination of GR, the steps described in a previous work were
performed [20]. The content of the microplate well in which MIC was noted was reproduced in a 2 mL
Eppendorf tube and it was incubated at 37 °C. At the initial moment and after 3 and 6 h of incubation,
50 pL of bacterial suspension were removed, serial diluted, and from these dilutions, 50 uL were evenly
seeded on the surface of Mueller-Hinton agar with a bacteriological inoculation loop. The plates were
incubated for 18-24 h and the colonies were automatically counted using “Flash & Go Automatic
Colony Counter” instrument (IUL Instruments S.A., Bacelona, Spain) from the plate with the most
countable colonies. As control for the bacterial growth, the same protocol was used, in the absence of
TS. Mathematical adjustments were performed to compensate the dilution from where the colonies
were counted and the inoculation volume.

2.8. Statistical Analysis

All analytical determinations were performed in triplicate, and the results are expressed as the
mean + standard deviation. The statistical significance was assessed by GraphPad InStat 3 software
(GraphPad Software, San Diego, Canada), at a significance threshold value of p < 0.05.
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3. Results

3.1. Characterization of Aqueous extracts

The aqueous extract was characterized in terms of total phenolic content (TPC), which is considered
responsible for silver ion reduction and AgNP synthesis. Thus, the total phenolic content was found to
be 20.59 mg GAE/g plant material.

3.2. Characterization of AgNPs

The first sign of nanoparticle formation is the color transformation of the solution. The influence
of the extract and of the used pH has an important role and it is observed that the solutions change
their color becoming brownish-red at pH = 9 and brown at pH = 4 (Figure 1). The appearance of the
opaque aspect is achieved as the biosynthesis time passes.

Figure 1. Color transformation of beech bark extract solution with AgNO3 at pH = 4 (test solution 1
(TS1)) and pH = 9 (TS2).

3.2.1. UV-Visible Spectral Analysis of AgNPs

The optical and electronic properties of the obtained silver nanoparticles are observed by UV-Vis
spectrophotometric analysis. Many factors that influence the absorption spectrum shift have been
analyzed, observing that the wavelength at which the maximum absorbance is recorded is dependent
on the time, pH, and silver ion solution. The biosynthesis time, visually determined, is 3 h for each
experimental version, but the time of appearance of the nanoparticles is different and can be observed
by UV-Vis spectra analysis (Figure 2). Use of beech bark extract (TS1) after 3 h of maintenance in
the ultrasonic bath leads to the formation of AgNPs. The maximum absorbance was recorded at the
wavelength of 475 nm (Figure 2a). The recording of the UV-Vis spectrum for TS2 shows a maximum
absorbance corresponding to the wavelength 425 nm from time 0 (Figure 2b). For TS3, it can be
observed that the time of appearance of AgNPs is 3 h and the maximum absorbance corresponds to
the wavelength of 450 nm (Figure 2c). At basic pH (TS4), under the same experimental conditions it is
observed (Figure 2d) that the appearance of the maximum absorbance corresponds to the wavelength
420 nm.

UV-Vis spectra recordings show that the wavelengths recorded for the TS are mainly pH dependent.
Thus, at pH = 4, maximum absorbances are recorded at wavelengths in the range of 450-475 nm. When
using the basic pH, the UV-Vis spectra shows a shift of the maximum absorbances at a wavelength
range between 411 and 431 nm. These results are supported by the literature data in which the
use of acidic pH records lower maximum absorbances [15]. The value of the acidic pH leads to the
agglomeration of the nanoparticles. Thus, on the UV-Vis spectrum, there is a lower absorbance peak
compared to the use of a basic pH which favors obtaining a larger number of nanoparticles and smaller
dimensions. Thus, at basic pH, the reaction rate increases followed by crystallization into smaller
particles, which involves the nucleation process and the growth of small nanoparticles [15,24]. In a
study using extracts from oak bark, rich in polyphenolic compounds and tannins, it was shown that the



Antioxidants 2019, 8, 459 7 of 15

synthesis rate of AgNPs increases with increasing pH. The pH with value 9 has the highest absorbance;
above this value the synthesis rate decreases [25]. Analyzing the experimental versions comparatively,
depending on the used silver solution, no significant differences were found.
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Figure 2. UV-visible absorption spectra of synthesized silver nanoparticles using tested solutions:
(a) TS1—beech bark extract, pH = 4, AgNOj3; (b) TS2—beech bark extract, pH =9, AgNO3; (c) TS3—beech
bark extract, pH = 4, AgC,H30O;; (d) TS4—beech bark extract, pH = 9, AgC,H30;.

