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Abstract
Recent advances in nanotechnology and nano biomaterials have attracted considerable attention in the
�eld of cancer therapy. The development of biocompatible nanotherapeutics that selectively target cancer
cells is a prime area of interest and current research. The use of graphene is being explored in a variety of
sciences, ranging from electronics to biomedical �elds. In the present study, graphene oxide nanosheets
were synthesized using a modi�ed Hummer’s method. FTIR spectroscopy, Raman spectroscopy, and X-
Ray Diffraction analyses were used to characterize the as-synthesized nanosheets. FE-SEM and HR-TEM
were also used to examine the structure of the as-synthesized nanosheets. Surface topography and
thickness measurements were also conducted by Atomic Force Microscopy. Results indicated that the
lateral thickness of the graphene nanosheets was approximately 6.45 nm, which was corroborated by the
TEM and AFM analyses. Characteristic defect peaks observed in Raman spectroscopy and electron
microscopy images along with the respective EDAX calculations con�rmed the formation of graphene
nanosheets. The potential biomedical application of graphene nanosheets was evaluated by assessing
the cytotoxicity of the graphene nanosheets against human breast adenocarcinoma [MDA-MB-231] and
HaCaT normal cell lines. Two different in-vitro, anti-oxidant activity assays of Graphene Oxide [GO] were
employed, namely DPPH radical and the H2O2 scavenging activity. Antioxidant activity of GO was
assessed in a measured concentration-dependent manner to better understand the cytotoxicity of the GO
sheets in the different cell lines. The in-vitro tests revealed that the GO sheets had a high level of
cytotoxicity to the human breast cancer MDA-MB-231 cells that was concentration dependent. In contrast,
the cytotoxicity of the GO sheets against the HaCaT normal cell line was marginal, suggesting that the
graphene nanosheets could be safely used in cancer therapy.  

1. Introduction
The novel and fascinating properties of graphene-based materials suggest that these materials may have
many potential biomedical applications [1]. Graphene oxides are a class of nano-materials in the size
range of 1-100 nm and fall into a category of two-dimensional carbonaceous nanomaterials with
dimensions of approximately a few nanometers in thickness. Owing to the unique physio-chemical
properties of graphene oxide (GO), including the available surface oxygen groups, GO can form a stable
suspension in different solvents, indicating its hydrophilic nature within the family of carbonaceous
nanomaterials [2]. Due to the presence of a unique surface to volume ratio, along with surface properties
such as a huge concentration of surface atoms, augmented surface energy value, and other
characteristics, makes GO a suitable candidate for a myriad of applications. Potential applications range
from biomedical applications (viz. drug delivery, protein therapy etc.) and bioengineering (biosensors and
bioimaging) to anti-microbial therapy and bioengineering (scaffolding of tissue) [3, 4]. Due to its high
surface to volume ratio, GO sheets provide a reactivity and adsorption platform for other biological
macromolecules enabling bioprocesses to occur at a nanoscale level that are mesoscopic in nature [5].
The probability of redox reactions between the material and a biological system due to the free electrons
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present on the surface of graphene oxide sheets, increases the number of potential applications of
carbonaceous nano-materials in biological systems [6].

Nanobiotechnology has emerged as a promising platform for employing nanomaterials in the �eld of
cancer biology [5]. Due to the unique physio-chemical properties of the nanomaterials, the same could be
used for targeted drug delivery for bearing the outcompeting behavior of natural delivery mechanisms
such as reaching the nuclear membrane and penetrating it for delivery in the proteins and the DNA
sequences [3]. Graphene oxide [GO] has been recently proposed as a good agent in cancer therapeutics
and diagnosis [7]. The morphology and the viability of the glioma cells U87 and U118 respectively, have
been shown to be less effective from the treatment of GO sheets [8]. Also, Chang et al., [2011] has studied
the adverse effect over the A549 cells due to the generation of oxidative stress by GO. It has also been
reported that GO sheets bring signi�cant damage to the mitochondrial membrane, resulting in altered
mitochondrial potential [10]. Compared to other nano-scaled nanomaterials, such as gold and silver
nanoparticles which are used in different medical therapies, carbonaceous materials like GO have lesser
deleterious intrinsic activity in the drug delivery process of DNA, RNA for achieving targeted drug delivery
mechanism [11, 12]. The great convenience of using graphene oxide [GO] over other carbon-based
materials is due to its aqueous dispersibility and colloidal stability in both single or few-layered GO. As a
result, these materials are becoming immensely popular as novel tools in the biomedical �eld[13].

The surface properties of pristine graphene oxide and graphene sheets increases their overall potential
for activity within biocompatible applications [14]. In this regard, an interaction between GO sheets and
targeted ligands in lung epithelial cells [15], neuronal cells [16] and �broblast cells has been reported [Gao
et al, 2012]. Furthermore, the use of GO sheets in conjunction with sulfonic acid in drug delivery systems
makes the GO suspension more stable, while decorating the sheets with folic acid molecules has been
used to target human breast cancer cells with folic acid receptors [17]. Folic acid-conjugated GO sheets
have been employed for the delivery of anti-cancer drugs, such as doxorubicin and calprotectin, into
tumor cell lines with great success in MGC803 cells [18]. Yang et al., 2010 reported that a higher rate of
uptake in tumor cells and in-vivo photothermal therapy was achieved by using PEGylated Graphene
sheets in a mouse model subjected to an ultra-low power laser injection of 2Wcm− 2. The interaction of
graphene with DNA/RNA macromolecules favors the use of GO sheets over GO alone, due to the presence
of the carboxylic, hydroxide, and epoxy groups present in GO sheets, which provides greater potential
bioactivity and thus, greater potential application in a wide range of biomedical �elds and bio-
macromolecular systems [14]. The higher rate of drug adsorption to hydrophobic materials also makes
GO a preferred choice amongst the graphene family of nano-scaled materials, such as graphene, rGO
(large GO), and others [19]. Extensive studies of graphene-based materials for different biomedical
applications have fostered nano-biomaterial development for practical use and commercialization.More
studies on graphene are required, however, to achieve safe and effective commercial applications of this
technology.

In this present study, the Hummers method, with some modi�cations, such as the use of sulphuric acid
[H2SO4], and varying the Graphite: KMn04 ratio in the reaction mixture, was used to optimize GO
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production. The cytotoxic activity of the GO nanosheets against the MDA-MB-231 breast cancer cell line
was also evaluated, along with its effect on a normal, HaCaT cell line. During the application of any
foreign biomaterials, there is the potential of inducing oxidative stress. Therefore, the DDPH radical and
peroxide scavenging assays were also conducted. Results of the study indicate that oxidation plays a key
role in the activity of GO nanosheets in biological systems.

2. Material And Methods

2.1. Preparation of GO nanosheets
GO nanosheets were prepared using the commonly-used method described by Zaaba et al. [2017].
Graphite powder was subjected to chemical exfoliation using a modi�ed Hummer’s method. Brie�y, 1.5 g
of sodium nitrate [MERCK] were mixed with 2 g of graphitic powder [purchased from Sigma Aldrich]. The
resulting powdered mixture was then placed in 75 ml of 98 % H2SO4 and stirred for 48 hr. The solution
was then placed at 10°C for 12 hr, after which 10 g of KMnO4 powder was mixed in. The mixture was then
placed in a 0°C ice bath for 15 min. After this, the solution was heated to 35°C on a hot-plate.
Subsequently, 140 ml of deionized water [DI] was added to the solution during which time the exothermic
reaction occurring in the solution raised the temperature of the solution to ~ 98 ℃. The temperature of
the solution was then lowered by placing the reaction solution in a 35℃-water bath for 20 minutes. The
color of the solution began to change from black to brown, indicating that a chemical exfoliation process
was occurring in the solution at a nano-scale level. After 25 minutes, 450 ml of DI water and 10–15 ml of
30 % H2O2 was added to the solution. The solution then took on a yellowish hue, indicating the synthesis
of GO sheets. The solution was then centrifuged and the precipitate was collected and washed with 37%
HCL, followed by a second washing with DI water. The pH of the solution was maintained at a pH of 7.0.
The GO slurry was then poured into a fresh container for further use. The GO slurry was used to
characterize the GO sheets and to prepare a dry powder by air drying the slurry in an oven at 900C for 24
hours.

2.2. FT-IR spectroscopy
The FT-IR spectra of dried samples of GO sheets were identi�ed and recorded using a Perkin-Elmer
spectrum RX-1 IR spectrophotometer. The analysis of the GO sheets was performed by preparing the
powdered samples into a KBr pellet, drying the pellet, and subsequently subjecting the dried pellet to ATR-
attenuated FT-IR at 4500 − 500 cm-1. Different functional groups against a speci�c inverse peak of
wavenumber [cm-1] were calculated to identify speci�c functional groups present in the structure of the
GO sheets.

