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Abstract
Cancer is a leading cause of death throughout the world. Melanoma is a skin cancer with a significant impact on global public 
health. Application of nanotechnology in the field of cancer diagnosis, drug delivery, imaging and therapy, has the most 
attractive approach as nanoparticles reach target sites easily due to their unique properties. Previous studies have shown that 
titanium dioxide nanotubes (TNT) and quercetin are effective anticancer agents. However, conjugated TNT with quercetin 
(TNT–Qu) as a combinational treatment is unexplored yet. This study is aimed to explore the anticancer activity of TNT, 
quercetin, and TNT–Qu in B16F10 melanoma skin cancer cells. TNT–Qu significantly inhibited proliferation at 25 µg/mL of 
IC 50 lower than quercetin (34 µg/mL) and TNT alone (72 µg/mL). TNT–Qu treatment inhibited migration and significantly 
induced 60.29% apoptosis in melanoma cells when compared to TNT (14.14%) or quercetin (44.86%) alone treatment. Fur-
thermore, quercetin and TNT–Qu decreased the reactive oxygen species and superoxide levels due to quercetin’s antioxidant 
properties. TNT–Qu treatment arrested 55.5% cells in G2/M phase more than quercetin (30.7%) or pristine TNT (3.7%) 
treatment. The molecular mechanism of TNT–Qu on melanoma cells revealed that it enhanced the cleaved caspase-3 levels 
and induced more apoptosis than TNT or quercetin alone. Hence, Novel TNT–Qu exhibited enhanced anticancer properties 
and could be a potential therapeutic combinational molecule for the treatment of skin cancer.
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Graphic abstract
Schematic representation of the proposed mechanism of TNT, quercetin and TNT–Qu inducing apoptosis in B16F10 mela-
noma cells. TNT–Qu enhanced the cleaved caspase-3 and induced caspase-dependent apoptosis. Importantly, it down-
regulates the ROS and dysfunctions mitochondria and enhances the DNA fragmentation.
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Introduction

Cancer is a very complex disease and second leading cause 
of death globally. Melanoma is the most common type of 
skin cancer and is originated in skin cells called melanocytes 
[1]. These melanocytes produce melanin and give color to 
the skin [2]. In melanoma, tumors appear in black or brown 
color due to enhanced expression of melanin. The primary 
cause of this cancer is UV radiation which damages the abil-
ity of skin cell proliferation, DNA repair [3], immune sur-
veillance, and apoptosis. Failure of these pathways leads to 
the inactivation of the tumor suppressor genes or activation 
of oncogenes and, thus, allows skin tumor development [4]. 
There are four main types of melanoma. First, superficial 
spreading melanoma is the most common and dominant 
type, observed in about 70% of cancer cases. Second and 
third nodular melanoma and Lentigo maligna melanoma, 
which are detected in about 15–20% and of the 10–15%, of 
the cancer cases. All these three types of cancer occur on the 
top layers of the skin. Finally, Acral lentiginous melanoma 
is the most common in people with dark skin which spreads 

superficially and it is about 5% of the cancer cases [5, 6]. 
According to the AIM at melanoma foundation, 132,000 
new cases are identified every year worldwide. In 2018, it 
was estimated that 91,270 new cases are registered and 9320 
deaths from the disease were reported in United States and 
it is the least common but very dangerous skin cancer in the 
world. Clinical data demonstrated that functionalized nano-
particles enhance tumor reduction and reduce side effects 
[7–9].

TiO2 nanoparticles have unique properties and can be uti-
lized in food, textiles, photo-remediation catalysts, drug deliv-
ery, solar cells, etc. [10]. Our previous data showed that  TiO2 
reduced the levels of pro-inflammatory cytokine HMGB1 and 
inhibited breast cancer cell proliferation, blood vessel forma-
tion, and regulated tumor suppressor genes such as MDA7 and 
p53 [11, 12]. Furthermore, the immunomodulatory properties 
of  TiO2 were described [12]. Currently, commonly used can-
cer therapies mainly include surgery, radiation, and chemo-
therapy. However, these methods are at the risk of damaging 
the adjacent normal tissue. Nanoparticles conjugated with 
chemotherapeutic agents overcome this limitation by precise 
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targetting of the tumor cells, and have reduced side effects [13, 
14]. The Food and Drug Administration (FDA) approved few 
nanoparticle-based products like PEGylated liposomal doxo-
rubicin, liposomal doxorubicin, liposomal daunorubicin, and 
nanoparticle albumin (NAB) paclitaxel for breast, ovary, lung, 
pancreas, and Kaposi’s sarcoma treatment [15].

Metallic nanoparticles have different physical, chemical, 
and optical properties. By modifying chemical, surface area, 
and charge, the nanoparticles’ size achieves the targets in 
tumor sites [16]. Hence, nanoscale particles are the frontier 
of nanotechnology with their application as a biomaterial. 
Although TNT alone exhibits anticancer activity, this study 
investigates the enhancement in anticancer activity of TNTs 
by conjugating it with quercetin. To our knowledge, there 
is no information on the role of TNT alone or the combina-
tion of TNT with quercetin, especially on melanoma cells. 
Quercetin is a phenolic flavonoid, and it is found in green 
leafy vegetables and fruits. Quercetin is known to have 
anticancer, antioxidant, and antiviral properties. Quercetin 
inhibited the proliferation of different cancer cell lines like 
breast, colorectal, lung, ovarian, melanoma, glioblastoma 
and leukemia [17–20]. Although previous data showed that 
quercetin inhibited the proliferation of melanoma cancer 
cells B16F10 in vitro, the complete mechanism of quercetin 
on B16F10 melanoma cells was not known and the impact 
of TNT and TNT with quercetin as combinational therapy 
is unexplored yet [21]. Although earlier reports showed that 
titanate particles and quercetin individually exhibited anti-
cancer activity, this is the first report on potential anticancer 
activity of TNT–Qu on B16F10 melanoma cells.

The present work reports the synthesis of TNT conju-
gated with quercetin and characterized using various phys-
icochemical techniques for its functional groups. The study 
demonstrates the beneficial effect of TNT–Qu on in vitro 
anticancer activity against B16F10 melanoma cells. Fur-
thermore, we were able to show the possible mechanism 
of action for its anticancer activity by MTT assay, and cell 
migration was studied by scratch assay. Apoptosis, DNA 
fragments, and ROS (reactive oxygen species) levels were 
evaluated by flow cytometry. Immunoblotting was used to 
study the expression levels of cleaved caspase-3, an apop-
totic protein. Our results revealed that TNT–Qu was cyto-
toxic to B16F10 by inducing apoptosis and arresting cell 
cycle and also activating apoptotic protein cleaved caspase-3 
when compared to quercetin or TNT alone.

Materials and methods

Chemicals

TiO2, quercetin, 4,6 diamidino 2 phenylindole (DAPI) are 
purchased from Sigma Aldrich(USA). Dulbecco Modified 

Eagle’s Medium (DMEM), fetal bovine serum (FBS), anti-
biotic solution (ABS), trypan blue, phosphate buffered saline 
(PBS-pH-7.4), 3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyl 
tetrazolium bromide (MTT) were purchased from HiMedia 
Laboratories (India). Cleaved caspase-3, Annexin V–FITC 
and Apo direct kit from BD Biosciences (USA). ROS/ 
Superoxide detection kit bought from Abcam (UK). Sig-
nal fire ECL reagent and actin antibodies were purchased 
from cell signaling (USA). Anti-rabbit mouse secondary 
antibodies conjugated with HRP were purchased from Bio-
Rad (USA).

Preparation of stock solutions

10 mg/mL of TNT and TNT–Qu (10 mg/mL) was dispersed 
in 1 mL dimethyl sulfoxide (DMSO) and ultrasonicated for 
15 min, stored at 4 °C. 10 mg/mL quercetin was dissolved 
in DMSO.

Cells and cell culture

B16F10 melanoma cells were obtained from the national 
centre for Cell Sciences (Pune, India). Cells were grown in 
culture flask containing DMEM supplanted with 10% FBS, 
1% antibiotic solution, and incubated at 37 °C with 5%  CO2 
in a humidified atmosphere.

Synthesis of  TiO2 nanotubes (TNT)

Synthesis of TNTs was performed according to Kumar et al. 
[22]. Briefly, 2.5 g of  TiO2 was dispersed in 10 M NaOH, 
which was then transferred to autoclave for hydrothermal 
treatment at 180 °C for 20 h. Obtained white slurry was 
washed with distilled water. Further, it is treated with HCl 
and ethanol and dried at 80 °C for 16 h.

Conjugation of TNT nanotubes with quercetin

For conjugation of nanotubes with quercetin, 0.1 mg/mL 
quercetin was dissolved in acetone and 1 mg/mL TNT was 
dispersed in PBS pH-7.4 and sonicated for 15 min at ambi-
ent temperature. Then, dissolved quercetin was added to the 
sonicated TNT and stirred continuously for 45 min. The 
resultant mixture was purified by ultracentrifugation using 
Beckman optima XPN100 for 40 min at 15 °C. The excess 
amount was washed with PBS-pH-7.4 and the sample dried 
at 60 °C for 12 h. The resulted TNT conjugate quercetin was 
used for further characterization [23].

Characterization methods

Physiochemical techniques were used to characterize TNT, 
quercetin, and TNT–Qu. The structure and morphology of 
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TNT and TNT–Qu were analyzed using HR-TEM (JEOL-
Japan). The crystalline nature of the compounds was charac-
terized using X-ray diffraction (XRD) method using (Rigaku 
Miniflex) with Cu  Kα radiation at 2θ angles varying from 
20° to 80°. DRS UV (Shimadzu-1800) spectra were per-
formed for studying the absorption spectra of TNT, querce-
tin, and TNT–Qu. Fourier Transformation of Infrared Spec-
troscopy was used to identify functional groups in TNT, 
quercetin, and TNT–Qu with a Perkin Elmer spectrum RX 
I Fourier IR transformation system, in the frequency range 
of 500–4000  cm−1 and a resolution of 4  cm−1.

TNT, quercetin and TNT–Qu anticancer activity

MTT protocol

The cytotoxic property of TNT, quercetin and TNT–Qu 
was studied using MTT assay. B16F10 cells at 1 ×  104/well 
were treated with concentrations ranging from 1 to 100 µg/
mL of TNT, TNT–Qu or quercetin which were incubated in 
5%  CO2 incubator for 24 h. Cytotoxicity was measured by 
following the MTT cell assay kit protocol (HiMedia labo-
ratories, India). After completion of the incubation time, 
20 µL of 5 mg/mL MTT solution was added to the wells and 
incubated in a  CO2 incubator for 4 h at 37 °C. MTT crystals 
were solubilized by adding 100 µL of solubilizing buffer to 
each well and recorded the absorbance at 570 nm in ELISA 
reader with a 650 nm reference filter. Viability was calcu-
lated using the formula

Scratch assay

Scratch assay is used for studying the migration of the cells. 
Using this model, we investigated TNT, quercetin, and 
TNT–Qu’s effect on the migration of B16F10 melanoma 
cells at 0 and 24 h. The protocol followed briefly was 1 ×  106 
per well B16F10 cells were seeded in 6-well plates. The 
scratch was created with the help of 200 µL tip and floated 
cells were removed. Then, the cells were exposed with 
40 µg/mL of TNT or 25 µg/mL of quercetin, or 25 µg/mL of 
TNT–Qu for 24 h. Images were captured using an inverted 
microscope at 5 × magnification and compared scratch 
length on 0 and 24 h with the help of image j software.

Apoptosis assay

Annexin-V assay was carried out according to BD Bio-
sciences procedure protocol. Briefly, 0.5 ×  106 B16F10 cells 
per well were cultured in six-well plates and allowed to adhere 

% of viability = OD of test sample

− OD of blank∕OD of control × 100.

overnight. Cells were treated with TNT, quercetin or TNT–Qu 
(40, 25, 25 µg/mL), respectively, for 24 h. After completion of 
treatment, cells were harvested and incubated in a cold bind-
ing buffer. 5 µL of Annexin V conjugated to FITC and 5 µL of 
propidium iodide were added and incubated in dark condition 
for 15 min at room temperature. Flow cytometry (BD LSR-
Fortessa, BD Biosciences) was immediately conducted and 
data were analyzed using flow Jo software.