3.2.2. FT-IR Analysis of Biosynthesized AgNP

FT-IR analyses were conducted to identify the biomolecules that might be responsible for reducing
the Ag+ ions in the beech bark extract, and also those that may be involved in the stabilization of
silver nanoparticle synthesis. Figure 3 shows the spectrum of aqueous beech bark extract, where the
bands corresponding to the -O-H bonds at 3414 and 1608 cm™! specific to the carbonyl group can
be observed.

The recording of the FT-IR spectra in the case of AgNPs obtained by reducing AgNOj3 (TS1-TS2)
with the polyphenolic compounds in the aqueous beech extract shows the appearance of a band at the
value of 1512 cm~! and intensifies the band corresponding to the wavenumber 1384 cm™! (Figure 4).
These show that certain compounds in the aqueous extract modify their structure, thus, generating
AgNPs. For TS3-TS4 solutions, there were no different results compared to TS1-TS2.
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Figure 4. Fourier transform infrared spectra of gold nanoparticles (AgNPs): A—TS2 (AgNPs obtained
with AgNOj at pH = 9), B—aqueous bark extract, C—TS1 (AgNPs obtained with AgNO; at pH = 4).

3.2.3. The Analysis by Transmission Electron Microscopy (TEM) of Biosynthesized AgINP

Transmission electron microscopy was used in order to characterize the obtained nanoparticles
in terms of their morphology and size. Thus, the TEM photomicrographs obtained were
analyzed using Image] program, obtaining information about the surface and diameter of the
biosynthesized nanoparticles.

In Figure 5, it is observed that the AgNPs synthesized are nanometric and uniformly distributed.
Regarding the morphology of the nanoparticles, it can be observed that it varies, encountering
polygonal, spherical, and even triangular shapes at TS1 (Figure 5a). In contrast, at basic pH (TS2) only
spherical shapes are observed (Figure 5c). The particles synthesized in TS1 have sizes between 10 and
420 nm (Figure 5b), with an average of 118.75 nm, and about 44% of these have a diameter below
100 nm. Regarding the size of the nanoparticles obtained at pH 9 (TS2) they fall in the range of 2-80 nm,
with an average of 44.02 nm and 100% of the measured nanoparticles have dimensions smaller than
100 nm (Figure 5d).
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Analyzing the synthesized AgNPs in the presence of the extract obtained from the beech bark
and AgNOj; (Figure 6), the results are similar to those presented previously. The morphology of the
obtained AgNPs at pH = 4 (TS3) is varied, in this case observing polygonal, triangular, and spherical
shapes (Figure 6a). In contrast, at basic pH (TS4) it can be observed that the AgNP morphology is
constant, with only the spherical shape being met (Figure 6c). AgNPs obtained in the basic medium
have dimensions in the range of 2-80 nm, with an average of 32.43 and 100% being smaller than 100 nm
in diameter (Figure 6d).

The results obtained with the help of TEM confirm the results presented above, regarding the
basic pH which favors the formation of a larger number of smaller nanoparticles. Thus, comparing
the tested solution, it is found that at pH = 9 all AgNPs have dimensions below 100 nm, and at pH
=4, about half of AgNPs have dimensions below 100 nm. These findings, related to shape and size,
are also confirmed by other researchers who analyzed synthesized nanoparticles in the presence of
extracts obtained from the bark of woody plants [26,27]. The particles synthesized in TS3 have sizes
between 10 and 200 nm (Figure 6b), with an average of 62.2 nm.

