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Abstract: Nanomedicine has been used as a precise treatment for many diseases. The advantage of
using nanodrugs is that they have more permeability and less toxicity to cells, which enhances the
drug delivery system. Graphene is well known for its potential biological applications in drug, food,
and pharma industries. This study aimed to assess the productivity and potentiality of nitrogen-
doped graphene (NDG) and to evaluate their anticancer, antimicrobial, and biofilm inhibition activity.
Nitrogen-doped graphene was synthesized by using a one-pot facile synthesis of NDG, wherein the
NDG was prepared by the reduction of graphene oxide (GO) in the presence of hydrazine hydrate as
a reducing agent, while ammonium hydroxide was used as a source of nitrogen on the surface of
graphene. As-synthesized NDG was characterized by various characterization techniques such as UV-
Vis, FT-IR, XRD, XPS, TEM, and N, sorption studies analysis. Antimicrobial, anticancer, and biofilm
inhibition assays were performed by standard protocols. N-doped graphene (NDG) showed better
activity against Gram-positive bacteria, such as methicillin-resistant Staphylococcus aureus (MRSA),
Bacillus subtillis, Streptococcus pneumoniae, and Streptococcus mutans (p < 0.05), whereas there was no
activity against Gram-negative strains in Klebsiella pneumoniae and Pseudomonas aeruginosa. Biofilm
inhibition was also improved with NDG compared to the standard ampicillin. NDG showed better
results in both MCF-7 and Hela cell lines with IC5 of 27.15 pg/mL and 30.85 pug/mL, respectively.
In conclusion, NDG has the best ability for use as a biomolecule, and research studies focusing on
proteomics, metabolomics, and in vivo studies are needed to increase the impact of NDG in the drug
and pharma industry.

Keywords: graphene; nitrogen; anticancer; physicochemical; antimicrobial; biofilm

1. Introduction

Many diseases that were previously thought to be incurable have now been success-
fully treated. Even though there are obstacles to overcome, the rapid growth of target-based
anticancer drugs has provided the opportunity to selectively destroy tumor cells located
deep within tissues [1]. Cancer therapies such as chemotherapy, hormonal therapy, and
monoclonal antibody therapies are already in use in the clinic. However, they have signifi-
cant limitations, such as relative ineffectiveness in certain types of cancers or serious side
effects that disqualify them from being considered safe drugs. The development of novel
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target-based anticancer drugs allows for the selective targeting and eradication of cancer-
ous cells [2,3]. Advanced methods have been used, such as the selective accumulation of
nanodrugs by modifying their physicochemical properties or the use of human stem cells.
However, the use of these nanodrugs resulted in toxicity and was insufficiently effective
considering the side effects caused using nanoparticles. Recent research has focused on
developing a novel immunotherapeutic strategy that effectively directs immune cells to
react against invasive cancer cells [4].

For decades, antibiotics have been used to treat microbial infections. However, antibiotic
resistance (AMR) has increasingly been reported locally and globally, leading to extremely
high medical costs, reducing immunity, prolonging hospital stay, and high mortality rates [5].
A recent study from Saudi Arabia has reported the emergence and dissemination of col-
istin resistance among major Gram-negative pathogens, such as Klebsiella pneumoniae and
Pseudomonas aeruginosa [6]. Such a spread of colistin resistance represents a major challenge
to public health given that colistin is usually used to treat infections caused by multidrug-
resistant (MDR) bacteria, which can complicate the therapeutic options available for clinicians
to manage patients. To combat this threat, it is crucial to develop better alternative agents
that can reduce the resistance burden and enhance better antimicrobial activity [7].

Biofilms are formed as an aggregate of at least one kind of microorganism that can
develop on various surfaces by producing an extracellular polymeric matrix. The phe-
nomenon of biofilm formation on the surface occurs in four stages. It is initially attached to
the surface and may be reversible or irreversible after that maturation stage using the EOS
matrix. This will develop micro- or macro-colonies. The maturation stage is very crucial,
showing differences in susceptibility [8].

Graphene and graphene oxide and their derivatives attract the scientific community’s
attention due to their remarkable physicochemical properties [9], mainly in biomedical
applications where the graphene atom has a high surface area compared to weight; an
important functional property to be considered [10]. To date, many scientists have investi-
gated oxidation functional groups of graphene, which can be utilized to discover different
compound materials, showing extraordinary improvement in biological, physical, and
chemical characterization used in combination with different nanocomposites [11]. Along
with the positive impact of graphene nanoformulations, some studies were reporting nega-
tive aspects of graphene that can lead to cell death due to inflammation, which is purely
dependent on the type of treatment, duration of exposure, and concentration used [12].
Our main objective of the study was to understand the enhancement of nitrogen-doped
graphene and its efficacy as an anticancer and antimicrobial potential towards tested cell
lines and microorganisms in association with the physicochemical properties analyzed
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Scheme 1. Graphical representation of as-synthesized NDG, and the evaluation of their biofilm
inhibition, antimicrobial, and anticancer activity.
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2. Materials and Methods
2.1. Materials

Graphite powder (99.999%, 200 mesh) was purchased from Alfa Aesar (Tewksbury,
MA, USA). Ammonia hydroxide solution (NH4OH), hydrazine hydrate (N,Hy), sulfuric
acid (H2SO4, 98%), potassium permanganate (KMnOy, 99%), sodium nitrate (NaNOj3, 99%),
and hydrogen peroxide (H,O,, 30 wt%), all organic solvents, were obtained from Aldrich
Chemicals (St. Louis, MO, USA) and were used directly without further purification.

2.2. Synthesis of Graphene Oxide (GO)

The modified Hummers method [13] was used to prepare GO from bulk graphite
powder procured from Alfa Aesar (USA) chemicals. To begin, 0.5 g of 99.999% pure
graphite powder with 200 mesh specification was added to 23 mL of conc. HySO4 and 0.5 g
of NaNOj; were placed in an ice bath under stirring. To stir the ice-cold solution, 3 g of
KMnO, was added slowly. After adding the KMnOj to the reaction mixture, the solution
was stirred for 1 h in a water bath of temperature 35 £ 5 °C to form a thick green paste.
Deionized water measuring 40 mL (DI) was added very slowly to the green paste formed
and the temperature increased to 90 + 5 °C in a 30 min period. In the last step, 100 mL
more of deionized water (DI) followed by 3 mL H,O, was added to turn the color from
dark brown to yellow. The obtained product was filtered while warm using Whatman filter
paper grade 1 and washed many times until the pH was ~7. The final product is dispersed
in deionized water (DI) in a ratio of 5 mg in 1 mL deionized water (DI).

2.3. Synthesis of N-Doped Graphene (NDG)

In this method, GO was used as the starting material. GO (100 mg) synthesized using
the Hummers method was dispersed in deionized water (20 mL) by ultrasonication method.
The dispersion was then collected in a round bottom flask, to which 4 mL of NH,OH and
4 mL of hydrazine hydrate were added simultaneously; here, ammonium hydroxide acting
as the source of nitrogen. The reaction flask was equipped with a condenser, and the
dispersion was allowed to stir for 3 h at 90 °C in a water bath. After 3 h of stirring, the
reaction vessel was allowed cool to reach RT and centrifuged the products at 8000 rpm.
The precipitate was washed many times with distilled water and dried at 65 °C for 12 h.

2.4. Screening of Synthesized NDG for Antimicrobial Analysis

The agar diffusion technique was adopted to test the antimicrobial activity of the
synthesized NDG. The microbial strains were selected from the global priority pathogens
(GPP) list as we have analyzed in our previous study. Selected microbial cultures were
procured from the microbiology department, College of Pharmacy, King Saud Univer-
sity, Riyadh. The glycerol stock cultures of six bacterial strains (Klebsiella pneumoniae,
Pseudomonas aeruginosa, methicillin-resistant Staphylococcus aureus (MRSA), Bacillus subtillis,
Streptococcus pneumoniae, and Streptococcus mutans) were taken and initially cultured on
Muller Hilton agar media and monitored for isolating pure colonies for further antibacterial
susceptibility testing [14]. In brief, pure colonies were selected from each microbial strain
and cultured on Mullar Hilton broth at 37 °C for 24-48 h incubation. Next, 0.5 McFarland
standard culture was prepared, and the broth was spread onto the Mullar Hilton agar
plates by using the sterile spreader. A standard antibiotic stock and NDG concentrations
were freshly prepared, and the working stock was prepared from the stock (ampicillin
100 ng/mL) for bacterial strains and NDG 100 pg/mL. Sterile blank discs were impreg-
nated with a defined concentration of an antimicrobial agent and NDG and one blank
broth disc as a positive control was placed on the surface of an agar plate. The plates were
incubated and the zone of inhibition showing susceptible or resistance results was analyzed
by measuring the diameter of the inhibition zone using a ruler. The entire analysis was
performed in triplicate.
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2.5. Screening of Synthesized NDG for Biofilm Activity

The antibiofilm activity of the NDG was assessed using a static microtiter plate assay.
Briefly, an overnight culture of MRSA and Pseudomonas aeruginosa strains was diluted
using Tryptic Soy Broth (TSB) and supplemented with 1% glucose, 100 uL of the culture
containing 1.5 x 108 CFU/mL was added to a 96-well Costar polypropylene plate, and
NDG 100 pL was added to one well from the stock solution (1 mg/mL) and was two-fold
serially diluted using the TSB to obtain concentrations of 100, 50, 25,12.5, and 6.25 pg/mL,
and standard antibiotic ampicillin 1000 pg/mL and gentamycin 200 pg/mL concentrations
were used and serially diluted to obtain the minimum concentration of the antibiotic to
evaluate antibiofilm activity.

After overnight growth, the planktonic cells were washed away with deionized water
and the remaining adhered biomass was stained with 0.1% crystal violet, washed with
water, and solubilized in 30% acetic acid. Total biofilm mass was quantified by measuring
the optical density (OD) at 595 nm using a microtiter plate reader. The percent biofilm
inhibition was calculated in relation to the amount of MRSA biofilm grown in the absence
of NDG (defined as 100%) and the media sterility control (defined as 0% growth). Results
from three separate biological replicates were averaged.

2.6. Determination of Minimum Biofilm Inhibitory Concentration (MBIC)

One-hundred microliter of bacterial strains Pseudomonas aeruginosa and MRSA strains
inoculums of 1.5 x 10 CFU/mL TSB culture were incubated for 24 h at 37 °C in polystyrene,
round bottom 96-well microplates (Corning, NY, USA). After incubation, the supernatant
was aspirated, and the wells were washed twice with sterile normal saline solution. One-
hundred microliter of NDG (stock 1 mg/mL) and antibiotics were added to the well and
two-fold serially diluted with TSB broth, which was added to the wells with the established
biofilms. After incubation for 18 h at 37 °C, MBIC was recorded. MBIC is defined as the
lowest concentration of the antibiotic/nanobiotic that results in no visible growth [15].

2.7. Determination of Antibiofilm Activity by Inverted Microscope

After 24 h of incubation at 37 °C, the cells were observed in a 12-well microtiter plate
under an inverted microscope (Olympus, Tokyo, Japan) at 40 x magnification [16].

2.8. Determination of Cell Cytotoxicity by 2,5-Diphenyl-2H-Tetrazolium Bromide (MTT) Assay

The anti-cell proliferative activity of NDG was investigated using MCF-7 and HeLa
cells by assessing their viability by using an MTT assay [17]. The cultures were grown until
the exponential phase and were trypsinized and diluted with DMEM to obtain a cell count
of 5 x 10° cells/mL. The suspended cells were grown overnight in a microplate containing
a 100 uL medium, a fresh medium with different concentrations of NDG (1.56-200 pg/mL)
was added after aspirating the previously grown culture. Cultures suspended in an FBS-
free DMEM served as a negative control. All drug concentrations and controls for the assay
were performed in triplicate.

The cell suspensions were withdrawn, and the wells were cleaned with PBS after 24 h
of incubation. Then, 20 pL of MTT solution (at a concentration of 5 mg/mL in PBS) and
80 uL of medium were added and incubated at 37 °C for 4 h. The culture fluid with MTT
was then removed, leaving the formazan crystal to precipitate. The crystals were dissolved
in 100 uL. of DMSO/acetic acid /sodium lauryl sulfate (99.4 mL/0.6 mL/10 g) at room
temperature for 15 min. The microplates were observed, and absorbance was measured at
570 nm using a spectrophotometric microplate reader (Synergy HT, BioTek Inst., Winooski,
VT, USA). ICs5g was calculated using GraphPad Prism 5.0 (San Diego, CA 92108, USA).

2.9. Statistical Analysis

A t-test was used to compare the results of antimicrobial activity of the synthesized
NDG and standard antimicrobials, where p < 0.05 is considered a significant result.
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3. Results and Discussions
3.1. UV-Vis Analysis

UV-Vis spectroscopy is used to characterize the synthesized NDG. Figure 1 displays the
UV-Vis spectra of GO and NDG. GO produces two distinct absorption peaks in the UV-Vis
spectrum at wavelengths of about 230 nm and 300 nm corresponding to the 7-7t* transition
of the C=C bond in the aromatic ring and n-7* for C=O bonds [18]. In contrast, NDG
displays a shift in peak position from 300 to 283 nm. Peak shifting to a lower wavelength in
the UV-Vis spectrum of NDG compared to GO indicates increased bond strengths than the
precursor. This is supported by the process of removing most of the oxygenic groups and
the restoration of C=C conjugation, leading to the strong bonding nature of electrons [19].

1.0
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- NDG
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Figure 1. UV-Visible spectra of graphene oxide (GO) and nitrogen-doped graphene (NDG).

3.2. FT-IR Analysis

The functional groups present in the NDG are characterized by FTIR spectroscopy.
The comparative data of FTIR spectra for GO and NDG are plotted in Figure 2. Since the
GO contains plenty of oxygen groups attached to the graphene layer, numerous signals are
produced in the FTIR spectrum, especially in the wavenumber range of 10001800 cm 1.
The oxygen-to-carbon bonding in GO varies from carbonyl (C=0), hydroxyl (-OH), etheric
(C-O-C), and alcoholic (C-O), which produce various vibration signals at 1735 cm™ 1 (stretch-
ing), 1400 cm™! (bending), 1224 cm~! (stretching), and 1053 cm~! (stretching), respec-
tively [20]. In addition to the vibration peaks produced by carbon-bonded oxygen atoms,
a broad strong band is displayed at 3428 cm ™! in the FTIR spectrum of GO, which is
produced by the -OH moiety from the absorbed moisture content. During simultaneous
reduction and nitrogen doping, most of the oxygen species were removed, which is ob-
served from the reduced intensity of most of the peaks produced by the oxygen-containing
groups, especially the oxygen present on the edges. However, a small peak present at
1053 cm ™! indicates the presence of traces of oxygen in the NDG. The doping of nitrogen
in the graphene sheet is confirmed by the peak at 1154 cm ™!, which resonated from the
vibrations of the C-N bond [21]. Moreover, the C=C unsaturation of graphene is reverted
in the NDG evident from the peak at 1558 cm~! [22]. The wide high intense peak present
at 3436 cm~! is possibly due to the N-H stretching vibrations or by the O-H bond as in
GO [23].



Crystals 2022, 12, 1035

6 of 13

Transmittance (%)

——NDG
—GO

4000 3500 3000 2500 2000 1500 1000 500

Wavenumber (cm'1)
Figure 2. FT-IR spectra of GO and NDG.

3.3. XRD Analysis

The crystal structure of NDG is studied using XRD analysis. The spectral pattern
obtained for NDG is compared with the precursors. Figure 3 displays the XRD pattern
of graphite, GO, and NDG. Pure graphite exhibits a highly crystalline nature as revealed
from the XRD pattern of pure graphite and a sharp peak at 26.5° (002) with a d-spacing
of 0.34 nm calculated using Bragg’s equation [24]. After the oxidation and exfoliation
of graphite into GO sheets, the peak shifted to 13.4° (001) with an increased interplanar
distance of 0.66 nm. As observed in Figure 3, the diffraction peaks corresponding to graphite
(26 =26.5°) and GO (26 = 13.4°) are completely absent in the XRD pattern of NDG. NDG,
being a turbostratic material, displays a broad peak at 23.4° corresponding to the (002) plane
and a small shoulder at 42.8° corresponding to (004) or (100) planes [25]. The d spacing
value NDG is calculated as 0.37 nm. The decrease in d spacing indicates the restoration of
unsaturated conjugation through the removal of intercalated oxygenic functional groups.

Graphite
—GO
——NDG

Intensity (a.u.)

10 20 30 4'0 50 60 70 80 90
20 (degree)

Figure 3. XRD pattern of graphite, GO, and NDG.
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3.4. XPS Analysis

XPS analysis was performed to examine the elemental combination of the prepared
NDG. Figure 4 shows the full spectra survey obtained for NDG. The presence of exclusive
peaks corresponding to carbon, nitrogen, and oxygen indicates that the compound is free
from other impurities.
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Figure 4. XPS full scan image of NDG.

3.5. N, Sorption Studies

N, adsorption—desorption isotherm analysis was carried out to investigate the surface
and porosity using a surface area and porosity analyzer. Figure 5 shows an adsorption—
desorption isotherm measured at a liquid nitrogen temperature of —196 °C. The type
IV isotherm, with a characteristic Hy hysteresis loop, was observed for NDG. The shape
of the isotherm predicted cage-like mesopores and the change in desorption value was
observed due to the capillary condensation occurring in pores [26]. The specific surface
area calculated by the BET method is 485.67 m?/g for NDG.
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Figure 5. N, adsorption-desorption isotherm of NDG.
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3.6. TEM Analysis

The detailed morphology and fine structure of NDG are analyzed using TEM. Figure 6
shows the TEM image of the NDG. NDG displays a 2D planar structure with some crum-
pling in a few areas. The highly transparent nature of the NDG sheets is visible in the
image, indicating very few layers are present in the NDG sheets.

' 20-0 :.i'm

Figure 6. High-resolution transmission electron microscopy (HRTEM) image of NDG.

3.7. Antimicrobial Analysis

The agar diffusion method was used to test antimicrobial susceptibility, and the
results are summarized in Table 1. Antimicrobial assessment shows improved results
compared to the previous studies. K. pneumoniae showed resistance towards NDG with
ZOI (14.2 £ 1.86) compared to the standard amplicillin ZOI (19.21 £+ 1.39) (p > 0.05).
Similarly, P. aeruginosa showed resistance towards NDG with ZOI (17.8 + 1.98) com-
pared to the standard ampicillin ZOI (19.5 + 2.75). Gram-positive bacteria, B. subtil-
lis, S. mutans, S. pneumoniae, and MRSA showed susceptibility towards NDG with ZOI
(25.12 £2.35,25.7 £ 1.89, 22.31 +£ 1.67, 25.45 £ 2.89) compared to the standard ampicllin
ZOI(19.22 £1.87,20.3 £ 1.12,18.21 £ 1.33, 19.16 £ 1.72), respectively (p < 0.05). As an
alternative to antibiotics, NDG is increasingly being used to target bacteria. Although
the antibacterial mechanisms of NDG are understood, currently accepted mechanisms
include oxidative stress induction, metal ion release, and non-oxidative mechanisms [27].
Pathogenic bacteria are the primary cause of several human infections and pose serious
health risks [28]. Since its discovery in 2004, graphene has emerged as a promising nano-
material due to its unique catalytic, optical, and electrical properties, as well as exceptional
physical properties such as a large specific surface area and mechanical strength [29].
Graphene has been found to have promising antibacterial properties in several recent
studies [30,31].
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Table 1. Zone of inhibitions obtained during agar diffusion test by NDG as compared to ampicillin.
Results were presented as mean & SD, n = 3.

Zone of Inhibitions (mm), Mean &= SD, n =3

Microorganisms
Ampicillin NDG

Klebsiella pneumoniae 19.21 +1.39 14.2 £ 1.86

Pseudomonas aeruginosa 195 £275 17.8 +-1.98
MRSA 20.3 +1.12 247 +1.89*
Streptococcus mutans 18.21 £1.33 2231 +£1.67*
Streptococcus pneumoniae 19.16 £ 1.72 2545 £2.89*
Bacillus subtillis 19.22 +1.87 2512 £2.35*

* p < 0.05 (Significant).

3.8. Biofilm Inhibition and MBIC Assay Results

The biofilm’s inhibition activity has been determined under an inverted microscope
(40x), and the difference in the untreated and treated biofilms with antibiotics and NDG
could be evaluated clearly by observing the clearance of biofilms and the separation of
planktonic cells in comparison with the untreated biofilm (Figures 7 and 8). Previous studies
have explored the role of NDG in biofilm inhibition in pathogenic bacteria and provided
evidence of metallic nanocomposites acting effectively against biofilm formation [32-35].

Figure 7. Results observed under an inverted microscope (40x) (A). MRSA biofilm untreated,
(B). MRSA inhibition treated with NDG (100 ug/mL), (C). MRSA inhibition treated with NDG
(200 ug/mL), (D). MRSA inhibition treated with ampicillin (200 pug/mL), (E). MRSA inhibition
treated with ampicillin (1000 pg/mL).



Crystals 2022, 12, 1035

10 0f 13

Figure 8. Results observed under inverted microscope (40x) (A). Pseudomonas aeruginosa Biofilm untreated,
(B). Pseudomonas aeruginosa inhibition treated with NDG (100 ug/mL), (C). Pseudomonas aeruginosa in-
hibition treated with NDG (200 ug/mL), (D). Pseudomonas aeruginosa inhibition treated with ampicillin
(1000 pg/mL), (E). Pseudomonas aeruginosa inhibition treated with ampicillin (2000 pg/mL).

The biofilm inhibition activity of isolates Pseudomonas aeruginosa and MRSA has been
performed using NDG and has been compared with standard antibiotics ampicillin. The
biofilms of Pseudomonas aeruginosa and MRSA were found to show a good percentage of
inhibition against NDG in contrast to the standard antibiotic ampicillin. The biofilm inhibi-
tion activity of NDG against Pseudomonas aeruginosa showed the least MIC of 25 pug/mL
and showed the highest percentage of inhibition 96.26 with an ICsj value of 12.98 ug/mL
in comparison to standard antibiotic tested. The results with MRSA biofilm inhibition
activities of NDG showing ICsq value 23.11 pg/mL with an inhibition percentage of 98.12 in
comparison to standard antibiotic-tested results are tabulated in Table 2. Because biofilms
are difficult to eliminate, they may increase the risk of infection, lengthen hospitalizations,
and boost healthcare expenses. Resistance to antibiotic therapy and gene transfers between
bacteria are two mechanisms linked to biofilm protection and survival, which allow the
pathogen to dodge host immune responses and create chronic infections [36]. To com-
bat bacterial resistance, scientists are exploring new antibiotic alternatives that not only
prevent resistance but also reduce the use of traditional antibiotics, allowing for effective
biofilm eradication [37]. Among these, the application of NDG has attracted much attention
due to its antibacterial and antibiofilm properties, as revealed in later investigations, and
the NDG could be used as an alternative to antibiotics against biofilm-forming bacterial
strains [38,39].
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Table 2. Evaluation of MIC, percentage inhibition, and ICs; values of NDG and Ampicillin.
S. No Tested Microorganism Drug MIC (ug/mL)  Parentage of Inhibition ICs (ug)

NDG 25 94.26 12.98
. NDG 50 94.23 26.53

1 P. aeruginosa
Ampicillin 1000 90.45 110.55
Ampicillin 2000 91.31 547.58
NDG 50 98.12 23.11
NDG 100 93.76 53.32

2 MRSA

Ampicillin 200 89.79 111.37
Ampicillin 1000 91.07 137.25

3.9. Cell Proliferation Assay

The percentage cell viabilities of MCE-7 breast cancer cells and HeLa cervical cancer
cells against varying concentrations of NDG were represented in Figure 9. Cell proliferation
of NDG was examined at 1.56-200 pg/mL, where the observed ICsy were 27.15 and
30.85 ug/mL at 24 h against MCF-7 and HeLa cells, respectively. The MTT assay results
demonstrate a dose-dependent anti-cell proliferation of NDG against MCF-7 and HeLa.
The nanoparticles of herbal drugs tend to augment the anti-cancer potential compared to
their native state. Thus, we can assume that NDG can be a potent anti-cell proliferative
agent for breast and cervical cancer.
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Figure 9. Cytotoxicity after 24 h of incubation with NDG (A); MCEF-7 cells (B) HeLa cells with ICsq
values (ug/mL).

Nanosystems are in use in successfully carried into tumor cells, causing visible cell
death and necrosis; these agents might suppress tumor cell growth with increased efficacy,
with accelerated apoptosis and necrotic effects on carcinogenic cells [40].

4. Conclusions

Herein, nitrogen-doped graphene was successfully synthesized by using the one-pot
facile synthesis of NDG, wherein the NDG was prepared by the reduction of graphene
oxide in the presence of hydrazine hydrate as a reducing agent, while ammonium hy-
droxide was used as a source of nitrogen on the surface of graphene and also inves-
tigated their anticancer, antimicrobial, and biofilm inhibition activity. NDG exhibited
better activity against methicillin-resistant Staphylococcus aureus (MRSA), Bacillus subtillis,
Streptococcus pneumoniae, and Streptococcus mutans (p < 0.05), whereas there was no activity
against Gram-negative strains in Klebsiella pneumoniae and Pseudomonas aeruginosa. Fur-
thermore, the biofilm inhibition activity of NDG against Pseudomonas aeruginosa showed
the least MIC of 25 ug/mL and showed the highest percentage of inhibition 96.26 with
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an ICsp value of 12.98 pg/mL in comparison to standard antibiotics tested. The results
with MRSA biofilm inhibition activity of NDG showed an ICs5( value of 23.11 ug/mL with
an inhibition percentage of 98.12 in comparison to the standard antibiotics tested. NDG
showed better results in both MCF-7 and Hela cell lines with an ICsj of 27.15 ug/mL and
30.85 pg/mL, respectively. The NDG revealed antibacterial activity against a wide range of
pathogenic bacteria and also anticancer and biofilm inhibition activity, which recognized
their applications in biomedicine.
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