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xploration of the anticancer
activities of procaine and its binding with calf
thymus DNA: a multi spectroscopic and molecular
modelling study†

Mohd. Sajid Ali, *a Mohammad Abul Farah,b Hamad A. Al-Lohedana

and Khalid Mashay Al-Anazib

Procaine is an anesthetic drug commonly administrated topically or intravenously for use in local

anesthesia. Promisingly, some anticancer activities of procaine have also been reported. Therefore, the

mechanism of interaction between anesthetic drug procaine with ct-DNA was determined collectively

by means of various spectroscopic and molecular docking methods. Minor groove 1 : 1 binding of

procaine to the ct-DNA was evidenced from absorption spectroscopy, fluorescence quenching, DNA

melting, competitive binding measurements with EB and DAPI dyes, viscosity and CD spectroscopy

together with molecular docking simulations and DFT calculations. Molecular docking on five different

B-DNA structures (taken from the Protein Data Bank) shows that procaine binds in the AT rich region of

all five B-DNA structures. Thermodynamic parameters, evaluated using van't Hoff's isotherm, shown that

the interaction was feasible and the binding forces involved were hydrophobic as well as hydrogen

bonding which were, further, confirmed by molecular docking. The frontier molecular orbitals (HOMO

and LUMO) of procaine and DNA bases have been calculated by DFT method and the chemical potential

(m), chemical hardness (h) and fraction number of electrons (DN) from procaine to DNA bases were

evaluated, which have shown that procaine acts as an electron donor to the DNA bases. Simultaneously,

anticancer activities of procaine alone and in combination with doxorubicin were observed on the

MCF-7 breast cancer cell line. The results showed that the combined treatment with both procaine and

doxorubicin enhanced the cytotoxic and apoptotic inducing potential of doxorubicin.
1. Introduction

Procaine, an anesthetic drug, has been used in dentistry for
a long time. Several other uses of procaine have also been re-
ported, such as for the cure of depression, inammation,
obesity, etc.1–5 Apart from these uses, procaine has an enormous
range of applications, particularly, in cancer related research. It
has been found to inhibit the triggering as well as the induction
of thermotolerance in mouse broblast LM cells.6 Furthermore,
it was found to improve the therapeutic index of chemotherapy
agent cisplatin around two-fold.7 Procaine in a small dose of
2 mM has shown cytotoxicity to leukemic cells with further
enhancement in the cytotoxicity at 42 �C.8 The most noticeable
role of procaine related to the cancer chemotherapy is the
ce, King Saud University, P.O. Box-2455,

jidali@gmail.com; Fax: +966-14679972;

e, King Saud University, P.O. Box-2455,

tion (ESI) available. See DOI:

hemistry 2018
demethylation of DNA.9,10 DNA methylation has enormous
applications in gene regulation. A hallmark of cancer is the
deregulation of the DNA methylation machinery and aberrant
DNA methylation patterns. “DNA methyltransferases (DNMTs)
catalyzes the transfer of a methyl group from S-adenosyl-L-
methionine to the carbon-5 position of cytosine residues that
results in an epigenetic change”.11 “These enzymes regulate gene
expression, for example, hypermethylation of the promoter lead
to transcriptional silencing of tumor suppressor genes. There-
fore, DNMT inhibitors or demethylating agents are promising
new drugs for the treatment of diseases such as cancer and brain
disorders”.11,12 DNA demethylation is a process in which inhib-
itor suppresses the activity of DNA methyltransferases.13