Thus, from literature data, AgNPs with a larger surface area, provide better contact with
microorganisms [28]. These particles are able to penetrate into the cell membrane or attach to the
bacterial surface based on their size. In addition, they have been reported to be highly toxic to bacterial
strains and their antibacterial efficacy is increased by decreasing the particle size [29].

Average - 118.75 nm

Frequency (%)

NS
A N g v >
P o Q‘QN Q’Qx Q‘Q\ Q'QN Q'Q\

S P
Particle size (nm)

(b)

N
o]

Average - 44.02 nm

0-20  20.01-40 40.01-50 50.01-60 60.01-80

— = NN
N O © &

Frequency (%)

S = @

Particle size (nm)

(d)

Figure 5. Graphical representation of AgNPs synthesized in the presence of the extract obtained from
the beech bark and AgC,H30,: (a) TS3— TEM photomicrograph; (b) histogram of the distribution of
AgNP size distribution in TS3; (c¢) TS4—TEM image; (d) histogram of the distribution of AgNP size
distribution in TS4. (TS3—beech bark extract, pH = 4, AgC,H30,; TS4—beech bark extract, pH =9,
AgCyH30,).
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Figure 6. Graphical representation of AgNP synthesized in the presence of the extract obtained from
the beech bark and AgNOj3: (a) TS1— TEM photomicrograph; (b) histogram of the distribution of the
AgNP size distribution in the TS1; (¢) TS2—TEM image; (d) histogram of the distribution of AgNP
size distribution in TS2 (TS1—beech bark extract, pH = 4, AgNO3; TS2—beech bark extract, pH =9,
AgNO3).

L

4. Antioxidant Activity of AgNPs

The antioxidant activity of synthesized AgNPs was evaluated by DPPH and TEAC radical
scavenging assays. The beech bark AgNPs exhibited free-radical-scavenging activity using both assays
as shown in Table 1. The activity against DPPH and ABTS confirmed the antioxidant potential of the
beech bark AgNPs. Significantly higher TEAC values were noted for TS1-TS2 as compared to TS3-TS4.
Many AgNPs solutions have been evaluated for their antioxidant capacities, commonly associated
with the content of phenolic compounds from plant extracts [17,30,31]. Beech bark contains a range
of biologically active components, such as tannins and polyphenols, indicating that the antioxidant
activity of the AgNPs has been enhanced by these bio-components.

Table 1. Antioxidant activity of AgNPs.

Sample Beech Bark.AigNP DPPH mg TE/g of TEAC mg TE/g of
Characteristics Sample Sample
TS1 pH = 4, AgNO; 11.68 + 0.34 35.05 + 0.69
TS2 pH =9, AgNO; 10.64 + 0.35 3723 £0.35
TS3 pH =4, AgC,H30, 10.52 £ 0.21 28.61 +0.21
TS4 pH =9, AgC,H30, 8.52 +0.15 20.39 +0.30

TE—Trolox equivalents; TS1—beech bark extract, pH = 4, AgNOs3; TS2—beech bark extract, pH = 9, AgNOs3;
TS3—beech bark extract, pH = 4, AgC,H30,; TS4—Dbeech bark extract, pH = 9, AgC,H30;. + Standard deviation.
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5. Antimicrobial Activity of AgNPs

To evaluate the antibacterial activity of the AgNPs against gram-negative bacteria (E. coli ATCC
25922, K. pneumoniae ATCC 700603, P. aeruginosa ATCC 27853) and gram-positive ones (S. aureus ATCC
25923 and MRSA ATCC 43300), MIC and MBC values were obtained. Afterwards, we studied how the
TS influenced the bacterial growth rate (at the initial moment and after 3 and 6 h of incubation).

For therapeutic consideration, only antimicrobial activity obtained below 1 mM concentration was
considered. The MIC and MBC of nanoparticles against pathogenic bacterial strains are as mentioned
in Table 2. Thus, it is found that almost all tested solutions exhibit inhibitory activity on the growth of
tested bacteria (except TS1, where the MIC was determined only for MRSA, at the maximum analyzed
concentration). It can be seen that AgNPs obtained at pH = 9 (TS2, TS4) favor the inhibitory activity
for the tested bacterial strains. They have a lower MIC compared to those obtained at pH = 4 (TS1,
TS3). TS2 (for E. coli, K. pneumoniae, and P. aeruginosa) and TS4 (for S. aureus, E. coli, K. pneumoniae, and
P. aeruginosa) have lower MIC and MBC compared to those obtained for the control beech bark extract.
For the most part, the MBC was registered for the TS where the MIC was determined, the results being
presented in Table 2. The lowest MBC was recorded for TS4 (MRSA, E. coli, and P. aeruginosa) and for
TS2 (E. coli).

