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Abstract
Background

With regards to applicative, facile, green chemical research, a bio-inspired approach is being reported for
the synthesis of Au nanoparticles by using Mentha pulegium flower extract.

Methods

The phytochemical immobilized Au NPs were characterized by advanced physicochemical techniques
like Fourier Transformed Infrared spectroscopy (FT-IR), Scanning Electron Microscopy (SEM),
Transmission Electron Microscopy (TEM), Energy Dispersive X-ray spectroscopy (EDX), and X-ray
Diffraction (XRD) study. Thereafter, catalytic performance of those biomolecule functionalized Au NPs
was investigated in the efficient reduction of nitroarenes over a range of substrates. To survey the anti-
human colon cancer effects of gold nanoparticles, MTT assay was used on the common colon cancer
cell lines i.e., colorectal adenocarcinoma (HT-29), colorectal carcinoma (HCT 116), ileocecal colorectal
adenocarcinoma (HCT-8 [HRT-18]), and Burkitt's lymphoma (Ramos.2G6.4C10).

Results

The conversion was achieved in short reaction time with good to excellent yields in association with
outstanding turnover frequency (TOF). In addition, the nanocomposite catalyst was easily recovered and
recycled for 12 successive times without noticeable decrease in catalytic activity. Gold nanoparticles had
high anti-colon cancer activities dose-dependently against HT-29, HCT 116, HCT-8 [HRT-18], and
Ramos.2G6.4C10 cell lines. The best result of anti-colon cancer effects was seen in the case of the HCT
116 cell line.

Conclusions

It looks gold nanoparticles can be used for the treatment of several types of colon cancers in human.

Introduction

In the last few decades’ nanotechnology has been considered as one of the most emerging field in
science. The technology has emerged extremely promising based on its extensive applications in
different fields like engineering, physics, biology and chemistry and their interdisciplinary arena [1-4].
More specifically, nanosciences have been exploited in regions like drug delivery targeting cancer cell and
other deadly ailments [5], water purifications [6], electronics [7], imaging contrast agents [8] and catalysis
[9-12]. We are particularly interested in nanocatalysis as the corresponding materials are having unique
criteria like extremely small dimension, high surface to volume ratio, exceptional shape dependant
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properties, uniformity in particle size distribution, truly heterogeneous nature and reusable with almost
constant efficiency [13-16]. They satisfy almost all the criteria as for an ideal catalyst.

Green chemistry offers a cohesive set of twelve principles and has engrossed widespread interest in view
of sustainability [17]. One of the most important future perspectives of green chemistry is designing
ecological or bio-inspired catalysts in pursuing important organic transformations. The concept of
greener nanoscience is a practical approach towards advanced applications of nanotechnology [18-21].

Following this coalescence between nanotechnology and green chemistry, the biogenic synthesis of NPs
has evolved as an outstanding progress in the design of eco-friendly catalysts. Extract of different parts
of plants like fruits, barks, flowers, roots leaves etc contain several phytochemicals like polyphenols,
flavonoids, alkaloids, mild acids and terpenoids which have been found to be very effective in the
biometric conversion of metal salts into corresponding NPs [22-27]. In the recent past, this green metric
protocol for the synthesis of noble metal NPs has been quite popular [28—31] and ample studies are
going on for the biogenic synthesis of Au nanoparticles [32—37]. Au NPs find extensive applications in
diverse fields like biological transmission electron microscopy, colorimetric DNA sensors based on
colloidal Au and catalysis [38]. As being a catalyst, Au NP displays considerable potential towards
various organic transformations [39-42]. This actually has prompted us to carry out the biogenic green
synthesis of Au NP and exploring its catalytic performance in the efficient reduction of different
nitroarenes.

Reduction of nitroarenes is one of the elementary but significant organic reactions having outstanding
implications. The as synthesized aromatic amines are relatively safer chemical and have wide range of
synthetic and biological applications like photographic development, corrosion inhibition, anticorrosion
lubrication and in pharmaceuticals for the preparation of analgesic, antipyretic and other drugs [43—-45].
The nitrophenols derivatives are known to be significant organopollutant of water and being produced
from herbicides, pesticides and synthetic dyes. They are highly toxic for animals and humans and cause
disorderness of liver, kidney and central nervous system. Reductions of nitrophenols generate the safer
and non-toxic aminophenols which has several other applications [46—-47].

The Mentha pulegium plant has a high ornamental and medicinal importance and value, and attracts lots
of tourists worldwide for seeing the Crown Imperial in the wild. In Iran, Mentha pulegium wild populations
are at risk of fast eradication, due to irregular grazing of Mentha pulegium stands, deficiency in protecting
rules, pest overflow, and altering the pastures to dry farmlands [48]. The bulbs of various Mentha
pulegium species have been applied as a crucial anti-hypertensive drug and anti-tussive, expectorant in
traditional chinese medicine [49]. The main constituents of this plant include polyphenols, alkaloids,
organic acids, terpenoids, carbohydates and etc. [50]. Now, based on the research on the biosynthesis of
metal NPs and heterogeneous catalysis [51-55], we report herein the green synthesis of Au NPs using
Mentha pulegium flower extract for the first time and investigated its catalytic performance in the
reduction of nitroarenes using NaBH, as the hydride source (Scheme 1). The flower is grown widely in

Himalaya plateau and rich in important phytochemicals. Our protocol showed excellent catalytic
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reactivity over a wide spectrum of nitroarenes in water. Also, we decided to investigate the anti-colon
cancer potentials of gold nanoparticles formulated by Mentha pulegium flower against colorectal
adenocarcinoma, colorectal carcinoma, ileocecal colorectal adenocarcinoma, and Burkitt's lymphoma cell
lines.

2. Experimental

2.1. Preparation of Mentha pulegium flower extract

Fresh Mentha pulegium flowers were collected and washed thoroughly with double-distilled water. 2.0 g
of the flower petals was boiled in 100 mL deionized water for 20 min. The colored mixture was then
cooled and filtered through Whatmann filter paper No. 1 to have the aqueous extract. It was stored at 4 °C
in refrigerator for further use.

2.2. Green synthesis of Au NPs using Mentha pulegium flower extract

Ina 50 mL 1 (mM) aqueous solution of HAuCl, 10 mL of the flower extract was added in stirring

condition at room temperature. After 20 min, the light yellow colored mixture changed to wine red, an
indication for the synthesis of Au NPs (Fig. 2). Then the solution containing nanoparticles was
centrifuged at 4000 rpm for 20 min and the upper transparent layer was decanted off. The residues
obtained were washed for several times with deionized water and finally dried in an oven at 50°C.

2.3. Reduction of nitrobenzene to aniline

In the typical procedure, 2 mg (0.1 mol%) of the synthesized Au NPs was added to a solution of
nitrobenzene (1 mmol) in H,0/MeOH (2:1, 3 mL) mixture and was stirred for 5 min. Then, NaBH, solution

(2 mmol) was added and the reaction mixture was heated to 60 °C. Progress of the reaction was
monitored by thin layer chromatographic (TLC) [n-hexane/EtOAc : 4/1] and after completion, the mixture
was diluted with EtOAc. The catalyst was isolated by centrifugation, washed and dried separately for
reuse. The total organic layer containing the product was dried over anhydrous Na,SO, and concentrated

to have pure aniline.
2.4 Measurement of the anti-human colon cancer effects of Au NPs

In this experiment, the following cell lines have been used for investigating the anti-human colon cancer
effects of the HAuCl,, Fritillaria Imperialis flower, and Au NPs using an MTT assay:

1) Colorectal adenocarcinoma: HT-29.
2) Colorectal carcinoma: HCT 116.

3) lleocecal colorectal adenocarcinoma: HCT-8 [HRT-18].
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4) Burkitt's lymphoma: Ramos.2G6.4C10.

For culturing the above cells, penicillin, streptomycin, and Dulbecco's modified Eagle's medium (DMEM)
were used. The distribution of cells was 10,000 cells/well in 96-well plates. Then, all samples were
transferred to a humidified incubator with 5% CO, at the temperature of 37 °C. After 24 h incubating, all
cells were treated with several concentrations of HAuUCl,, Fritillaria Imperialis flower, and Au NPs, then
incubated for 24 h. HAuCl,, Fritillaria Imperialis flower, and Au NPs were sterilized using the radiation of
UV for 2 h. Finally, 5 mg/mL of MTT was added to all wells and all samples were transfer to an incubator
at the temperature of 37 °C for 4 h. The percentage of cell viability of samples was measured at the
absorbance of 570 nm and according to the following formula [53].

Percentage of cell viability (%) = (Sample absorbance/Control absorbance) x 100

3. Results And Discussion

3.1. Characterizations of biosynthesized Au NPs

Biogenic reduction of Au3* ions to Au NPs over the plant extract could be monitored visibly by color
change and spectroscopically by UV-Vis technique. The instant the Mentha pulegium extract was added
into the aqueous solution of HAuUCI,, color of the solution started changing from yellow to dark red (Fig.
1). Surface Plasmon resonance phenomenon confirmed the formation of Au NPs. As the reaction
progressed, intensity of the color increased. In addition to visible tracking, a UV-Vis spectrum of the
reaction solution was also recorded to detect the progression of the reaction. Fig. 1 displays the
characteristic change as the initial peak due to Au(lll) at ~520 nm disappeared as the reaction went to
completion to Au (0).

The as synthesized Au NPs were characterized with analytical techniques like Fourier Transformed
Infrared Spectroscopy (FT-IR), Scanning Electron Microscopy (SEM), Transmission Electron Microscopy
(TEM), Energy Dispersive X-ray spectroscopy (EDX) and Powder X-ray diffraction (XRD).

Fig. 2 represents the FT-IR spectra of Mentha pulegium extract itself (a) and the biomolecule modified Au
NPs (b). The extract shows strong signals at 3402 cm™, 2872 cm™' and 1679 cm™" which are attributed
to phenolic O-H, C-H and C=0 bonds respectively. The FT-IR profile of the flower extract almost overlaps
with the Au NP spectrum. This clearly indicates the successful immobilization of flower phytochemicals
over Au NPs. The results obtained from the FT-IR spectra confirmed that nanoparticles are coated with
biomolecules, especially with the amino acid residues of the proteins. The amino acid residues of
proteins have a strong ability to bind with metal by coating their surface and preventing them from
aggregation and are responsible for reduction and stabilizing. Thus, from the above discussion, it can be
concluded that biomass (protein, phenolic, and alcoholic compounds) perform the function of stabilizing
and reducing agents for Au NPs [15].
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Structural morphology of the biosynthesized Au NPs was investigated by SEM and HR-TEM techniges.
The SEM image, presented in Fig. 3, depicts lump like agglomerations which might be due to high
concentration during sampling. However, in a closer view it shows polyhedron and spherical globules
adhered homogeneously. Due to tiny size the particles have high tendency towards association. The HR-
TEM images display a better structural insight with a clear view of the particle shape and size of Au NPs.
As can be seen from Fig. 4, most of the nanoparticles are of homogeneous pherical and octahedral
shapes. Average diameter of the particles are within 30-45 nm. Such shape variance could be explained
based on Ostwald ripening theory where a large number of small active particles are associated resulting
in the growth of larger nanoparticles of anonymous shape and size [32]. There is an agreement between
the SEM image and HR-TEM images of the biosynthesized Au NPs.

Energy Dispersive X-ray Spectroscopy (EDX) confirmed the existence of pure Au particles in the specimen
(Fig. 5). The presence of C and O elements justifies the phytochemical functionalizations over Au NPs. As
the sample preparation was done on a Cu grid, it appears in the profile by default.

In order to investigate the crystalline nature of Au NPs, XRD analysis was performed. As shown in Fig. 6,
the characteristic peak position, width and height in the pattern resembles the face centered cubic (fcc)
gold. The standard cubic phase of gold, (JCPDS No0.65-2870) contains (111),(200),(220)and (31 1)
planes at 20 values of 38.2, 44.55, 63.85 and 76.85 respectively which is found to be in close agreement
with our material. The other small insignificant peaks can be attributed to phytochemicals present in the
flower extract.

3.2. Catalytic performance of the biogenic Au NPs

Following the meticulous physicochemical characterizations of the biosynthesized catalyst, it was the
turn to explore its catalytic activity. We investigated the catalyst in the reduction of nitroarenes using
NaBH, as hydride source. At the outset, optimization of reaction conditions was intended and thereby

different reaction conditions like catalyst load, solvent and temperature were assorted over a probe
reaction, the reduction of nitrobenzene. The experimental outcomes are shown in table 1. The reaction
was failed in the absence of any catalyst which signifies alone NaBH, is not sufficient to carry out the

nitro reduction (entry 1, Table 1). 2.0 mmol NaBH, was required for complete reduction in presence of the
catalyst. While studying the solvent effect over the model reaction, the best result was achieved in
MeOH/H,0 mixture (2 : 1) among the different tested solvents like EtOH, MeOH, H,0, DMF and CH5CN.
(entries 2-6, Table 1). 0.1 mol% of catalyst load was found to produce the best result (entry 8, table 1).
Again, keeping the other conditions intact, it was observed that the reaction worked the best at 60 °C.

Table 1. Optimization of the reduction of nitrobenzene with NaBH, in the presence of Au NPs under

various conditions.?

NO, NH,
©/ AuNPs N @/
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Au (mol%)

0.1
0.1
0.1

0.1
0.1

0.1
0.1
0.05
0.1
0.1
0.1
0.1

0.1

Solvent

EtOH

EtOH

MeOH

H,0

DMF

CH5CN
H,0-MeOH (1:1)
H,0-MeOH (2:1)
H,0-MeOH (2:1)
H,0-MeOH (2:1)
H,0-MeOH (2:1)
H,0-MeOH (2:1)
H,0-MeOH (2:1)

H,0-MeOH (2:1)

NaBH, (mmol)

N N NN

N

1.5

2.5

T (°C)
60
60
60
60

60
60

60
60
60
60
60
50
25

70

Time (h)

24

Yield (%)P
0

60

70

50

99
40

80
98
80
88
98
88
50

98

3aReaction conditions: nitrobenzene (1.0 mmol), solvent (3.0 mL), open air; PIsolated yield.

After having the standard conditions in hand for the reduction of nitro compounds, it was the turn to

establish the scope and generality of those conditions. Diverse ranges of nitroarenes were reduced to
corresponding amines in presence of the Au NP over NaBH,. The results have been depicted in Table 2.
Both electron attracting and electron withdrawing groups are found to be equally compatible under the
reaction conditions producing excellent yields within 1-2 h time range. Turnover frequencies (TOF) are

being calculated in all the cases which are moderate to high as presented in table 2.

Table 2. Au NPs catalyzed reduction of aromatic nitroarenes.2
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Entry RCgH4NO, Time(h) vield (%)®  TOF (h™)°
1 H 1 98 980
2 4-0OH 1 96 960
3 2-OH 1.5 95 633
4 4-NH, 1.5 96 640
5 4-CH, 1 96 960
6 4-OCHgy 1 92 920
7 4-CN 1 92 420
8 2-NH, 2 90 450
9 4-CHO 2 85 420
10 4-Cl 2 90 450

aReaction conditions: Catalyst (0.1 mol%), nitroarene (1.0 mmol), NaBH, (2.0 mmol), MeOH:H,0 (1:2, 3.0
mL), 60 °C;PIsolated yields; °TOF, turnover frequencies (TOF = (Yield/Time)/Amount of catalyst (mol).

3.3 Study of reusability

In spite of the excellent catalytic efficiency of the biogenic Au NPs, it is very essential to assess the
reusability in view of sustainable catalysis. Therefore, after completion of the fresh batch of probe
reaction, the catalyst was retrieved by centrifugation, washed thoroughly with MeOH/H,0O mixture, dried
and reused in successive cycles. The result has been presented in Fig. 7. Interestingly, the catalyst could
be reused up to 12 cycles with almost consistent reactivity.

We compared the outcomes of our developed protocol with the hitherto reported articles in the catalytic
reduction of nitrobenzene in order to show the distinctiveness. They have been documented in Table 3. It
clearly demonstrates that our method is superior in most over the others.

Table 3. A comparison our protocol with some reported methods for the reduction of nitrobenzene.
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Entry  Catalyst Conditions Time (h) Yield (%) Refs.

1 Fe;0, Ni MNPs Glycerol, KOH, 80 °C 3 94 56

2 [Ptl@SiC6 AcOEt, H,, RT 3 95 57

3 Nickel-iron mixed N,H,4.H,0, propan-2-ol, 1.5 96 58

oxide Reflux

4 Rh N,H,, EtOH, 80 °C 2.5 99 59

5 Pd Cu/graphene NaBH,, EtOH:H,0 (1:2), 1.5 95 60
50°C

6 Fe—phenanthroline/C N,H,4.H,0, THF, 100 °C 10 99 61

8 Amberlite-Au NPs NaBH,, MeOH:H,0 0.33 85 62
(1:1),40°C

8 Au NPs NaBH,, MeOH:H,0 1 98 This Work
(1:2),60 °C

3.4 Anti-human colon cancer potentials of gold nanoparticles

In our study, the treated cells with several concentrations of the present HAuCl,, Mentha pulegium extract,
and AuNPs were examined by MTT test for 48h regarding the cytotoxicity properties on normal (HUVEC),
colorectal adenocarcinoma (HT-29), colorectal carcinoma (HCT 116), ileocecal colorectal
adenocarcinoma (HCT-8 [HRT-18]), and Burkitt's lymphoma (Ramos.2G6.4C10) cell lines (Fig. 8; Table 4).
The absorbance rate was determined at 570 nm, which indicated extraordinary viability on normal cell
line (HUVEC) even up to 1000pg/mL for HAuCl,, Mentha pulegium extract, and AuNPs.

In the case of colorectal adenocarcinoma, colorectal carcinoma, ileocecal colorectal adenocarcinoma,
and Burkitt's ymphoma cell lines, the viability of them reduced dose-dependently in the presence of
HAuCl,, Mentha pulegium extract, and AuNPs. The IC50 of Mentha pulegium and AuNPs against HT-29
cell line were 421 and 218 ug/mL, respectively; against Human HCT 116 cell line were 380 and 193
ug/mL, respectively; against HCT-8 [HRT-18] cell line was 445 and 269 pg/mL, respectively; and against
Ramos.2G6.4C10 cell line were 457 and 285 pg/mL, respectively. The best result of cytotoxicity property
of gold nanoparticles against the above cell lines was seen in the case of the HCT 116 cell line.

The anticancer of gold nanoparticles was found to be highly dependent on a range of factors related to
their physical characteristics, such as surface coating, shape, and size. About the size, it has been
reported that gold nanoparticles with small size can transfer of cell membrane of tumor cells and remove
them. In the larger size, the above ability significantly is confined [63]. As can be observed in Figures 3
and 4 of our study, gold nanoparticles had uniform spherical morphology in range sizes of 30-45 nm. The
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size of gold nanoparticles in lower than 50 nm is very suitable for the killing of tumor cell lines in vivo and
in vitro [63].

About the anticancer properties of gold nanoparticles, they have used for the treatment of several cancers
including human lung cancer, mammary carcinoma, uterus cancer, lung epithelial cancer, Lewis lung
carcinoma, colon cancer, and human glioma [64].

Table 4. The IC50 of HAuCl,, Mentha pulegium, and AuNPs in the cytotoxicity test.

HAuCl, (ug/mL) M. pulegium (ug/mL)  AuNPs (ug/mL)

IC50 against HT-29 - 421 218
IC50 against HCT 116 - 380 193
IC50 against HCT-8 [HRT-18] - 445 269

IC50 against Ramos.2G6.4C10 457 285

4. Conclusion

In conclusion, we herein report the development of a facile green approach for the biogenic synthesis of
Au NPs using Mentha pulegium flower extract. The phytochemical enriched flora extract has been found
to functionalize the Au NPs surface. The synthetic progression of the NPs has been monitored by visible
as well as spectroscopic means. Catalytic performance of the biosynthesized Au NPs was investigated in
the efficient reduction of several aromatic nitro compounds in presence of NaBH, as the hydrogen donor
under eco-friendly conditions. The amines were obtained in excellent yields with high TOF. Furthermore,
the catalyst was proved to be sufficiently robust and truly heterogeneous as it retained its catalytic
efficiency up to 12 successive cycles. On the whole, the total protocol described herein could be
advantageous for academia as well as industry keeping in view of green and sustainable chemistry. Also,
these nanoparticles had effective anti-colon cancer effects against colorectal adenocarcinoma (HT-29),
colorectal carcinoma (HCT 116), ileocecal colorectal adenocarcinoma (HCT-8 [HRT-18]), and Burkitt's
lymphoma (Ramos.2G6.4C10) cell lines without any cytotoxicity activity against normal cell line i.e.,
HUVEC. It appears that the gold nanoparticles synthesized using Mentha pulegium flower aqueous
extract can be used as novel anti-colon cancer drugs in humans in the near future.
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Figure 1

Synthetic procedure towards biogenic Au NPs and its application in the reduction of nitroarenes in water.
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Figure 2

UV-Vis spectra and corresponding color changes with time during the biosynthesis of Au NPs.
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Figure 3

FT-IR spectra of (a) Mentha pulegium extract and (b) biosynthesized Au NPs.
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Figure 4

FT-IR spectra of (a) Mentha pulegium extract and (b) biosynthesized Au NPs.
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Figure 5

HR-TEM images of biosynthesized Au NPs.
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Figure 6

EDX spectrum of biosynthesized Au NPs.

Page 19/22




16000

14000

12000

10000

Counts

(111)

(200)

(220)

(311}

10 20 30

40 50
2 Theta (degree)

70

Figure 7

XRD pattern of biosynthesized Au NPs.
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Figure 8

Reusability of biosynthesized Au NPs for reduction of nitrobenzene.
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Concentration (ug/mlL)
The anti-colorectal carcinoma properties of HAuCl4, Mentha pulegium, and Au NPs against HT-29 (A),

HCT 116 (B), HCT-8 [HRT-18] (C), and Ramo0s.2G6.4C10 (D) cell lines.

Figure 9