2.3. Raman spectroscopy
The powdered samples of GO sheets were analyzed by Raman spectroscopy to identify any aberrant
proportions in its structure by calculating the ID/IG ratio, which is a hallmark signature of any
carbonaceous nano-materials. An Ar + ion laser at an excitation wavelength of 514 nm was used and the
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vibrational modes of the intrinsic structures were studied using Lab Ram HR800 micro-Raman
spectroscopy [Horiba Jobin-Yvon, France].

2.4. X-Ray Diffraction [XRD] of GO sheets
The powdered samples were subjected to XRD [Bruker Advance D8] with a Cu Kα [λ = 1.5406 Å] to
determine the crystalline structure and lattice planes in the material.

Different lattice planes against speci�c diffraction angles were calculated and used to determine the
intrinsic details of the structure based on the diffractogram.

2.5. FE-SEM [Field Emission Scanning Electron Microscopy]
of GO
The surface topography of the powdered GO sheets was observed using FE-SEM [EVO-60, Zeiss
company]. The powdered samples of GO sheets were drop-casted on to the surface of a glass coverslip
and dried overnight. The resulting samples were viewed under an FE-SEM at an operating voltage of 20
kV. The particle size of the GO sheets was calculated using a technique for determining the layer
thickness and the particle diameter based on the use of a raster scanning mode.

2.6. HR-TEM [High Resolution-Transmission Electron
Microscopy] of GO
For the HR-TEM analyses, the powdered samples were deposited on carbon-coated, copper grids [300
mesh size, regular grip, spi 2030 C] and allowed to dry overnight. The resulting samples were viewed in
HR-TEM [FEI-TECNAI G2 2OS-TWIN, Netherland] at a frequency of 80 Hz.

2.7. Atomic Force Microscopy of GO
AFM [Bruker AXS Pte Ltd, Innova] was used to examine the surface properties of the GO sheets at a
differential electrostatic charge distribution [in mV] using a cantilever-based de�ection. The sample was
prepared by drop-casting slurry onto a silicon wafer and allowing the samples to dry prior to examination
by AFM.

2.8. DLS [Dynamic Light Scattering] of GO
The particle size and zeta-potential of the powdered GO sheets at room temperature were analyzed using
a Zetasizer [Zs-90, Malvern, UK]. The dried samples were �rst adequately diluted in Phosphate Buffer
Saline solution [0.15 M, pH 7.2]. Aliquots of the GO suspensions, at a concentration of 10 µg/ml from a
stock [1mg/ml], were subjected to further analysis under DLS. Particle size distribution was determined at
a scattering angle of ~ 90ºC.

2.9. Antioxidant Activity
The anti-oxidant potential of GO sheets was evaluated based upon a measurement of resistant DPPH
free-radical scavenging. Brie�y, 1.9 ml of a methanol solution of DPPH [0.004%], and 0.1 ml of different
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concentrations of GO, were mixed together. The solution was then mixed robustly and kept for 30 min in
the dark. Absorbance of the solution at 517 nm was then determined by using a Shimadzu UV-1280
spectrophotometer. The addition of ascorbic acid to DPPH was used as a control. All tests were
performed in triplicate. The ability to scavenge DPPH radicals was calculated by using the following
Equation [1]:

Ability to scavenge DPPH [%] = [AO − A1]/A0] × 100        (1)

In the equation, AO is the absorbance of the control, while A1 is sample absorbance.

H2O2 scavenging activity of the GO sheets was also determined using a slightly modi�ed Ruch Figure
method [16]. Brie�y, a 40 mM H2O2 solution was prepared in 0.05 M KH2PO4-K2HPO4 phosphate buffer
[pH = 7.4]. Various concentrations of GO were then added to the prepared H2O2 solution (1.4 ml
phosphate buffer and 0.6 ml 40 mM H2O2). The absorbance of the H2O2/GO solution was then measured
after 10 min at 230 nm using a Shimadzu UV-1280 spectrophotometer, and used to estimate the
concentration of H2O2. Ascorbic acid, instead of the GO solution, was used as a positive control. All tests
were performed in triplicate and H2O2 scavenging ability was calculated by using Equation [1].

 

2.10. Cytotoxicity and biocompability with different cell
lines

2.10.1. Cell Culture
The cell lines chosen for the cytotoxicity assay were a human skin HaCaT and a breast cancer cell line
[MDA-MB 231]. The basal medium used for all cell culture experiments was Dulbecco’s Modi�ed Eagle’s
medium supplemented with 10% Fetal Bovine Serum, and streptomycin sulfate and benzyl antibiotics at
a �nal concentration of 100 µg/ml and 100 U/ml, respectively. Cell cultures were maintained at 5% CO2

and 37°C throughout all the experiments. The cells were passaged using 0.25% Trypsin-EDTA at around
80% con�uence. Cells were seeded in 96-well plates at a density of 5 × 103 cells/well for the MTT assays.

2.10.2. MTT Assay
Cytotoxicity and biocompatibility was assessed using an MTT colorimetric assay at 24 and 48 hour after
incubation of the cell lines with the GO nanosheets [21]. Doxorubicin was used as a positive control. A
stock solution of dimethylthiazolyl-diphenyltetrazolium bromide [MTT; 1mg ml-1] in PBS was prepared
immediately prior to use. A 500 µl volume of the MTT solution [50µg ml-1 MTT in culture medium] was
added to each culture dish without a cover. Cells were incubated for 3 h, and reduced formazan was then
extracted with 500 µl DMSO and absorbance was measured at 570 nm in a spectrophotometer. Cell
survival was expressed as the percentage of absorption of treated cells in comparison with untreated,
control cells.
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2.11. Statistical Analysis
Each assay was performed in triplicate to ensure reproducibility. The results of the antioxidant assays
were expressed as a percentage of inhibition, while the cytotoxicity results were expressed as percent
viability, relative to the control. Values obtained in the antioxidant and cytotoxicity assays for the different
treatment groups vs. the controls were statistically evaluated using a Student’s t-test (p ≤ 0.05).

3. Results And Discussion

3.1. Characterisation of GO sheets

3.1.1. Fourier Transform Infra-Red Spectroscopy
The GO nanosheets were evaluated prior to their use in the in vivo bio-application studies. The structure
and possible function of individual molecules were evaluated to better link activity of the GO nanosheets
with its structural components. Prior knowledge of the molecules and bonding pattern could also help to
predict expected outcomes in the use of the GO nanosheets. The FT-IR spectra of the architecture of GO
sheets [Figure 1] revealed the presence of the characteristic wave-numbers of 1585 cm-1, 2841 cm-1, and
3443 cm-1. These wave numbers represent the functional groups linked to the structure of the GO sheets,
and reveal the presence of C = C, C-O, and C = O bonds, respectively. The wave number present at ~ 1096
cm-1 is associated with both C-C and C-O bonds. The broad signal observed around 3443 cm-1 indicates
the O-H bond vibration of the hydroxyl groups present in the GO architecture [22].

3.1.2. Raman spectroscopy
Raman spectroscopy is an important analytical tool that provides both qualitative and quantitative data
on nanomaterials based on its chemical composition and structure [23]. The Raman plot [Figure 2]
contains the ID/IG ratio of ~ 1.05, which is characteristic of powdered GO sheets. The defect ratio
represents the compromised proportion and lesser quanti�ed nature of the available defects present in
the GO sheets. More speci�cally, it indicates the presence of a slightly lower number of dangling bond
associations in the native structure of the GO sheets, compared to the previously reported graphene
sheets of rGO forms that have a value of 1.35. Such observations indicate a more conductive nature for
GO forms, relative to its other counterparts [Graphene, rGO, etc.], making it suitable as an inhibitory anti-
cancerous agent that can be used against a variety of cancer cells.

3.1.3. X-ray Diffraction
The X-Ray Diffraction [XRD] analysis [Figure 3] revealed the presence of lattice planes that are
characteristic for powdered GO sheets. Notably, 001 and 002 lattice planes at a diffraction angle of 30º
were evident. These characteristic lattice planes indicate the nature of the available crystallinity of GO
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sheets. The polycrystalline nature of GO sheets is evidence that such lattice planes are present and were
corroborated by the TEM SAED pattern.

Thermo-gravimetric analysis (TGA) is a method of thermal analysis in which the physical and chemical
properties of materials are measured as a function of increasing temperature (with a constant heating
rate), or as a function of time (with constant temperature and/or constant mass loss). TGA contrasts with
DTA, where the material under study and an inert reference undergo identical thermal cycles, and
differences in the temperature between a sample and reference are recorded[24]. Results indicated that
exposing the as-prepared GO materials to temperature changes affected its exposure. The physico-
chemical properties of the GO sheets were altered by changes in temperature and defects were induced in
the structure of the material, which was corroborated by the Raman defect ratio (ID/IG) of the material.

3.1.4. FE-SEM Analysis
Field emission scanning electron microscopy provides information on the surface topography and
composition of nanoscale materials [24]. Data on the surface morphology is highly useful regarding the
potential use of the nanomaterials in medical devices and for other applications. The typical surface
topography of GO sheets was evident in the FESEM analysis (Fig. 4). Surface undulations were evident in
GO sheets (Fig. 4A), as well as rough edges. Undulations and rough edges are the result of reaction
kinetic phenomenon resulting in reduction and oxidation processes during the production of the GO
powders. Energy Dispersive X-Ray Spectroscopy (EDAX or EDS) at a characteristic energy (keV) was used
to evaluate the intrinsic chemical constituents of the as-prepared GO sheets (Fig. 4b). As evident in
Fig. 4B, carbon (C) and oxygen (O) make up the major proportion of the as-prepared GO sheets. The EDS
results indicate that during the synthesis of the GO sheets from its precursor graphite compound, various
reducing agents and other chemical constituents used in its preparation, as well as solvents such as
H2SO4, are present as trace amounts of sulphur (S), while the traces of silicon (Si) been originated from
the silicon substrate of the grid used to examine the GO sheets in the FE-SEM.

3.1.5. HR-TEM Analysis
The primary purpose of the High Resolution – Transmission Electron Microscopy (HR-TEM) analysis was
to observe high magni�cation images of the internal structure of the GO sheets and gather information
related to the crystalline structures, internal fractures, stress, and contamination of the test sample.
Information on the internal structure allows one to have greater con�dence in the potential application of
the nanomaterial and predict potential effects on the target system [25]. HR-TEM observations indicated
that the internal structure of the prepared GO sheets possesses a folded morphology (Fig. 5). The
presence of undulating folds and rough edges in the carbon sheets are evidence of the successful
synthesis of GO sheets as previously noted by several authors. HR-TEM imaging enables one to visualize
the internal, structural architecture of the prepared GO sheets, which is not possible by FE-SEM. In
contrast, HR-TEM provides a clear picture of the internal structure of GO sheets at a resolution of 2
microns. The layers of the GO sheets, resulting from the reduction and oxidation processes occurring
during GO synthesis, can be readily seen in Fig. 5. The lateral thickness of the GO sheets was ~ 9 nm.



Page 10/21

Selected Area Electron Diffraction (SAED) is an attachment to HR-TEM system of imaging that provides
information on the underlying crystalline properties of the examined samples. SAED analysis of the
powdered GO sheets revealed the characteristic polycrystalline nature of the samples (Fig. 5b). The
results of the SAED analysis are in agreement with the results obtained in the X-ray Diffraction (XRD)
analysis, both of which have revealed the polycrystalline structure of the GO sheets, due to its crystalline
lattice planes (Fig. 3). Thus, SAED studies complement X-ray Diffraction studies for the examination of
GO nanomaterials.

3.1.6. AFM Analysis
In the application of a nanoscale material in living systems, local properties of a sample, such as height,
friction, and magnetism, should be carefully assessed. The atomic force microscopy (AFM) analysis
conducted in the present study provided information needed to determine its suitability for use in
different bio-applications. Rough undulations at different tapping voltages of the AFM tip can be
observed in Fig. 6. The thickness determined by AFM was in agreement with the results obtained in the
HR-TEM analysis of the GO sheets. The charge distribution of the sheet at different electrostatic voltages
is indicated by the colored bar graph.

3.1.7. DLS measurements of ζ-Potential
GO exhibits a ζ- potential of -29.3 mV, which is thought to be the most colloidal stable form [Figure 7]. An
augmented cytotoxic effect against cancerous cells is observed by GO sheets due to its surface anionic
charge. The percolation tendency of GO sheets may be attributed to the average size and overall tension
occurring in the membranes of cancerous cells, which ruptures the membrane and allows entry of the
material into the cell [26]. Endocytosis appears to be the prime mechanism underlying the entry of GO
sheets into cells, however, further validation is required to con�rm the mechanism by which GO sheets
enter and exit living cells [27]. The interface of GO sheets with biological cells is also attributed to the
electrical disruptions that occur at the material-bio interface. In this regard, the dimensions, size, shape,
and intrinsic chemical composition of GO sheets play a signi�cant role in the net cytotoxicity of the
nanoparticles in biological systems [28].

The DLS analysis was repeated three times and a statistical signi�cance of p ≤ 0.05 was achieved for the
repeatability of the experiments using a student’s- t test. Colloidal stability of the GO was observed, which
determines the surface charge of the powdered GO sheets. The average colloidal stability of the material
was determined to be ~ 29.3 mV.

The experimentation has been repeated thrice and the statistical signi�cance of p ≤ 0.05 has been
achieved for the repeatability of the experimentations using students- t test. Colloidal stability has been
observed in this study which determines how much is the surface charge existing over the powdered
sample when experimented. The average colloidal stability of the material came to be ~ 29.3 mV upon
triple repetition of the experimentation.
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3.2. Anti-oxidant Assays
As indicated by previous studies, there are various types of nanoparticles that can function in free radical
scavenging and act as antioxidant agents [29, 30]. The antioxidant properties of the prepared GO sheets
were analyzed using the DPPH radical scavenging assay and an H2O2 assay. Results indicated that the
free radical scavenging activity of GO sheets was concentration dependent [Figure 8], with scavenging
activity increasing as the concentration of GO sheets increased from 25–400 µg/ml. The IC50 value was
105.82 ± 1.78 µg/ml. The mechanism of DPPH radical scavenging is achieved by the donation of
hydrogen to the free radicals [32]. H2O2 radical scavenging activity was concentration dependent (Fig. 9).
The IC50 of H2O2 scavenging activity by GO sheets was determined to be 61.91 ± 1.14 µg/ml. The intrinsic
cytotoxicity of H2O2 is due to the release of OH- as H2O2 is not in itself reactive in nature. Therefore, any
treatment regime employing the H2O2 assay needs to be carefully examined when dealing with the
interface with biological systems, speci�cally liver cells in vitro. The use of a graphene-based treatment
[graphene, rGO, and GO] in the biological systems helps to counterbalance the free radicals generated as
a side effect of the peroxide assay in biological systems. This needs to be taken into account when
measuring cytotoxicity and antioxidant activity of graphene-based compounds in biological systems. The
antioxidant activity of GO sheets is based on the overall physico-chemical properties of the GO materials
[31]. The formation of the radical adduct at the sp2 carbon sites determines the antioxidant activity of
carbonaceous nanomaterials. The minimization of free radicals generated in H2O2 assays is also
mediated by the formation of the second adduct leading to the donation of free radicals and a chelation
system, thereby inhibiting the Fenton-based free radical system making GO-based antioxidant activity
more prominent and signi�cant [30, 32]. Based on the results of the DPPH and H2O2 assays, it appears
that the GO nanosheets are safe for the development and use of biocompatible nanomaterials for
different healthcare applications.

3.3. Microscopic studies of GO invasion
GO nanosheet and �uorescent protein [GFP] tagged-MDA-MB-231 cells were used to study the uptake of
GO sheets into cells [Figure 10]. The cells were exposed to 100 µg/mL of GO for a period of 48 h., after
which the cells were observed under a �uores �uorescence inverted microscope. Results indicated that
clusters of nanoparticles appeared in close vicinity to and in the cytoplasm of GFP-MDA-MB-231 cells
and was passively absorbed into the cells in a time-dependent manner.

3.4. Cell viability assay
The methylthiazolydiphenyl-tetrazolium bromide [MTT] assay was used to evaluate cell viability. Human
keratinocyte (HaCaT) cells treated with GO sheets in culture for 24 hr at 370C were evaluated for cell
viability [Figure 11]. Results indicated a concentration dependent effect of GO sheets on HaCAT cell
viability. HaCAT cells exposed to 125 nM GO exhibited 99.26% level of cell viability. The viability
percentage, however, slowly decreased as the concentration of GO increased. Exposure to 1000 nM GO
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reduced cell viability of HaCAT cells to, 73.43%. These results con�rm that GO is relatively non-toxic to
normal cells as more than 50% of the cells were viable, even at a higher concentration. Therefore, it
appears that GO nanosheets can be used for various potential biological applications due to its
biocompatibility. The biocompatibility of GO with HaCaT cells has been previously demonstrated [33].

In contrast, the cytotoxicity assay of GO sheets with breast cancer cells [MDA-MB-231] revealed
signi�cantly higher levels of cytotoxicity [Figure 12 and Fig. 13]. Treatment of the cancerous cells with a 
~ 1000 nM solution of GOS sheets for 24 h decreased cell viability to ~ 23.46 %. A time-dependent and
dose-dependent cytotoxicity of GO nanosheets against MDA-MB-231 cells have been previously reported
[34, 35].

The percentage of viable cancer cells decreased as the concentration of GO increased. The percentage of
viable cells was 63.82% and 92.04% after treatment with 125 nM and 1.95 nM GO solutions, respectively.
These results indicate that MDA-MB-231 (human breast cancer cells) exhibit a concentration dependent
response in cytotoxicity. The cytotoxicity, however, did not appear to be time-dependent as a similar
percentage of viable cells was observed after both 24 hr and 48 hr of incubation with the same
concentration of GO sheets [Figure 9]. It is suggested that ROS production plays a role in the mechanism
of cellular toxicity of GO sheets in human breast cancer cells [MDA-MB-231] [35]. GO toxicity in cellular
systems is also determined by the biologically essential organelle, the mitochondrion, and the ROS that is
generated and induces cellular apoptosis when a material, such as GO sheets, are introduced into a cell
and disrupts metabolism [34]. In the case of treatment with doxorubicin [control], the IC50 values are
higher in MDA MB 231 cells than HaCaT cells after both 24 h and 48 h of exposure. In contrast, the IC50
values for the GO treatment were signi�cantly lower in MDA MB 231 cells than in HaCaT cells after both
24 h and 48 h of exposure [Figure 13].

4. Conclusion
The present study demonstrated the impact of GO sheets on the viability of breast cancer cells. It was
shown that due to the rough edges, and the lesser number of available defects in the structure of the GO
sheets, the level of cytotoxicity towards the cancerous cells was very strong. The morphology of the
treated cells was also altered, relative to untreated cells, indicating that the cancer cells had been
damaged by the GO treatment. GO-based treatment of cancerous cells demonstrates the potential of
using nanomaterials as an effective carbon-based anti-cancer agent in the treatment of cancer.
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Figure 1

FT-IR of graphene oxide nanosheet.

Figure 2

Raman spectroscopy plot of graphene oxide nanosheet.
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Figure 3

a). XRD spectroscopy plot of graphene oxide nanosheet; b) TGA of GO sheets.

Figure 4

(a) FESEM and (b) EDAX of graphene oxide nanosheet.

Figure 5

HR-TEM of graphene oxide nanosheets; b) SAED of GO sheets indicating crystalline lattices.
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Figure 6

AFM of graphene oxide nanosheets.

Figure 7

DLS of graphene oxide nanosheets.



Page 19/21

Figure 8

DPPH radical scavenging assay of graphene oxide nanosheet. Error bar represents standard deviation of
mean. *p ≤ 0.05. Significant difference (p ≤ 0.05) within a parameter between two lines is denoted by
asterisk.

Figure 9
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H2O2 radical scavenging assay of graphene oxide nanosheet. Error bar represents standard deviation of
mean. *p ≤ 0.05. Significant difference (p ≤ 0.05) within a parameter between two lines is denoted by
asterisk.

Figure 10

Fluorescence and bright �eld images of GFP-tagged MDA-MB-231 cells showed internalization of GOs at
different time intervals; (a) Control MDA-MB-231 [10X], (b) GO treated MDA-MB-231after 48 hrs [10X].

Figure 11

Cell viability of MDA-MB-231 and HaCaT after treatment with different concentrations of GO nano
formulations after 24 hr and 48 hr.
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Figure 12

Cell viability assay of (a) GO treated MDA-MB-231 cell lines [24 hr post incubation] and (b) GO treated
MDB-MB-231 [48 hr post incubation].

Figure 13

Cell viability [IC 50 value] of MDA-MB-231, HaCaT, after treatment with different nano formulations [Dox:
Doxorubicin [control], GO nanosheets] after 24 hr and 48 hr. Error bar represents standard deviation of
mean. *p ≤ 0.05. Significant difference (p≤0.05) within a parameter between two lines is denoted by
asterisk.