As can be seen from Figure 7, TS4 had a bactericidal effect on E. coli and inhibited the growth of
S. aureus and P. aeruginosa after 6 h of incubation.

HO Hl1 H2
SE«09 TS - )

AE+09 _ContrulA)
3E+09
2E+09

1E+09

1.2E+10
1E+10
S8E+09
GE+09
AE+D9
2E+09
o

14E+09
1.2E+09
1E+09
800000000

400000000
200000000

Figure 7. Graphical and visual representation of the growth rate for S. aureus (A,D), E. coli (B,E), P.
aeruginosa (C,F) in the presence of TS4 (beech extract + AgC,H30, pH = 9) and in the absence of TS4
(Control) at: initial time—HO0, 3 h—H1, and 6 h—H2.
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Table 2. Antimicrobial activity of AgNPs against pathogenic bacteria.

Pathogenic Bacteria ATCC No. Agslj)fuﬁej;ed I\:/ICL I\SCL

mg/m mg/m

TS1 >1.41 >1.41

TS2 0.27 3.28
TS3 1.21 >1.45

Staphylococcus aureus 25923 TS4 0.09 937
BBE >2.5 >2.5
AgNO; 0.02 >0.15
AgCyH;0, 0.03 >0.15

TS1 1.41 1.41

TS2 0.34 0.82

TS3 0.42 1.45

MRSA 43300 TS4 0.24 0.79

BBE >2.5 >2.5

AgNO; 0.02 0.05

AgCyH30, 0.02 0.05

TS1 >1.41 >1.41

TS2 0.54 0.68

TS3 1.45 1.45

Escherichia coli 25922 TS4 0.19 0,19
BBE >2.5 >2.5

AgNO;3 0.02 0.02

AgCyH30, 0.02 0.02

TS1 >1.41 >1.41

TS2 2.74 3.28

TS3 1.45 1.45

Klebsiella pneumoniae 700603 TS4 0.99 1.38
BBE >2.5 >2.5

AgNO;3 >0.15 >0.15

AgCyH30, >0.15 >0.15

TS1 >1.41 >1.41

TS2 0.41 0.82

TS3 1.45 >1.45

Pseudomonas aeruginosa 27853 TS4 0.15 0.25
BBE >2.5 >2.5

AgNO;3 0.02 0.02

AgCyH30, 0.02 0.02

ATCC—American Type Culture Collection; MIC—minimal inhibitory concentration; MBC—minimum bactericidal
concentration; MRSA—methicillin-resistant S. aureus, BBE—beech bark extract; AgNOsz—silver nitrate;
AgCyH30,—silver acetate; TS1—beech bark extract, pH = 4, AgNOj3; TS2—beech bark extract, pH =9, AgNO3;
TS3—Dbeech bark extract, pH = 4, AgC,H30,; TS4—beech bark extract, pH = 9, AgCo,H30,,
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The antibacterial mechanism might beexplained by the interaction between silver nanoparticles
and bacterial DNA. AgNPs can cause DNA damage, and ultimately bacterial cell death. This effect has
been demonstrated on S. aureus and E. coli strains [32].

However, the antibacterial mechanism is different, depending on the type of bacteria to be
inhibited. For example, silver nanoparticles have an inhibitory effect on Helicobacter pylori, stating
two theories of action: small amounts of AgNPs enter the bacterium and inhibit the respiratory chain,
while another theory considers that AgNPs inhibit urease from H. pylori [33]. Evidence of bacterial
growth inhibition have also been demonstrated for strains of S. aureus, Streptococcus pneumoniae,
Proteus mirabilis, and E. coli [34].

6. Conclusions

Following the performed analyses, it was found that the biosynthesis of silver nanoparticles is
time and pH dependent. UV-Vis analysis shows that basic pH accelerates biosynthesis independently
of the ion salt used. This is also supported by TEM analysis in which the appearance in large quantities
and smaller size of AgNPs was demonstrated in all the versions where the basic pH was used.

FTIR analysis demonstrated that certain functional groups of the compounds present in the
aqueous extracts contributed to the formation of AgNPs, a fact supported by the intense bands around
1384 cm™L.

AgNPs tested solutions showed antioxidant activity as well as inhibitory and bactericidal activity.
The lowest MBC was obtained for TS4 (0.19 mg/mL) against E. coli ATCC 25922. The small nanoparticles
at pH = 9 have a lower MIC/MBC compared to those synthesized at pH = 4. This result could be
explained by the fact that alkaline pH favors the penetration of AgNPs into the bacterial cell, having
an inhibitory or bactericidal effect.

By determining the growth rate, it was observed that for E. coli, the tested AgNPs had a bactericidal
effect; while for S. aureus and P. aeruginosa the growth was inhibited.

These results indicate that bark extract of Fagus sylvatica L. is suitable for synthesizing stable
AgNPs which act as an antimicrobial agent.

Author Contributions: Conceptualization, C.T., L.B., and A.M. (Anca Mare); methodology, C.T., L.B., A.M. (Anca
Mare), and A.M. (Andrei Mocan); software, N.A.C. and L.R.; validation, C.T., L.B., and A.M. (Anca Mare); formal
analysis, N.A.C., LR., A M. (Anca Mare), and L.J.-F; investigation, N.A.C., LR., A M. (Anca Mare), and A M.
(Adrian Man); resources, C.T., L.B., A.M. (Anca Mare), A.M. (Andrei Mocan), and D.B.; data curation, N.A.C.,
LR., AM. (Andrei Mocan), L.J.-F,, D.B., ET., and A.M. (Anca Mare); writing—original draft preparation, C.T.
and L.B.; writing—review and editing, A.M. (Anca Mare); visualization, C.T. and A.M. (Adrian Man); project
administration, C.T.; funding acquisition, C.T.

Funding: This work was supported by the University of Medicine and Pharmacy of Targu Mures Research grant
number 15609/12/29.12.2017.

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

References

1.  Chaturvedi, V.; Verma, P. Fabrication of silver nanoparticles from leaf extract of Butea monosperma (flame
of forest) and their inhibitory effect on bloom-forming cyanobacteria. Bioresour. Bioprocess. 2015, 2, 18.
[CrossRef]

2. Kouvaris, P; Delimitis, A.; Zaspalis, V.; Papadopoulos, D.; Tsipas, S.A.; Michailidis, N. Green synthesis and
characterization of silver nanoparticles produced using arbutus unedo leaf extract. Mater. Lett. 2012, 76,
18-20. [CrossRef]

3. Ahmad, N.; Sharma, S. Green synthesis of silver nanoparticles using extracts of Ananas comosus. Green
Sustain. Chem. 2012, 2, 141-147. [CrossRef]

4. Prabhu, S.; Poulose, E.K. Silver nanoparticles: Mechanism of antimicrobial action, synthesis, medical
applications, and toxicity effects. Int. Nano Lett. 2012, 2, 32. [CrossRef]


http://dx.doi.org/10.1186/s40643-015-0048-6
http://dx.doi.org/10.1016/j.matlet.2012.02.025
http://dx.doi.org/10.4236/gsc.2012.24020
http://dx.doi.org/10.1186/2228-5326-2-32

Antioxidants 2019, 8, 459 14 of 15

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

Parlinska-Wojtan, M.; Kus-Liskiewicz, M.; Depciuch, J.; Sadik, O. Green synthesis and antibacterial effects of
aqueous colloidal solutions of silver nanoparticles using camomile terpenoids as a combined reducing and
capping agent. Bioprocess Biosyst. Eng. 2016, 39, 1213-1223. [CrossRef] [PubMed]

Sarfraz, M.; Griffin, S.; Gabour Sad, T.; Alhasan, R.; Nasim, J.M.; Irfan Masood, M.; Schéifer, HK.;
Ejike, E.C.C.C.; Keck, M.C.; Jacob, C.; et al. Milling the Mistletoe: Nanotechnological conversion of
african mistletoe (Loranthus micranthus) intoantimicrobial materials. Antioxidants 2018, 7, 60. [CrossRef]
[PubMed]

Keat, C.L.; Aziz, A,; Eid, AM.; Elmarzugi, N.A. Biosynthesis of nanoparticles and silver nanoparticles.
Bioresour. Bioprocess. 2015, 2, 47. [CrossRef]

Makarov, V.V.; Love, A].; Sinitsyna, O.V.; Makarova, S.S.; Yaminsky, 1.V.; Taliansky, M.E.; Kalinina, N.O.
“Green” nanotechnologies: Synthesis of metal nanoparticles using plants. Acta Nat. 2014, 6, 35-44. [CrossRef]
Song, J.Y.; Jang, H.-K.; Kim, B.S. Biological synthesis of gold nanoparticles using magnolia kobus and
diopyros kaki leaf extracts. Process Biochem. 2009, 44, 1133-1138. [CrossRef]

Amin, M.; Anwar, F,; Janjua, M.R.S.A_; Igbal, M.A,; Rashid, U. Green Synthesis of Silver Nanoparticles
through Reduction with Solanum Xanthocarpum, L. Berry extract: Characterization, antimicrobial and
urease inhibitory activities against Helicobacter pylori. Int. . Mol. Sci. 2012, 13, 9923-9941. [CrossRef]
Mittal, A.K.; Bhaumik, J.; Kumar, S.; Banerjee, U.C. Biosynthesis of silver nanoparticles: Elucidation of
prospective mechanism and therapeutic potential. ]. Colloid Interface Sci. 2014, 415, 39—47. [CrossRef]
[PubMed]

Punjabi, K.; Choudhary, P.; Samant, L.; Mukherjee, S.; Vaidya, S.; Chowdhary, A. Biosynthesis of nanoparticles:
A review. Int. J. Pharm. Sci. Rev. Res. 2015, 24, 219-226.

Mohamad, N.A.N.; Arham, N.A ; Jai, J.; Hadi, A. Plant extract as reducing agent in synthesis of metallic
nanoparticles: A review. Adv. Mater. Res. 2014, 832, 350-355. [CrossRef]

Mohd Zainol, M.K.; Abdul-Hamid, A.; Abu Bakar, F.; Pak Dek, S. Effect of different drying methods on the
degradation of selected flavonoids in Centella asiatica. Int. Food Res. J. 2009, 16, 531-537.

Sathishkumar, M.; Sneha, K.; Yun, Y.-S. Immobilization of silver nanoparticles synthesized using Curcuma
longa tuber powder and extract on cotton cloth for bactericidal activity. Bioresour. Technol. 2010, 101,
7958-7965. [CrossRef]

Shahat, A.S.; Assar, N.H. Biochemical and antimicrobial studies of biosynthesised silver nanoparticles using
aqueous extract of Myrtus communis L. Ann. Biol. Res. 2015, 6, 90-103.

Keshari, A.K,; Srivastava, R.; Singh, P; Yadav, V.B.; Nath, G. Antioxidant and antibacterial activity of silver
nanoparticles synthesized by Cestrum nocturnum. J. Ayurveda Integr. Med. 2018. [CrossRef]

Shriniwas, P.; Subhash, K. Antioxidant, antibacterial and cytotoxic potential of silver nanoparticles synthesized
using terpenes rich extract of Lantana camara L. leaves. Biochem. Biophys. Rep. 2017, 10, 76-81. [CrossRef]
Tanase, C.; Domokos, E.; Cosarcd, S.; Miklos, A.; Imre, S.; Domokos, ]J.; Dehelean, C.A. Study of the
ultrasound-assisted extraction of polyphenols from beech (Fagus sylvatica L.) bark. BioResources 2018, 13,
2247-2267. [CrossRef]

Tanase, C.; Cosarca, S.; Toma, F.; Mare, A.; Man, A.; Miklos, A.; Imre, S.; Boz, I. Antibacterial activities of
beech bark (Fagus sylvatica L.) polyphenolic extract. Environ. Eng. Manag. J. 2018, 17. [CrossRef]

Martins, N.; Barros, L.; Duefias, M.; Santos-Buelga, C.; Ferreira, .C.ER. Characterization of phenolic
compounds and antioxidant properties of Glycyrrhiza glabra L. rhizomes and roots. R. Soc. Chem. Adv. 2015,
5,26991-26997. [CrossRef]

Mocan, A.; Schafberg, M.; Crisan, G.; Rohn, S. Determination of lignans and phenolic components of
Schisandra chinensis (Turcz.) Baill. using HPLC-ESI-ToF-MS and HPLC-Online TEAC: Contribution of
individual components to overall antioxidant activity and comparison with traditional antioxidant assays. J.
Funct. Foods 2016, 24, 579-594. [CrossRef]

Elshikh, M.; Ahmed, S.; Funston, S.; Dunlop, P.; McGaw, M.; Marchant, R.; Banat, . M. Resazurin-based 96-well
plate microdilution method for the determination of minimum inhibitory concentration of biosurfactants.
Biotechnol. Lett. 2016, 38, 1015-1019. [CrossRef] [PubMed]

Anigol, L.B.; Charantimath, J.S.; Gurubasavaraj, P.M. Effect of concentration and ph on the size of silver
nanoparticles synthesized by green chemistry. Org. Med. Chem. Int. J. 2017, 3, 1-5. [CrossRef]


http://dx.doi.org/10.1007/s00449-016-1599-4
http://www.ncbi.nlm.nih.gov/pubmed/27083587
http://dx.doi.org/10.3390/antiox7040060
http://www.ncbi.nlm.nih.gov/pubmed/29677095
http://dx.doi.org/10.1186/s40643-015-0076-2
http://dx.doi.org/10.32607/20758251-2014-6-1-35-44
http://dx.doi.org/10.1016/j.procbio.2009.06.005
http://dx.doi.org/10.3390/ijms13089923
http://dx.doi.org/10.1016/j.jcis.2013.10.018
http://www.ncbi.nlm.nih.gov/pubmed/24267328
http://dx.doi.org/10.4028/www.scientific.net/AMR.832.350
http://dx.doi.org/10.1016/j.biortech.2010.05.051
http://dx.doi.org/10.1016/j.jaim.2017.11.003
http://dx.doi.org/10.1016/j.bbrep.2017.03.002
http://dx.doi.org/10.15376/biores.13.2.2247-2267
http://dx.doi.org/10.30638/eemj.2018.088
http://dx.doi.org/10.1039/C5RA03963K
http://dx.doi.org/10.1016/j.jff.2016.05.007
http://dx.doi.org/10.1007/s10529-016-2079-2
http://www.ncbi.nlm.nih.gov/pubmed/26969604
http://dx.doi.org/10.19080/OMCIJ.2017.03.555622

Antioxidants 2019, 8, 459 15 of 15

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

Heydari, R.; Rashidipour, M. Green Synthesis of silver nanoparticles using extract of oak fruit hull (jaft):
Synthesis and in vitro cytotoxic effect on Mcf-7 cells. Int. |. Breast Cancer 2015, 2015, 846743. [CrossRef]
[PubMed]

Mittal, A.K.; Chisti, Y.; Banerjee, U.C. Synthesis of metallic nanoparticles using plant extracts. Biotechnol.
Adv. 2013, 31, 346-356. [CrossRef] [PubMed]

Kumar, D.; Kumar, G.; Agrawal, V. Green synthesis of silver nanoparticles using Holarrhena antidysenterica
(L.) Wall. bark extract and their larvicidal activity against dengue and filariasis vectors. Parasitol. Res. 2018,
117,377-389. [CrossRef]

Rai, M.; Yadav, A.; Gade, A. Silver nanoparticles as a new generation of antimicrobials. Biotechnol. Adv. 2009,
27,76-83. [CrossRef]

Agnihotri, S.; Mukhertji, S.; Mukherji, S. Size-controlled silver nanoparticles synthesized over the range 5-100
nm using the same protocol and their antibacterial efficacy. R. Soc. Chem. Adv. 2014, 4, 3974-3983. [CrossRef]
Abbasi, B.H.; Nazir, M.; Muhammad, W.; Hashmi, S.S.; Abbasi, R.; Rahman, L.; Hano, C. A comparative
evaluation of the antiproliferative activity against Hepg?2 liver carcinoma cells of plant-derived silver
nanoparticles from basil extracts with contrasting anthocyanin contents. Biomolecules 2019, 9, 320. [CrossRef]
Otunola, G.A.; Afolayan, A.]. In Vitro Antibacterial, antioxidant and toxicity profile of silver nanoparticles
green-synthesized and characterized from aqueous extract of a spice blend formulation. Biotechnol. Biotechnol.
Equip. 2018, 32, 724-733. [CrossRef]

Mitiku, A.A.; Yilma, B. Antibacterial and antioxidant activity of silver nanoparticles synthesized using
aqueous extract of Moringa stenopetala leaves. Afr. ]. Biotechnol. 2017, 16, 1705-1716. [CrossRef]

Johnston, H.J.; Hutchison, G.; Christensen, EM.; Peters, S.; Hankin, S.; Stone, V. A Review of the in vivo and
in vitro toxicity of silver and gold particulates: Particle attributes and biological mechanisms responsible for
the observed toxicity. Crit. Rev. Toxicol. 2010, 40, 328-346. [CrossRef] [PubMed]

Zhang, X.-F; Liu, Z.-G.; Shen, W.; Gurunathan, S. Silver nanoparticles: Synthesis, characterization, properties,
applications, and therapeutic approaches. Int. J. Mol. Sci. 2016, 17, 1534. [CrossRef] [PubMed]

® © 2019 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
@ article distributed under the terms and conditions of the Creative Commons Attribution

(CC BY) license (http://creativecommons.org/licenses/by/4.0/).


http://dx.doi.org/10.1155/2015/846743
http://www.ncbi.nlm.nih.gov/pubmed/25685560
http://dx.doi.org/10.1016/j.biotechadv.2013.01.003
http://www.ncbi.nlm.nih.gov/pubmed/23318667
http://dx.doi.org/10.1007/s00436-017-5711-8
http://dx.doi.org/10.1016/j.biotechadv.2008.09.002
http://dx.doi.org/10.1039/C3RA44507K
http://dx.doi.org/10.3390/biom9080320
http://dx.doi.org/10.1080/13102818.2018.1448301
http://dx.doi.org/10.5897/AJB2017.16010
http://dx.doi.org/10.3109/10408440903453074
http://www.ncbi.nlm.nih.gov/pubmed/20128631
http://dx.doi.org/10.3390/ijms17091534
http://www.ncbi.nlm.nih.gov/pubmed/27649147
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Materials 
	Extraction Method 
	Characterization of Extract 
	Synthesis of Silver Nanoparticles 
	Characterization of Silver Nanoparticles 
	UV-Vis Analysis 
	FT-IR Analysis 
	TEM Analysis 

	In Vitro Antioxidant Activities 
	Free Radical-Scavenging Activity Using 2,2-Diphenyl-1-picrylhydrazyl (DPPH) 
	Trolox Equivalents Antioxidant Capacity (TEAC) Assay 

	Antibacterial Activity 
	Minimal Inhibitory Concentration (MIC) of Silver Nanoparticles 
	Minimal Bactericidal Concentration (MBC) of Silver Nanoparticles 
	AgNP Effect on Bacterial Growth Rate (GR) 

	Statistical Analysis 

	Results 
	Characterization of Aqueous extracts 
	Characterization of AgNPs 
	UV-Visible Spectral Analysis of AgNPs 
	FT-IR Analysis of Biosynthesized AgNP 
	The Analysis by Transmission Electron Microscopy (TEM) of Biosynthesized AgNP 


	Antioxidant Activity of AgNPs 
	Antimicrobial Activity of AgNPs 
	Conclusions 
	References