Reactive oxygen species and superoxides

Cellular ROS/Superoxide kit (Abcam) was used to study 
ROS/Superoxides. Briefly, 0.5 ×  106 cells were incubated per 
well in six-well plates and added 40 µg/mL of TNT, 25 µg/
mL of quercetin or 25 µg/mL of TNT–Qu for 24 h, N-acetyl-
l cysteine used as a negative control and 100 µm pyocyanin 
as a positive control. Cells were harvested from each group 
and incubated with the ROS superoxide mix in normal tissue 
culture conditions for 30 min and analyzed on flow cytometry.

Cell cycle regulation

Cell cycle regulation was analyzed using DAPI. Briefly, 
0.5 ×  106 cells per well were seeded on six-well plate and 
treated with 40 µg/mL of TNT, 25 µg/mL of quercetin or 
25 µg/mL of TNT–Qu. Cells were harvested and washed with 
PBS. Then, cells were fixed in 70% cold ethanol and placed 
overnight at – 20 °C. Ethanol was removed from the cells and 
incubated with DAPI at 1 mg/mL concentration in dark condi-
tions for 10 min and analyzed on flow cytometry (BD LSR-
Fortessa, BD Biosciences).

DNA fragmentation analysis

DNA fragments were studied with the help of Apo-Direct kit 
obtained from BD Biosciences. After treatment of cells with 
40 µg/mL of TNT, 25 µg/mL of quercetin or 25 µg/mL of 
TNT–Qu for 24-h cell pellet was collected and washed with 
PBS. Cells were fixed in 1% paraformaldehyde and stained 
with DNA labeling solution, incubated for 1 h at 37 °C. The 
cell pellet was washed with rinse buffer. The cell pellet was 
resuspended in propidium iodide /RNase staining buffer, incu-
bated for 15 min in dark conditions. After completion of incu-
bation, flow cytometry was conducted and data was analyzed 
by using FlowJo (BD LSRFortessa).

Immunoblotting technique

Immunoblotting was used to study the expression levels of 
cleaved caspase-3, an apoptotic protein. Cells were treated 
with 40 µg/mL of TNT, 25 µg/mL of quercetin or 25 µg/mL 
of TNT–Qu, and cells were lysed using RIPA buffer with 
protease and phosphatase inhibitors. 5X SDS loading buffer 
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was added to the cell lysate and the lysate was denatured at 
90 °C for 5 min and 50 µg of protein was loaded on each well 
of 12% SDS-PAGE. The gel was transferred to a nitrocellu-
lose membrane and blocked with 5% bovine serum albumin 
(BSA) at room temperature. The membrane was incubated 
with primary antibodies against cleaved caspase-3, and actin 
was diluted in 5% BSA in TBST in the ratio of 1:1000 which 
was then kept overnight at 4 °C. The membrane was then 
incubated with HRP-conjugated IgG(H/L) secondary anti-
bodies 1:3000 dilutions in 5% BSA in TBST against rabbit 
for 1 h at room temperature. Signal fire ECL reagent was 
used as a chemiluminescent substrate and analyzed using 
G box Chemi imaging system and protein band density was 
quantified using Image J software, with actin used as a load-
ing control.

Statistical analysis

All experiments were performed at least thrice. Values were 
shown as mean ± standard deviation (SD). Statistical tests 
were analyzed with two-way analysis of variance (ANOVA) 
and unpaired T tests using prism 8.4.1 software. Value 
p < 0.05 was considered as statistically significant.

Results and discussion

Characterization of TNT, quercetin and TNT–Qu

In this study, TNT was synthesized using the hydrother-
mal method and conjugated with bioflavonoid quercetin. 
The formed compounds TNT, TNT–Qu were character-
ized by XRD, FT-IR, and UV–visible spectrometry and 
HR-TEM analysis. XRD patterns of the TNT, quercetin 
and TNT–Qu are plotted in Fig. 1a. From the figure, it was 
clear that by the addition of quercetin, the crystallization 
of the TNT was slightly affected. The broadened peaks in 
the composite represent the blending of quercetin with 
the TNT at the nanoscale level. The peaks observed at 
25.3°, 37.8°, 48.1°, 53.9°, 55.1°, and 62.7° correspond to 
(1 0 1), (0 0 4), (2 0 0), (1 0 5), (2 1 1) and (2 0 4) planes 
of  TiO2 standard JCPDs card number 21-1272 [24–26]. 
The peaks were observed at 2θ values at 27°, 12° and 
10°, corresponding to Quercetin which is matched stand-
ard quercetin JCPDS card number 43-1685 [27, 28]. The 
XRD pattern of TNT-Qu shows peaks at 25.3, 27, 48 and 
53º which reveals that the synthesized compound is in 

Fig. 1  Characterization of TNT, quercetin, and TNT–Qu. a Represents XRD pattern of TNT, quercetin and TNT–Qu. b DRS UV–Vis spectra of 
TNT, quercetin and TNT–Qu. c FT-IR spectra of TNT, quercetin and TNT–Qu
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crystalline form and pattern correlates with the TNT and 
quercetin [29].

The optical properties of the TNT, quercetin, and TNT–Qu 
were characterized by DRS UV–Visible analysis and the 
results are depicted in Fig. 1b. Pristine TNT shows absorb-
ance at 390 nm which is similar to the results of Li et al. [30]. 
Whereas, pure quercetin shows absorbance at 487 nm [31]. 
The absorbance edge of the TNT–Qu is increased and shows 
absorbance in visible region at a wavelength of 700 nm. This 
extension of the absorption edge of TNT–Qu is due to the 
addition of quercetin at appropriate proportion and nanoscale 
interface formed between TNT and quercetin.

Fourier transform infrared spectroscopy (FT-IR) was car-
ried out on the TNT, quercetin and TNT–Qu to understand the 
mechanism of conjugation between TNT and quercetin. Major 
peaks’ shift appeared from quercetin to TNT–Qu at three dif-
ferent wavenumbers. A peak at 1664  cm−1 corresponds to the 
C=O (Qu) converted to a higher wavelength 1690  cm−1 in the 
case of TNT–Qu with decreased intensity (Fig. 1c). This sug-
gests the possible formation of TNT–Qu conjugates. Major 
peak present in quercetin at 1614  cm-1 shifted to 1620  cm-1 

in TNT-Qu also indicates the conjugation [32, 33] formed 
between TNT–Qu. IR peak at 1514  cm−1 in Qu shifted to a 
lower wavelength of 1497  cm−1 related to the Phenolic C–O 
stretching vibration of Qu bonded to TNT.

FT-IR peaks at 1358 and 3449   cm−1 correspond to 
Ti–O–Ti stretching and O–H stretching of TNT, respec-
tively [34]. By adding quercetin, the additional stretching 
was incorporated which confirms the presence of querce-
tin and its conjugation to be a combination of dative, and 
hydrogen bonding between TNT and Qu in a composite. 
HR-TEM images clearly showed the prepared TNT is in 
tubular structure and the presence of quercetin in TNT. The 
average diameters of the TNT and TNT–Qu are 11.35 and 
9.49 nm. The elemental components present in TNT–Qu are 
represented in (Fig. 2c).

Enhanced anticancer activity of TNT–Qu 
towards B16F10 melanoma cells

The anticancer activity of TNT, quercetin, and TNT–Qu 
were evaluated using B16F10 melanoma cells at 0, 10, 20, 

Fig. 2  Transmission electron microscope (TEM) of TNT and TNT–
Qu nanostructures. a TNT. b TNT–Qu, the attachment of quercetin 
to TNT was represented with arrow. c The elemental composition of 

TNT–Qu shows the presence of 41.89 wt% titanium, 12.24 wt% oxy-
gen and 45.88 wt% carbon
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40, 60, 80,100 µg/mL concentrations for 24 h. The cytotox-
icity was measured using the MTT assay. The IC 50 values 
obtained were 72, 34 and 25 µg/mL for TNT, quercetin and 

TNT–Qu treatment, respectively indicating that TNT–Qu 
exhibited better cytotoxicity when compared to quercetin or 
TNT alone treatment in a dose-dependent manner (Fig. 3). 

Fig. 3  Cytotoxic effect of 
TNT, quercetin, and TNT–Qu 
on B16F10 melanoma cells 
assessed by MTT assay. Sur-
vival of B16F10 cells after 24 h 
exposure to TNT, quercetin 
and TNT–Qu at 0–100 µg/mL 
concentration. Cell cytotoxic-
ity was measured by the MTT 
assay. Data are represented as 
mean ± SD

Fig. 4  TNT–Qu suppresses the migration of B16F10 cells. a Migra-
tion analysis of B16F10 cells treated with TNT, quercetin and TNT–
Qu for 24  h. TNT–Qu highly inhibited the migration of cells. Cell 
migration was assessed by wound healing assay and compared to the 

cells with no treatment. b Graphical representation of scratch width 
before and after treatment with TNT, quercetin and TNT–Qu N = 3. 
Data are presented as mean ± SD
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These results demonstrate the effectiveness of TNT–Qu as 
a potent anticancer agent. Our previous studies have shown 
that TNT was cytotoxic to the MDA-MB231 cancer cell line 
and there was no significant difference in the survival of 
normal 3T3 fibroblast cells [11]. Also, quercetin was shown 
to be non-toxic to normal cell lines [35].

Pradhan et al. [36] showed that quercetin was efficient 
in inhibiting migration and proliferation of B16F10 cells at 
50 µM concentration. Quercetin also acts as an emerging 
anti-melanoma agent by enhancing p53 and Nrf2 levels [37, 
38]. Quercetin conjugated to different nanoparticles inhib-
ited proliferation of various cancer cell lines than quercetin 
alone; silver, superparamagnetic and gold nanoparticles 
conjugated with quercetin inhibited growth of human breast 
cancer cell lines than quercetin alone and a varying range 
of IC50 values were reported [23, 39, 40]. Although earlier 
reports showed that TNT and quercetin individually exhib-
ited anticancer activity, this study is the first to show the 
enhanced anticancer activity of TNT–Qu. Hence, TNT–Qu 
could be a potential combinational anticancer agent for the 
treatment of skin cancer.

Inhibition effect of TNT–Qu on the migration 
of B16F10

Migration of cells is enhanced in tumor microenvironment 
and metastasis. The migration effect of the TNT, quercetin 
and TNT–Qu was studied using the scratch assay and the 
results are depicted in Fig. 4. First scratch was created as 
described in methods and then cells were treated with TNT 
40 µg/mL, quercetin 25 µg/mL or TNT–Qu with 25 µg/mL. 
After 24 h of treatment, we found that TNT–Qu significantly 
inhibited the migration of the melanoma cells more than 
quercetin or TNT alone. These data indicate that TNT–Qu 
had more anticancer activity when compared to quercetin 
and TNT alone. The quantity of migration was analyzed by 
recording the pictures at 0 and 24 h, while the movement of 
migration was analyzed using Image J software [41]. These 
data agree with the previous studies showing that querce-
tin inhibited the migration of numerous cancer cell lines 
[42–44]. Also, Cao et al. [17] reported that quercetin inhib-
ited the migration of B16F10.

Fig. 5  TNT–Qu accelerates the apoptosis in B16F10. a Induction 
of the apoptosis in B16F10 cells after 24  h of treatment with TNT 
40  µg/mL, quercetin and TNT–Qu at 25  µg/mL concentration was 
assessed flow cytometry annexin V/PI. The histograms show the live, 

early apoptosis, apoptosis and necrotic cells percentage. Early and 
late apoptotic and necrotic levels are more in TNT–Qu treatment. b 
Total apoptosis percentage is represented graphically. Error bars indi-
cate as mean ± SD
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TNT, quercetin and TNT–Qu induced apoptosis

In the early events of apoptosis, translocation of membrane 
phosphatidylserine from the inner plasma membrane to sur-
face of the plasma membrane occurs. Annexin V has a great 
affinity towards phosphatidylserine [45]. To study the apop-
totic effect of TNT, quercetin and TNT–Qu on B16F10, cells 
were treated and incubated with Annexin V–FITC and PI. 
The percentage of early and late apoptotic cells in untreated 
control, TNT-, quercetin- and TNT–Qu-treated B16F10 cells 
was 1.75, 14.84, 44.86 and 60.29%, respectively, as shown in 
Fig. 5. Early and late apoptotic and necrotic cells were high 
in TNT–Qu-treated B16F10 cells when compared to querce-
tin- and TNT-alone-treated cells. Apoptosis plays an impor-
tant role in the pathogenesis of many diseases. In cancer 
cells, the level of apoptosis is too low, and the mechanism is 
complex which involves different pathways [46]. Quercetin 
has been shown to induce apoptosis in liver cancer cells, 
breast cancer, human prostate PC3, acute ovarian cancer 

cells at concentrations ranging from 20 to 120 µM [47, 48], 
and also quercetin promotes apoptosis in UV-B-irradiated 
B16F10 melanoma cells [49].

Quercetin and TNT–Qu reduces ROS generation

The requirement of ROS in cancer cells is higher than nor-
mal cells; if the content of ROS lower than the minimum 
requirement of cellular response, cancer cells will not grow 
[50–52]. To investigate the ability of TNT, quercetin and 
TNT–Qu to generate ROS on B16F10 cells, cellular ROS/
superoxide kit was used which contains fluorescent dye 
DCFH-DA and superoxide’s detection reagent. DCF and 
superoxide’s fluorescence was measured using flow cytome-
try. Pyocyanin used as a positive control induces both super-
oxides and ROS; N-acetyl-l cysteine is used as a negative 
control. Cells treated with quercetin and TNT–Qu reduced 
ROS and superoxides than control ones due to its antioxi-
dant property, while TNT alone treatment does not show any 

Fig. 6  Quercetin and TNT–Qu down-regulates ROS and superoxides. 
Effect of TNT, quercetin and TNT–Qu on ROS and superoxide lev-
els were measured by treating B16F10 cells with TNT, quercetin and 
TNT–Qu for 24 h. 100 µm pyocyanin is used as a positive control and 

N-acetyl-cysteine as a negative control, untreated cells were used as 
no treatment. The results shown are representative of three experi-
ments
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effect (Fig. 6). Due to the antioxidant property of quercetin, 
it does not enhance the ROS levels [53]. To support this, 
Rather a Rafiq et al. also demonstrated that quercetin alone 
effectively decreases ROS levels in B16F10 cells. Also Shi-
kha Srivastava et al. demonstrated that in leukemic cell line 
quercetin interacts with DNA, arrested cell cycle and pro-
moted apoptosis. However, it does not induce ROS levels, 
suggesting that quercetin may act as an antioxidant [49, 54].

TNT, quercetin and TNT–Qu enhanced DNA 
fragmentation

A later step in apoptosis is the cleavage of chromosomal 
DNA into oligonucleotide fragments. To study the ability 
of TNT, quercetin, and TNT–Qu on DNA fragmentation, a 
TUNEL assay was performed. Cells treated with TNT–Qu 
induced more DNA fragments than quercetin or TNT alone 
(Fig. 7). Histogram analysis represented the DNA nick 
labelled population of 2.46% for TNT showed, 18.7% for 
quercetin, and 20.6% for TNT–Qu. This data further con-
firms that TNT–Qu induced more DNA fragments than TNT 

or quercetin alone. These results revealed that B16F10 cells 
treated with these compounds induced more DNA fragments 
when compared to control cells (no treatment). These data 
support that TNT, quercetin and TNT–Qu induce apoptosis. 
Our results revealed that TNT–Qu treatment breaks DNA 
into oligonucleotide fragments more than quercetin or TNT 
alone and these data co-relate with apoptosis data.

TNT–Qu treatment arrested cell cycle at G2/M

One of the key hallmarks of apoptosis is cell cycle regu-
lation. Cell cycle analysis was done using DAPI. After 
completion of the treatment, cells were stained with DAPI 
and analyzed by flow cytometry. B16F10 cells treated with 
TNT, quercetin, and TNT–Qu arrested the cell cycle at 
the G2/M phase. The percent positive cells as shown in 
Fig. 8 arrested in G2/M were high in TNT–Qu treated 
50.5%, compared to TNT 3.71% and quercetin alone 30%. 
Cells treated with TNT enhance the cell number (23%) 
at sub G1 phase. These results demonstrated that G2/M 
cell arrest is due to the permanent DNA damage on cells 

Fig. 7  TNT–Qu treatment enhances DNA fragments. a TUNEL assay 
was used to estimate the percentage of DNA fragments of B16F10 
cells exposed to TNT, quercetin or TNT–Qu for 24 h, The histograms 

show the percentage of DNA fragments. b comparative representation 
of DNA fragments of B16F10 cells treated with TNT, quercetin or 
TNT–Qu. The results shown are representative of three experiments
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and consistent with above apoptosis and DNA fragmenta-
tion data. These results support that TNT–Qu had a higher 
influence in arresting the cell cycle number at the G2/M 
phase. Several studies suggested that permanent DNA 
damage induces cell cycle arrest G2/M phase and also 
overexpression of P53 leads to G2/M arrest [55, 56]. Choi 
et al. also reported that quercetin arrested the cell cycle 
at G2/M phase in breast carcinoma, adenocarcinoma, and 
leukemia cell lines [54, 57, 58]. Collectively, these data 
revealed that DNA fragmentation had a high chance of 
developing apoptosis. The observed cell cycle arrest at 
G2/M phase was also consistent with the permanent DNA 
damage within the cells.

TNT–Qu up‑regulated apoptotic protein cleaved 
caspase‑3

Further, to understand the molecular mechanism of 
quercetin, TNT, TNT–Qu on B16F10, immunoblotting 
was performed for caspase-3. In apoptosis, caspases are 
key mediators. Among the caspases, caspase-3 is crucial 
for DNA fragmentation and apoptotic chromatin con-
densation and highly regulated in cancer cells [59, 60]. 
Hence, this study focused on the expression of cleaved 
caspase-3 by western blot after cells were treated with 
TNT, quercetin and TNT–Qu. Cleaved caspase-3 was 
detected in all treatments (Fig. 9). Our results revealed 

Fig. 8  TNT–Qu promotes cell cycle arrest at G2/M. Effect of the 
TNT, Quercetin and TNT–Qu on regulation of cell cycle in B16F10 
cells. The histograms represent the distribution of the cells at sub G1, 

G1, S and G2/M phase. After completion of the treatment, cells were 
stained with DAPI and cell cycle regulation was analyzed using flow 
cytometry. The results were represented by three independent assays
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that TNT–Qu treatment up-regulated the expression of 
cleaved caspase-3 in B16F10 and this data is consistent 
with Annexin V–FITC staining data (Fig. 5). All these 
results support that TNT–Qu, quercetin and TNT induce 
apoptosis in B16F10 cells. Our data demonstrated that 
TNT–Qu treatment enhanced the cleaved caspase-3 
expression when compared to TNT, quercetin alone. 
Earlier studies described that quercetin enhanced apop-
tosis by caspase-3 in various cell lines MDA-MB-231, 
HL-60 [61, 62].

Conclusion

Cancer is the leading cause of death globally and 
finding a non-toxic, efficient drug for the treatment 
of cancer is urgently needed. Combination therapy is 
gaining attention from researchers worldwide. Synthe-
sized TNT–Qu was characterized using several phys-
icochemical methods. The cytotoxicity results revealed 
that TNT–Qu is more cytotoxic than TNT, quercetin 
alone. Furthermore, inhibition effect of TNT–Qu on 
the migration of B16F10 melanoma cells was observed. 
Mechanism of anticancer activity of TNT, quercetin 
and TNT–Qu was analyzed and found that TNT–Qu 
induced apoptosis in B16F10 cells and enhanced the 
DNA fragments, arrested cell cycle at G2/M phase. 
Moreover, TNT–Qu, quercetin, and TNT enhanced 
the cleavage of caspase-3 expression in B16F10 cells. 
All of these results revealed that TNT–Qu is a potent 
anticancer agent when compared to quercetin alone 
or TNT alone. Hence, these studies would be help-
ful for studying the in vivo models and clinical use 
of TNT–Qu as a potential therapeutic combinational 
molecule for the treatment of cancer.
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