Owing to the promising roles of the procaine in molecular
biology it is important to understand the interaction of this
pharmacologically important drug with nucleic acid. DNA is
a signicant genomic constituent of life that transports most of
the hereditary data and enables the biological synthesis of
proteins and enzymes through the replication and transcrip-
tion.14 The investigation of binding of DNA with small mole-
cules is also of importance among the researchers to investigate
RSC Adv., 2018, 8, 9083–9093 | 9083
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Fig. 1 Difference absorption spectra of ct-DNA (30 � 10�6 M) in the
presence of increasing amount of procaine (0, 5, 10, 15, 20, 25, 30, 35
� 10�6 M) at 25 �C. Inset: plot of A0/(A � A0) versus 1/[procaine].
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its modes of binding. Small molecules, such as drugs, can binds
to the DNA either with covalent mode of binding or non-
covalently. Covalent binding mode is ascribed to the forma-
tion of covalent adducts between DNA and ligand which
generally takes place via alkylation or inter- and intrastrand
crosslinking and is irreversible in nature which can restrict the
activity, such as, transcription and replication of DNA and
a consequent cell death.15,16 Non-covalent binding includes
three different modes which are (1) intercalative binding, which
comprises of the insertion of the ligand inside the DNA helix
which may cause in the discrepancy in the DNA structure and
functions; (2), electrostatic binding or external binding between
the negatively charged DNA phosphate backbone and positive
end of the molecules; and (3) groove binding that occurs either
in major groove or minor groove depending on the size of the
ligand as the bigger molecules tend to bind at major groove and
smaller molecules generally occupies the minor groove.17

Intercalative and groove binding occur near or inside the DNA
double helix, while the electrostatic binding takes place outside
the groove.18,19

As procaine is an established anesthetic drug with many
other uses including anticancer activities, therefore, in this
study we have seen the interaction of procaine with ct-DNA by
using theoretical as well as experimental methods in order to
understand the mechanism of the drug binding. The anticancer
capability of procaine was also seen by elucidating its cytotoxic
and apoptotic effects on human breast cancer (MCF-7) cells.
Finally, an effort was made to determine the inuence of
procaine combined with doxorubicin, an anthracycline antibi-
otic which is one of themost effective anticancer agents used for
the treatment of breast cancer.

2. Experimental

Sodium salt of ct-DNA (D1501, type I, bers, 41.9 mol% G–C and
58.1 mol% A–T) and procaine hydrochloride (99%) (Scheme S1†)
were purchased from Sigma, USA. Rests of the chemicals were of
high purity grades or molecular biology grades and the details of
all the materials used are given in ESI.† Stock solutions of ct-DNA
were prepared by reported methods and the ratio of absorbance
at 260 nm and 280 nm was in the range of 1.8–1.9. For experi-
mental binding studies, we have used UV-visible, uorescence,
circular dichroism spectroscopies and viscometry.20 For molec-
ular modelling the geometries of procaine and DNA bases were
optimized at DFT/BP RI by ORCA.21 Autodock 4.2.3 program was
used to perform docking calculations of B-DNAs with procaine.22

Anticancer activities of procaine alone and in combination of
doxorubicin on MCF-7 breast cancer cell lines were performed
using well established methods. Detailed information of all
experiments and computational studies is given in ESI.†

3. Results and discussions
3.1. Experimental investigation of interaction of procaine
with ct-DNA

3.1.1. UV-visible spectroscopic studies. Interaction of ct-
DNA with procaine was seen experimentally by means of
9084 | RSC Adv., 2018, 8, 9083–9093
a number of physico-chemical techniques already given in the
Introduction section. Absorption spectroscopy is a basic tech-
nique used to determine the binding/association strength of
small molecules with biomolecules, such as, proteins and
nucleic acids.16,23 The UV spectra of ct-DNA in absence and
presence of various amounts of procaine are given in Fig. 1. The
UV spectrum of ct-DNA exhibits characteristic absorption peak
at 260 nm. On the progressive addition of procaine, gradual
increase in the absorbance (hyperchromic shi) of ct-DNA
absorption was observed with a slight red-shi (�1 nm) in the
wavelength of maximum absorption. When a molecule inter-
calates to the ct-DNA base pairs a coupling of the p-antibonding
orbital of former takes place with p-bonding orbital of latter16

which causes a decrease in the p–p* transition energy and
a consequent red shi of absorption band. It is generally
observed that in case of classical intercalators the UV absorp-
tion spectra show a signicant red shi. However, no or slight
change in the position of absorption band with hyperchromic
effect can be due to the minor groove binding which is associ-
ated to the overlapping of the electronic states of the chromo-
phore of the molecule with the nitrogenous bases in the grooves
of DNA.24 Therefore, results of absorption spectroscopy give
a primary idea that binding of procaine is more likely at minor
groove of ct-DNA.

The association constant (Ka) between ct-DNA and procaine
can be calculated by using Benesi–Hildebrand equation16,24

which is given as:

A0

A� A0

¼ 3DNA

3DNA-D � 3DNA

þ 3DNA

3DNA-D � 3DNA

� 1

Ka½procaine� (1)

where A0 and A are the respective absorbances of ct-DNA in
absence and presence of procaine at 260 nm and in a similar
way 3DNA and 3DNA-D are the molar extinction coefficients of free
DNA and procaine–ct-DNA complex, respectively. The associa-
tion constant (Ka) can be obtained from the linear regression of
This journal is © The Royal Society of Chemistry 2018
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plot of A0/(A� A0) and 1/[procaine] (inset of Fig. 1). The analyzed
value of Ka at 25 �C was found to be 3.22 � 104 M�1.

3.1.2. Fluorescence quenching studies. Procaine when
excited at 290 nm shows an emission peak at 355 nm (Fig. S1–
S3†), though; its uorescence is negligible while compared with
intrinsic uorescence of bovine serum albumin at the excitation
wavelength of 280 nm as we have reported in our recent
publication,25 however, on increasing the slit width of the
instrument (10 nm for both excitation and emission slits) we
have got the substantial uorescence emission spectra of
procaine while ct-DNA didn't show any signicant emission
under identical conditions. Increasing amount of ct-DNA
results in the quenching of the uorescence emission of
procaine but the position of the emission maximum remains
unchanged. This is a clear indication that procaine could
interact with ct-DNA. Due to the absorbance of ct-DNA at 290
and 355 nm, though very small, which are the excitation and
emission wavelengths for procaine, respectively, we have cor-
rected the uorescence data for the inner lter effect using the
method described in ESI (eqn (S1))† and given in established
literature.26 The corrected uorescence data were than quanti-
ed with the help of Stern–Volmer equation which is given as:

F0

F
¼ 1þ KSV½Q� ¼ 1þ Kqs0½Q� (2)

Kq ¼ KSV

s0
(3)

“where F0 and F are corrected uorescence intensities in
absence and presence of quencher (procaine), respectively, and
KSV is Stern–Volmer constant and [Q] is the concentration of
quencher, Kq is the bimolecular quenching constant and s0 is
life time of uorophore in the absence of quencher which is
equal to the 5.7 � 10�9 s�1”.26,27 When quenching of uo-
rophore occurs by a quencher the mechanism is either static or
dynamic. Static quenching leads to the formation of the ground
state complex formation while dynamic quenching comprises
of the collision between the uorophore and the quencher.28

Dynamic quenching depends on molecular diffusion. There-
fore, increase in the temperature results in the increase in the
diffusion which may directs to the increase in dynamic
Fig. 2 Stern–Volmer plots of ct-DNA interaction with procaine at vario

This journal is © The Royal Society of Chemistry 2018
quenching constant. In contrary to that rise in temperature
makes the complex less stable which ensue a decrease in static
quenching constant. Thus, effect of varying temperature can
distinguish between the static quenching and dynamic
quenching. For that reason, we have conducted our studies at
three temperatures, viz., 15, 25 and 35 �C (Fig. S1–S3†) to
differentiate between these two types of quenchings.

KSV can be obtained from the linear regression of eqn (2) for
which the plots of F0/F versus [Q] at three temperatures are given
in Fig. 2. Calculated values of KSV, which are given in Table 1,
show a decreasing trend on increasing the temperature
conclusive of involvement of static quenching mechanism in
procaine–ct-DNA interaction.

3.1.3. Determination of binding and thermodynamic
parameters. Modied Stern–Volmer equation (eqn (4)) can be
used to determine the binding constant (Kb) as well as number
of binding sites (n).

log

�
F0 � F

F

�
¼ log Kb þ n log½Q� (4)

Plots of log(F0 � F)/F versus log[Q] (Fig. 3) were used to
evaluate the binding constant and number of binding sites
which are given in Table 1. The Kb obtained at 25 �C is in very
close agreement from the one obtained using absorption
spectroscopy. The value of n also validates that there is 1 : 1
binding between procaine and ct-DNA.

The involvement of various forces (hydrophobic, van der
Waals, electrostatic and hydrogen bonding) between a ligand
and macromolecule can be understood by assessing the ther-
modynamic parameters. Change in enthalpy (DH) and entropy
(DS) of interaction process along with free energy change (DG)
are promising factors to dene the binding modes involved in
the interaction.

If the DH does not change too much on the temperature
variation than both DH and DS can be evaluated from the van't
Hoff equation (eqn (5)):

ln K ¼ �DH

RT
þ DS

R
(5)
us temperatures. [procaine] ¼ 30 � 10�6 M.

RSC Adv., 2018, 8, 9083–9093 | 9085
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Table 1 Stern–Volmer quenching constants, binding parameters and thermodynamic parameters for the interaction of ct-DNAwith procaine at
various temperatures

T (K)

Stern–Volmer quenching
constants Binding parameters Thermodynamic parameters

KSV (M�1) Kq (M�1 s�1) n Kb (M�1) DG (kJ M�1) DH (kJ M�1) DS (J M�1 K�1)

288 3.3 � 103 5.8 � 1011 1.03 5.1 � 103 �20.5 �6.4 48.9
298 2.8 � 103 4.9 � 1011 1.04 4.8 � 103 �21.0
308 2.2 � 103 3.9 � 1011 1.04 4.3 � 103 �21.5

Fig. 3 Plot of log(F0 � F)/F as a function of log[ct-DNA].
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DG ¼ DH � TDS (6)

van't Hoff plot of interaction of ct-DNA with procaine are
given in Fig. 4(A). The values of DG were found to be negative at
all temperatures envisage the feasibility of interaction. From
enthalpy and entropy point of views the binding process was
exothermic in nature i.e., negative DH with positive DS. It is well
understood that hydrophobic interaction is characterized by the
positive values of both DH and DS. Involvement of van der
Waals forces and hydrogen bonding results in the negative
values of both DH and DS whereas in case of electrostatic
interaction the value of DH is either very less or zero.29 In
present case the negative value of DH and positive value of DS
suggests that the main forces involved in the binding of
procaine with ct-DNA are hydrophobic forces and hydrogen
bonding that may play major roles in the interaction.30 The
presence of other interaction forces cannot be ruled out,
though, it can be said that the interaction forces are dominated
by hydrophobic forces and hydrogen bonding.31

3.1.4. Dye displacement assay using EB and DAPI dyes.
When a molecule binds to the DNA, non-covalently, the binding
modesmay be one ormore among intercalation, groove binding
and external binding.16 Mode of DNA binding can be studied by
using DNA binding dye as there are several dyes which have
been well studied and their binding modes are well established.
If any molecule that competitively replaces a DNA bound dye is
likely to bind the DNA at that particular dye binding site, for
instance, molecule with affinity towards minor groove will
9086 | RSC Adv., 2018, 8, 9083–9093
compete and replace the dyes which are minor groove binders
whereas an intercalator will compete with the dyes which are
established intercalation dyes.16DAPI is an important dye which
is useful in DNA staining studies. Though, DAPI generally binds
at the minor groove of double stranded DNA20,32,33 but it also has
been reported to intercalate between the DNA strands.34 The
binding mode of the double stranded DNA is dependent on the
sequence of the base pairs, for instance, in case of G–C rich
DNA, prefers to bind at intercalating site while in A–T rich DNAs
it prefers to bind at minor groove region.20,35–39 Under our
present experimental conditions the DAPI is supposed to bind
at minor groove region of ct-DNA, because it is A–T rich DNA
(58.1% as given in specications from Sigma-Aldrich company),
and can be used as a probe to identify the minor groove inter-
action between ct-DNA and procaine.20,35–39 The uorescence of
DAPI enhances intensely in presence of DNA which is approxi-
mately twenty times greater than the DAPI without ct-DNA.40

Minor groove binding agent could affect the DAPI–ct-DNA
binding and consequently can cause the decrease in the uo-
rescence intensity of DAPI. On the other side if there is very
small or no change in the uorescence of DNA bound DAPI, the
molecule will preferably bind to the other side. In a similar way
EB is strongly intercalates into the ct-DNA and its uorescence
also increases aer ct-DNA binding. If a molecule intercalates
into the ct-DNA helix, it can compete and displace EB from the
EB–ct-DNA complex which may cause in the decrease of uo-
rescence intensity of EB–ct-DNA complex. Henceforth, the effect
of procaine on the DAPI–ct-DNA and EB–ct-DNA complex was
This journal is © The Royal Society of Chemistry 2018
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Fig. 4 (A) van't Hoff plot of ct-DNA–procaine interaction. (B) Relative fluorescence intensity of titration of ct-DNA and DAPI/EB with [procaine].
The fluorescence intensities at wavelength of maximum emission have been selected for both dyes which are 490 and 590 for DAPI and EB
respectively. (C) Melting curves of ct-DNA in the absence and presence of procaine at pH 7.4. [procaine]¼ 30� 10�6 mol L�1, and [ct-DNA]¼ 30
� 10�6 M. (D) CD spectra of ct-DNA in absence and presence of procaine. The concentration of ct-DNAwas taken as 50.0� 10�6 M. (E) Effect of
increasing amounts of procaine on the relative viscosity of ct-DNA at pH 7.4. [ct-DNA] ¼ 30 � 10�6 M.
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studied using uorescence spectroscopy. The results corre-
sponding to DAPI and EB have been displayed in Fig. S4(a) and
(b),† respectively, and the relative uorescence intensity as
a function of [procaine] is given in Fig. 4(B). From the results it
can be seen that successive addition of procaine affects the
uorescence intensity of DAPI while there was negligible effect
of procaine on the uorescence intensity of EB (Fig. 4(B)). The
decrement of uorescence intensity of DAPI in presence of
procaine is due to the replacement of some of DAPI molecules
from its binding site, i.e., minor groove. There was very small
change in the intensity of EB that means there is no displace-
ment of the dye from the intercalation region. Therefore, the
preferable binding site of procaine in ct-DNA is minor groove.

3.1.5. DNA melting studies. Melting curves of ct-DNA in
absence and presence of procaine are given in Fig. 4(C). The
midpoints of curves based on fss ¼ (A � A0)/(Af � A0) versus
temperature were dened as melting temperatures (Tm), where
A0 and Af are the initial and nal absorbance intensities at
This journal is © The Royal Society of Chemistry 2018
260 nm, respectively, and A is the absorbance intensity corre-
sponding to its temperature.41 The intercalation of small
molecules into the double helix of DNA has remarkable effect
on the Tm of DNA, but, there is very small change in Tm in case
of non-covalent groove binding.42 In general an intercalating
molecule could increase the Tm from 5 to 8 �C (ref. 43) but the
Tm of ct-DNA increases from 72.4 to 75 �C in presence of
procaine which also supports our conclusions that the binding
of procaine with ct-DNA is taking place in minor groove region.

3.1.6. Circular dichroism spectroscopy. CD spectroscopy
can also be used to understand the binding of small molecules
to the DNA. The CD spectrum of ct-DNA gives a negative peak at
245 nm due to the stacking of the base pairs and a positive peak
at 275 nm which corresponds to the polynucleotide helicity
(Fig. 4(D)). Both these peaks are the characteristics of B-DNA.44

The intercalating molecule, generally, grounds to the increase
in the positive band due to its stacking interaction between the
base pairs of DNA.45 Contrariwise, groove binding agents do not
RSC Adv., 2018, 8, 9083–9093 | 9087
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amend the CD spectrum of DNA. Procaine didn't cause any
signicant change in the CD spectrum of ct-DNA point towards
the groove binding between ct-DNA and procaine.

3.1.7. Viscosity measurements. In the Experimental part of
binding studies, we have performed viscosity measurements,
too, in order to further conrm the mode of binding (Fig. 4(E)).
Viscosity is an important hydrodynamic property which, simply,
can offer augmented hint on the binding modes of small
molecules to the DNA. In general, classical intercalator results
in the lengthening/enlargement of the DNA helix due to the
split-up of base pairs at the intercalation site which results in
the concomitant increase in the relative specic viscosity. Minor
groove binders don't show any signicant increase in the
viscosity of the solution comprising DNA. Therefore, viscosity
measurement can be regarded as least vague assessment for
understanding the groove and intercalation mode of
binding.18,46–48 As can be seen from Fig. 4(E) that there was very
small change in the relative viscosity of ct-DNA on the addition
of procaine which is accredited to the minor groove binding.49
Fig. 5 Predicted binding mode of procaine docked into DNA.

9088 | RSC Adv., 2018, 8, 9083–9093
3.2. Computational analyses of interaction of procaine with
DNA

3.2.1. Molecular docking. Computational studies which
can generate the specic sequences and interactions of nucleic
acids with small molecules are very helpful in designing and
development of chemotherapeutic agents. One such computa-
tional framework is molecular docking which, currently, is very
useful to understand the drug–biomolecules interactions for the
rational drug design and discovery. The mechanism of the drug–
biomolecules interaction can easily be understood by molecular
docking methods and validation of experimental results can also
be achieved by these computational methods.50 As discussed,
there are two modes of non-covalent interactions between DNA
and small molecules which are intercalation or groove binding.
Further, the interactions taking place in major or minor groove
are also differing in nature in terms of the electrostatic potential
and steric effects because of the narrow shape of minor groove.
Small molecules tend to bind at narrow minor groove while large
molecules nd its binding site at major groove.51 Therefore,
This journal is © The Royal Society of Chemistry 2018
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molecular docking calculations have been performed on the
procaine–DNA system. Since we have used ct-DNA in our studies
which is a B-DNA we have taken ve protein data bank crystals
structures of B-DNAs (https://www.rcsb.org/) in order to certify
the mode of binding of procaine on it. The conformer with
minimum binding energy was selected from the various
conformers which are given in Fig. S5.† Interestingly, all con-
rmers show the minor groove binding as preferential binding.
The nucleotides involved in the binding mechanism for all types
of B-DNA–procaine complexes are given in Fig. 5 and it is evident
from the gure that procaine binds mainly in the AT rich region
of all types of B-DNAs. Flexibility of procaine also plays an
important role in its binding with DNA as displayed by the
Fig. S6†which describe the conformations of procaine in absence
and presence of various DNA structures. Altered spatial confor-
mation of procaine also conrms the binding between DNA and
procaine. From the collective information of the types of inter-
actions belongs to all types of DNA conformers (Table S1†)
a supposition can be drawn that interaction of procaine with B-
DNA involves hydrophobic, hydrogen bonding and electrostatic
interactions. When a ligand interacts with biomolecules, there is
a chance for many types of interactions between them (for
instance, hydrophobic, electrostatic, van der Waals, hydrogen
bonding, etc.), but due to the predominant nature of one or two,
which depends on the structure of the ligand, the understanding
of others is difficult.52 Though, from theoretical models it is
easier to understand all types of interactions involved despite of
various shortcomings involved in these modellings.53 The PDB
crystal structures of B-DNA used for molecular docking in this
Fig. 6 HOMO–LUMO composition of the frontier molecular orbitals of
values between procaine and DNA bases.

This journal is © The Royal Society of Chemistry 2018
study have been developed by various authors and that's why
there might be a possibility of some variations (bond length,
bond angle, polarity, etc.) among them. Therefore, we have ob-
tained various informations and possibilities of interaction of
procaine with DNA. These results are in good agreement with the
one obtained through experimental techniques.

3.2.2. DFT calculations. Theoretical predictions regarding
the nature of binding between ligands and DNA can also be
understood with the help of molecular modeling. Frontier
molecular orbitals (FMOs) such as HOMO and LUMO are
important components, which determine the chemical stability
of the molecules.54 ELUMO and EHOMO of can be calculated aer
the geometry optimization using the following equations:

m ¼ ELUMO þ EHOMO

2
(7)

h ¼ ELUMO � EHOMO

2
(8)

DN ¼ mB � mA

2ðhA þ hBