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of fluorescent carbon nanodots
from sage leaves for selective anticancer activity on
2D liver cancer cells and 3D multicellular tumor
spheroids

Shadi Sawalha, *a Samer Abdallah, b Amal Barham,a Hala Badawi,a Zeina Barham,a

Ahmad Ghareeb,c Giuseppe Misia,d Silvia Collavini,e Alessandro Silvestri,f

Maurizio Prato de and Mohyeddin Assali *c

Carbon nanodots, a family of carbon-based nanomaterials, have been synthesized through different

methods from various resources, affecting the properties of the resulting product and their application.

Herein, carbon nanodots (CNDs) were synthesized with a green and simple hydrothermal method from

sage leaves at 200 °C for 6 hours. The obtained CNDs are well dispersed in water with a negative

surface charge (z-potential = −11 mV) and an average particle size of 3.6 nm. The synthesized CNDs

showed concentration-dependent anticancer activity toward liver cancer (Hep3B) cell lines and

decreased the viability of the cancer cells to 23% at the highest used concentration (250 mg ml−1 of

CNDs). More interestingly, the cytotoxicity of the CNDs was tested in normal liver cell lines (LX2)

revealed that the CNDs at all tested concentrations didn't affect their viability including at the highest

concentration showing a viability of 86.7%. The cellular uptake mechanisms of CNDs were investigated

and they are thought to be through energy-dependent endocytosis and also through passive diffusion.

The main mechanisms of endocytosis were lipid and caveolae-mediated endocytosis. In addition, the

CNDs have hindered the formation of 3D spheroids from the Hep3B hepatocellular carcinoma cell line.

Hence, it would be concluded that the synthesized CNDs from sage are more highly selective to liver

cancer cells than normal ones. The CNDs' cancer-killing ability would be referred to as the production of

reactive oxygen species.
1. Introduction

Cancer is one of the primary health issues affecting the global
population and the second largest cause of death aer cardio-
vascular disease. Despite recent substantial advancements in
cancer treatment, aggressive tumors such as those of the lung,
breast, pancreatic, and liver still cause signicantly low patient
survival rates.1
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In the treatment of cancer, the methods currently used, such
as chemotherapy and radiation therapy, destroy healthy cells
and harm the body's production of new cells at the same time as
killing cancer cells, and they are drawn-out procedures.2 The
chemotherapy currently in use lacks selectivity and affinities to
particular malignancies. Recently, a few focused therapies have
been created. However, they are pricey and only effective for
specic cancers.3

Because of the damage caused by the current treatment
used, researchers resorted to the use of targeted cancer therapy
based on nanomaterials taking advantage of enhanced perme-
ability and retention phenomena and the overexpression of
specic receptors in cancer cells.4,5 One of these well-developed
nanomaterials is carbon-based nanomaterials such as carbon
nanotubes (CNTs),6,7 graphene,8 and carbon nanodots (CNDs).9

CNDs used in cancer theranostics have been documented
over the past ten years.10 Numerous studies specically exam-
ined the potential use of CNDs as targeted anticancer drug
delivery systems.11 Furthermore, the eradication of cancer cells
has been achieved by CNDs through either photothermal
therapy (PTT) or photodynamic therapy (PDT).12
© 2023 The Author(s). Published by the Royal Society of Chemistry
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CNDs were discovered as a result of the purication of the
single-walled carbon nanotube (SWNT) process in 2004 and
became an important and interesting topic in nanomaterial and
cancer therapy.13

“Top-down” and “bottom-up” synthesis are the two main
categories of synthetic techniques used to create CNDs. The
“top-down” approach is used to synthesize CNDs typically by
breaking down carbon–carbon bonds of large molecules exist-
ing in bulk carbon materials such as charcoal, graphite,
fullerene, etc.14 This can be achieved by different methods such
as electrochemical exfoliation,15 laser ablation,16 and arc
discharge.17 In “bottom-up”, methods such as microwave-
assisted polymerization, pyrolysis,18–23 hydrothermal/sol-
vothermal,24 and carbonization are used to convert small
organic molecules contained in the precursor to carbon
nanodots.25–27

CNDs have been synthesized from various resources, such as
man-made28–31 and natural resources,32–36 and they have also
been synthesized from various herbs and plants and have been
used in different biomedical applications.37,38

One of the reasons that make CNDs good candidates for
medical applications, especially as an anticancer agent, is their
properties that caught and attracted the researcher's attention
such as biocompatibility,39 water dispersibility,40 cytotoxicity,41

good conductivity,42 quantum yield and small size,43 and uo-
rescence emission.44

CNDs as anticancer agents have been studied by different
researchers to treat a wide variety of cancer types such as breast
cancer which has been treated by CNDs synthesized from
bamboo.45 However, there have not been many studies on liver
cancer. Chi-Lin Li et al. prepared CNDs from extracted ginger
juice and used them to kill liver cancer cells (HepG2), where
50% of the cancer cells were killed at a concentration of 350 mg
ml−1.46

In this research and for the rst time (to the best of our
knowledge) CNDs have been synthesized from sage leaves with
a green hydrothermal method and characterized as being used
as an anticancer agent for liver cancer cells (Hep3B) and per-
forming cell viability tests for normal liver cells, to investigate
the CND selectivity toward cancer cells. In addition, CNDs'
effect on prohibiting 3D spheroid formation has been investi-
gated. Finally, the possible mechanism of anticancer activity
has been studied.

2. Materials and methods

Fresh sage leaves as the precursor for carbon nanodot synthesis
were obtained from the local market. All used chemicals and
reagents were purchased from Sigma-Aldrich and used without
any further purication. Distilled water was the media used in
the synthesis of CNDs.

A Beckman Coulter DU 800 spectrophotometer collects the
absorption of UV-Vis spectra between 200 and 800 nm. A Per-
kinElmer LS50B uorescence spectrophotometer was used to
measure the steady-state uorescence in the emission range of
320 to 650 nm. Fluorescence spectra values were collected at
excitation wavelengths ranging from 300 to 440 nm with
© 2023 The Author(s). Published by the Royal Society of Chemistry
a 20 nm increment. A Thermo Scientic Nicolet IS5 FTIR system
equipped with an ATR sampling apparatus, 64 scans at 8 cm−1

resolution were used to record the Fourier transform infrared
(FT-IR) spectra of synthesized CNDs in the range of 4000–
650 cm−1. Atomic force microscopy (AFM) images and proles
were captured using a Nanosurf Core AFM microscope and the
images were analyzed using Gwyddion soware. The samples
were prepared by drop-casting CND diluted solution on mica
substrates and then vacuum drying at 120 °C. By utilizing Nano
Brook Omni equipment using phase analysis light scattering
(PALS), z-potential measurements were performed. Trans-
mission electronmicroscope (TEM) images were obtained using
a JEOL JEM 1400-Plus microscope with a Gatan US1000 CCD
camera and 120 kV accelerating voltage; samples were prepared
by drop-casting diluted CND solutions on lacey carbon lm-
covered copper TEM grids. X-ray photoelectron spectroscopy
(XPS) measurements were conducted using a PHI 5000 Ver-
saProbe III photoelectron spectrometer. For XPS samples, CND
solutions were drop cast on a gold substrate and dried under
vacuum for 24 h.

2.1. Synthesis of CNDs

By a green hydrothermal method, CNDs were synthesized
utilizing fresh sage leaves. First, sage leaves were washed well
with water and then dried to remove excess water. 0.5 grams of
sage leaves were cut into small pieces and then dispersed in
50 ml of distilled water. The mixture was inserted into a Teon-
lined stainless-steel autoclave and then heated to 200 °C for 6 h;
subsequently, the autoclave was cooled down to room temper-
ature, and the solution was centrifuged for 10 minutes at
3500 rpm. The resulting supernatant was ltered through a 0.45
mm microlter. The formed CND solution was puried using
a Sephadex 25-G size exclusion column. CND powder was ob-
tained by freeze-drying the solution for 36 h and stored in the
dark for further characterization and application.

2.2. Cancer activity and cytotoxicity

We analyzed the cytotoxicity of prepared CNDs on human
hepatocellular carcinoma cell line (Hep3B) cells purchased
from ATCC (HB-8064) and normal liver cells (LX2) purchased
from Sigma-Aldrich (SCC064).

The rst step in cell culture was culturing the cell line in T-
175 cell culture asks containing Roswell Park Memorial
Institute (RPMI) basal medium supplemented with L-glutamine
(1%), fetal bovine serum FBS (10%), and penicillin/
streptomycin (1%). At 37 °C and 99% humidity, the cells were
kept in a standard cell culture incubator at 5% CO2 equipped
with a UV-Vis lamp. The medium was removed and washed with
Ca2+-free phosphate buffer solution (PBS) before subculturing.
Following that, cells were incubated in the incubator with
0.025% trypsin for up to 5 minutes until sufficient cells
detached. Then, complete growth medium (CGM) was used to
inactivate the trypsin, then the cell suspension was collected,
and a trypan blue stain was used to determine the viable cell
count before adjusting the cell concentration to 79 000 and 31
000 for HeP3B and LX2 cells respectively. In a 96-well plate, the
Nanoscale Adv., 2023, 5, 5974–5982 | 5975
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Fig. 1 Synthetic steps to prepare CNDs from sage leaves.

Fig. 2 (a) AFM image, (b) height profile, and (c) size distribution
histogram extracted from AFM images of the prepared CND sample,
(d) TEM image, and (e) size distribution histogram extracted from TEM
images of the prepared CNDs.
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cells were seeded at 5000 cells per well. The cells were then
allowed to adhere and accommodate overnight before tests
were conducted. Aer 24 hours, we prepared different concen-
trations of CNDs which are 250 mg ml−1, 200 mg ml−1, 150 mg
ml−1, 100 mg ml−1, and 50 mg ml−1 under 7.4 pH conditions.
Aer that, we add 100 ml of each concentration per well. Aer 48
hours, 20 ml of MTS reagent was added to each well and incu-
bated for 2 hours in the incubator. Aer that time, the absor-
bance was measured at 490 nm by using a plate reader.

2.3. Cellular uptake study of the synthesized carbon
nanodots

To investigate the cellular uptake mechanism of the CNDs,
Hep3B cells were seeded in a 96 well plate at 5000 cells per well
and maintained at 4 °C or incubated with one of the various
endocytosis inhibitors (NaN3 10 mM, methyl-b-cyclodextrin
5 mg ml−1 (MbCD), chlorpromazine 10 mM (CPZ), genistein 200
mM, and amiloride 200 mM) for 1 h at 37 °C. The concentrations
used are according to the literature.47,48 Aer that, 100 ml of 200
mg ml−1 CNDs was added to each well. Aer that, an MTS assay
was performed.

2.4. Capacity testing of 3D tumor spheroid formation

Human Hep3B liver cancer cells were cultured (4 × 103 cells) in
ultra-low attachment 96-well plates in the presence of 150 mg
ml−1 of carbon nanodots for 24 hours. Images of spheroids were
captured 24 hours aer incubation at a nal magnication of
40× of an inverted microscope. ImageJ soware was employed
for analyzing images and their measurements.

2.5. Glutathione deciency test

A glutathione deciency test was carried out to investigate the
ability of synthesized CNDs to generate reactive oxygen species
(ROS). 0.8 mM of glutathione (GSH) was prepared in 50 mM
bicarbonate buffer with a pH of 8.6. The positive control was
0.8 mM of GSH solution with 1 mM H2O2, and the negative
control was set using a GSH solution. 255 ml of synthesized
CNDs was dispersed separately in the bicarbonate buffer with
GSH. All samples were conducted in duplicate and wrapped
with aluminum foil. The samples were agitated in a shaker for
2 h with a speed of 250 rpm. Aer that, 15 ml of 100 mM DNTB
Ellman's reagent and 780 ml of prepared 0.05 M Tris-HCl were
added to each sample and measured its absorbance at wave-
length l = 412 nm.

3. Results and discussion
3.1. Synthesis and characterization

The bottom-up approach was followed up for the synthesis of
CNDs from sage leaves, with the hydrothermal process at 200 °C
for 6 hours. It is thought that the containing sage essential oils
such as a-thujone, 1,8-cineole, and camphor49 would be poly-
merized during hydrothermal forming aromatic clusters, and
when their concentration reaches a critical supersaturation
point, burnt nucleation takes place, in addition to carboniza-
tion occurring for organic contents to form carbon dots.50 Aer
5976 | Nanoscale Adv., 2023, 5, 5974–5982
the synthesis of the CNDs, we conducted various purication
procedures to remove any intermediate or precursor materials.
In this process, we performed centrifugation, ltration, and
most importantly column chromatography separation using
a Sephadex G-25 which conrms the purication of the carbon
nanodots. The synthesized CNDs have been obtained with
a 15% product yield. Fig. 1 illustrates the synthesis process.

The morphology and size of synthesized carbon nano-
particles (CNDs) were characterized by using AFM and TEM
microscopies. The CND height was measured to be in the range
of 1–9 nm with an average of (3.6 ± 1.5 nm) as shown by the
AFM results in Fig. 2a–c. On the other hand, the TEM micro-
graph (Fig. 2d & e) represents well-distributed particles with
a size ranging from 2–7 nm with an average of 3.8 ± 1.6 nm.
Both the AFM and TEM results would conrm that the formed
CNDs are quasi-spherical in their shape and they are well-
dispersed in the CND solution.

The chemical composition and surface functional groups
were acquired by FTIR and XPS as shown in Fig. 3. The FTIR
spectrum demonstrates different peaks at 3390, 3088, 2920,
© 2023 The Author(s). Published by the Royal Society of Chemistry
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Fig. 3 (a) FTIR spectrum of the synthesized CNDs, (b) high-resolution
C 1s XPS spectra, (c) high-resolution O 1s XPS spectra, and (d) high-
resolution N 1s XPS spectra.

Fig. 4 (a) The UV-Vis absorption spectrum of the prepared CNDs
(inset figure highlights the characteristic bands of CNDs), and (b)
photoluminescence (PL) spectra of the prepared CNDs at different
excitation wavelengths.

Fig. 5 Viability of Hep3B and LX2 cells after incubation with different
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2860, 1600, 1417, 1259, and 1084, which could be related to O–
H, N–H, C–H, C]C/C]O, C–N, COO–, and C–O–C bands
respectively as shown in Fig. 3a.51–54 The XPS measurement
showed that the synthesized CNDs are composed of carbon,
oxygen, and nitrogen elements with an atomic percent of 53.7,
44.1, and 2.2, respectively. The deconvolution of the high-
resolution C 1s core (Fig. 3b) leads to three peaks at 284.8,
286.3, and 288.3 eV which can be related to C–C/C]C, C–O/C–
N, and C]O functional groups respectively.55,56 Besides that,
the O 1s can be deconvoluted into two peaks of O]C at 532.4 eV
and O–C at 533.2 eV as shown in Fig. 3c.57 Finally, the nitrogen
content is represented by the C–N functional group at 400.9 eV
(Fig. 3d).58 The XPS results are well-matched with those of FT-IR
emphasizing the existence of varied oxygen groups on the
surface of the synthesized CNDs such as hydroxyl, carbonyl, and
carboxylic groups. The existence of highly oxygenated groups
would conrm the stability and water solubility of synthesized
particles,59 in addition to the surface negative charge measured
as PALS z-potential equal −11 ± 1.2 mV in phosphate buffer
solution at (PBS @ PH z 7.4).60 The obtained z-potential is
nearly similar to those obtained by other researchers, for
example, CNDs synthesized from ascorbic acid by the hydro-
thermal method have a negative charge of −23 mV.61 While
CNDs from bovine gelatine gave a z-potential equal to−20mV,62

on the other hand, carbon dots from bamboo showed a z-
potential equal to −4.78 mV.63

To investigate the optical characteristics of the synthesized
CNDs, UV-Vis and photoluminescence spectral data were
recorded. Under daylight, the synthesized CNDs are light yellow
and tend to be transparent, but under UV light their color was
blue. The UV-Vis spectrum exhibits strong absorption in the UV
range with a tail extending to the visible region, as shown in
Fig. 4a. The spectrum shows an absorption peak at 203 nm
(shoulder) that is attributed to p–p* of the aromatic sp2

hybridized carbon core;64 besides that, two peaks at 280 nm and
360 nm are shown in the inset of Fig. 4a, which are ascribed to
n–p* that is related to the existence of C]O and N]O bands.65
© 2023 The Author(s). Published by the Royal Society of Chemistry
The uorescence of synthesized CNDs was measured at
different excitation wavelengths from 300–440 nm as shown in
Fig. 4b. The CNDs gave a maximum emission of 443 nm when
excited lex equals 360 nm. When the excitation increased above
360 nm the CNDs exhibited a red shi with a decay of the
uorescence. This behavior of CND uorescence is a well-
known phenomenon,66 and the photoluminescence of CNDs
could be related to surface emission traps, surface defects, and
surface functional groups.67

The quantum yield of CNDs was estimated @360 nm based
on quinine sulfate (QY = 55%) as a reference using eqn (1).

QY ¼ QR � I

IR
� AR

A
� I

nR2
(1)

QY is the quantum yield, I is the estimated integrated emission
intensity, A is the absorption of the sample, and n is the refractive
index. R refers to the reference uorophore (quinine sulfate dis-
solved in 0.1 MH2SO4) of known quantum yield. n is equal to 1.33
for water.68 The quantum yield was 1.95%.

Moreover, the stability of the prepared CNDs was examined
for four months in the dark, and no precipitation or aggrega-
tions were formed. Furthermore, the uorescence at 360 nm
concentrations of CNDs.

Nanoscale Adv., 2023, 5, 5974–5982 | 5977

http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d3na00269a


Nanoscale Advances Paper

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 2

8 
Se

pt
em

be
r 

20
23

. D
ow

nl
oa

de
d 

on
 1

2/
5/

20
25

 9
:1

5:
15

 A
M

. 
 T

hi
s 

ar
tic

le
 is

 li
ce

ns
ed

 u
nd

er
 a

 C
re

at
iv

e 
C

om
m

on
s 

A
ttr

ib
ut

io
n-

N
on

C
om

m
er

ci
al

 3
.0

 U
np

or
te

d 
L

ic
en

ce
.

View Article Online
was examined weekly and the quantum yield (% QY) was esti-
mated to be only a drop of about 6% (from 1.95 to 1.83%).
3.2. Cytotoxicity on Hep3B and LX2 cells

The cytotoxicity of the synthesized CNDs was tested against liver
cancer cells (Hep3B) and normal liver cells (LX2) under expo-
sure to light during the whole treatment process. The viability
test was conducted to estimate the toxicity and efficiency of
CNDs with selective targeting of the cancer cells.

The results showed that the synthesized CNDs were active as
an anticancer therapeutic agent in destroying cancer cells
(Hep3B) at different concentrations, while the normal liver cells
(LX2) remained unaffected with an availability of more than
86.7%. This means that these CNDs show selectivity to the liver
cancer cells.

Human hepatocellular carcinoma cell line (Hep3B) and
normal liver cells (LX2) were treated with CNDs at concentrations
of 50–250 mg ml−1. As shown in Fig. 5 the Hep3B cell viability
decreased with an increasing concentration to reach 23% at
concentration 250 mg ml−1. At the same time the normal cell LX2
viability decreased slightly to reach 86.7% at the same highest
concentration. The IC50 value of the CNDs onHep3B cells was 100
mg ml−1 whereas at that concentration the LX2 cells have 97.8%
cell viability. This means that our CNDs have a selective effect on
the cancer cells without affecting the normal liver cells.
3.3. Cellular uptake study of the CNDs

The possible mechanism of the cellular uptake of the CNDs
could be an energy-dependent or energy-independent
Fig. 6 Viability of Hep3B without treatment (control), after being
treated with CNDs (200 mg ml−1), cells incubated at 4 °C then treated
with CNDs, cells incubated with NaN3 and treated with CNDs, cells
incubatedwithMbCD and treatedwith CNDs, cells incubated with CPZ
and treated with CNDs, cells incubated with genistein and treated with
CNDs, and finally cells incubated with amiloride and treated with
CNDs. The values are expressed as mean± SD (n= 3). ****P < 0.0001,
***P < 0.001, and **P = 0.0013, ns = not significant, compared with
CNDs 200 mg ml−1, using t-tests.

5978 | Nanoscale Adv., 2023, 5, 5974–5982
pathway.69 The cytotoxicity of CNDs was determined aer the
incubation of the Hep3B cells at 4 °C or with sodium azide at
37 °C to examine the effect of temperature and ATP on the
uptake process. As shown in Fig. 6, the cytotoxicity of the CNDs
was reduced signicantly in both cases which revealed an
energy-dependent endocytosis. However, cytotoxicity is still
observed which also indicates the existence of an energy-
independent pathway such as passive diffusion. This behavior
has also been reported previously by Zhou et al. with ultra-small
carbon dots with a particle size of 1–5 nm.70 Furthermore, we
have investigated the possible endocytosis process of the
prepared carbon nanodots by using four different endocytosis
inhibitors. Each one inhibits a specic process of the endocy-
tosis.71 Methyl-b-cyclodextrin (MbCD) is considered an inhibitor
of lipid ra-mediated endocytosis, chlorpromazine is an
inhibitor of clathrin-mediated endocytosis, genistein inhibits
caveolae-mediated endocytosis, and nally amiloride is an
inhibitor of micropinocytosis. These compounds at the
concentrations used don't have a cytotoxicity effect on the
Hep3B cells. We have found that the cytotoxicity of CNDs
decreased signicantly in the case of MbCD and genistein as
shown in Fig. 6 which revealed that the possible CND uptake is
through caveolae and lipid-mediated endocytosis. According to
the literature, small nanoparticles are internalized mainly
through caveolae-mediated endocytosis.70,71 Moreover, Ji et al.
have developed carbon nanodots from urea and citric acid and
Fig. 7 Carbon nanodot blocked three-dimensional spheroid/aggre-
gate formation. Human Hep3B liver cancer cells were tested to form
spheroids without treatment (control spheroids) or in the presence of
150 mg ml−1 of carbon nanodots (treated spheroids) for 24 hours. (a)
Images of the resulting spheroids and black-masked main clusters.
Graphs of fold increase in the (b) main cluster area, (c) its circularity,
and (d) its perimeter-in pixels-are presented for each condition. (e)
Formed cluster count and the treated to non-treated cluster count
ratio for each cell line were quantified. A cell cluster is composed of 2$
cells. The main cluster is a spheroid under non-treated conditions and
the central aggregate after dispersal under treated conditions. A
circularity value of 1 designates a perfect circle. 6–8 spheroids were
considered per condition. The total magnification of images is 40×.
The scale bar is 5 mm.

© 2023 The Author(s). Published by the Royal Society of Chemistry
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they observed that cellular uptake is energy-dependent through
lipid endocytosis and micropinocytosis.47 In our study, the
cellular uptake of our synthesized CNDs is energy-dependent
and also by passive diffusion. Moreover, the main routes of
endocytosis are lipid and caveolae-mediated endocytosis.
3.4. CNDs blocked 3D MCTS spheroid formation

Over the last few years, three-dimensional (3D) cultures have
become an innovative tool for cellular modelling, bridging the
gap between in vitro research and animal model studies.72 The
multicellular tumor spheroid model (MCTS) is currently coined
as a 3D in vitro model that mimics the in vivo state of cancer
Fig. 8 Percentage of glutathione oxidation mediated by prepared
CNDs. H2O2 was used as a positive control.

Table 1 Comparison of the cancer treatment results of our synthesized

Resource Method
Temperature
(°C)

Time
(h)

S
(

Walnut oil Hydrothermal 220 24 1

Cinnamon, black pepper,
turmeric, and red chili

Hydrothermal 200 12 3

Thumbai Hydrothermal 200 5 3
Lour 2
Bamboo Carbonization 80 2 4
M. oribunda fruit Hydrothermal 200 12 3
Pineapple Hydrothermal 120 3 2
Ocimum sanctum Hydrothermal 180 4 5
Green tea Carbonization 300 2 2
Glucose Acid-assisted

ultrasonic
40 4 1

Ginger juice Hydrothermal 300 2 3

Waste onion Hydrothermal 120 2 7
Mint Hydrothermal 200 4 —
Sage leaves Hydrothermal 200 6 1

© 2023 The Author(s). Published by the Royal Society of Chemistry
tumors. The ability of cancer cells to group into spheroids in an
in vitro setting indicates an enhanced tumorigenicity, resistance
to chemotherapeutic drugs, and tumor-forming capacity in
vivo.73,74 We studied the effect of the synthesized CNDs on
Hep3B cells' capacity to form spheroids. Cells were allowed to
group into spheroids under non-treated conditions (Control).
Importantly, treated Hep3B cells with CNDs were not able to
form spheroids. Cells remained spread in small groups/clusters
over a large perimeter (Fig. 7). The occupied area and perimeter
of the formed cluster under treated conditions were signi-
cantly increased (Fig. 7b and d) while its circularity decreased
(Fig. 7c) indicating a disordered form. The number of small
clusters was signicantly increased compared to the control
(Fig. 7e). Altogether, these results suggest a prohibiting effect of
CNDs on Hep3B cancer spheroid formation. Previous
researchers have proven the relevance of hindering spheroid
formation in several types of cancer notably in liver cancer with
the goal of decreasing tumorigenicity and resistance to
chemotherapy.75–78
3.5. The possible mechanism of CND anticancer activity

The anticancer activity and selectivity could be referred to as the
production of reactive oxygen species (ROS) by CNDs which
have the responsibility to destroy many cell components such as
proteins, DNA, and lipids resulting in cell death.79 Since the
membrane of cancer cells is dilapidated and weaker than that of
the normal cells,80 the CNDs select the cancer cells and kill
them. The reactive oxygen species (ROS) term encompasses
oxygen free radicals, such as the superoxide anion radical (O2

−)
and hydroxyl radical (OH−), and nonradical oxidants, such as
hydrogen peroxide (H2O2) and singlet oxygen (O2

−).81 Electrons
(e−) and holes (h+) are produced upon excitation of the CNDs;
CNDs with other research utilized natural precursors

ize
nm)

Quantum
yield (%) Cancer cell

Inhibition
concentration
IC50 (mg ml−1) Ref.

0–15 14.5 MCF-7 1.25 85
PC-3 5

–5 43.6 Kidney cells HK-2 2000 86

.8 — Cervical cancer (HeLa) 2000 87

.9 2000
2.27 Breast 2000 45

.5 18 Human colon 200 88

.7 9.63 Colon adenocarcinoma 2000 45
9.3 Breast 1000 89

.5–4 4.3 MCF-7 & MDA-MB-231 360 37
0 6.8 Lung cells (H157) 5 90

.5–5 13.4 Hepatocellular
carcinoma cell

350 68

–25 28 Hela cell 1000 91
0.54 Breast cells 1200 38

–9 1.95 HeP3B 100 This
work
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therefore electrons are excited from the ground state (valence
band) to the excitation state (conduction band). Several excited
carriers are trapped on the CNDs because of the many surface
aws inhibiting e− and h+ recombination. And part of the h+

may combine with surface-adsorbed H2O to produce hydroxyl
radicals, while the e− may be captured by oxygen dissolved in
the solution, producing superoxide radicals.82

To conrm the ability of the prepared CNDs to produce ROS,
the percentage of glutathione oxidation was tested. Glutathione is
a tripeptide that contains cysteine with a thiol group that can
protect the cellular components from the damage that could be
caused by ROS production.83 Due to its abundance in cancer cells
it can be used as an indicator of the cellular oxidative stress
generated by carbon nanomaterials.36,79 Herein, we utilized Ell-
man's assay to evaluate the percentage of glutathione activity loss
(GSH%) upon incubation with the synthesized CNDs.84 As can be
observed in Fig. 8, a great fraction of the glutathione is oxidized in
the presence of the CNDs (88.2%) with comparable activity to the
positive control (H2O2). This observation conrms the high ROS
production of the oxygenated CNDs which could explain their
potent anticancer activity in addition to the weakness of the cancer
cell membrane that permits the higher penetration of the CNDs.

Interestingly, the CNDs prepared in this work show efficient
inhibition toward Hep3B cancer cells at low inhibition
concentrations compared to other research studies. To the best
of our knowledge this is the rst time that CNDs have been
synthesized from sage leaves and utilized as anticancer agents.
A comparison of CNDs from different resourses and in terms of
treated cancer cell lines and inhibition concentrations is pre-
sented in Table 1.

4. Conclusions

In this work, CNDs have been successfully synthesized from
fresh sage leaves by a simple green hydrothermal method.
Simply put, CNDs have been synthesized under mild condi-
tions of 200 °C for 6 hours, with no addition of any chemicals
and external surface passivation agent and/or further modi-
cation. CNDs have an average size of 3.6 nm; they are highly
water soluble, photoluminescent, and stable with a quantum
yield equal to 1.95%. Our results clearly show that CNDs have
an important role in inhibiting the growth of liver cancer cells
(HeP3B). The synthesized CNDs showed impressive anticancer
activity at various concentrations, and the cell activity was
shown to decrease with increasing concentrations from 92% at
50 mg ml−1 to 23% at 250 mg ml−1. The normal cells (LX2) are
not affected which means that the CNDs are selective for the
cancer cells. The proposed anticancer mechanism is through
the formation of reactive oxygen species. Interestingly, the
synthesized CNDs were capable of inhibiting 3D spheroid
formation indicating CNDs' potential in reducing
tumorigenicity.
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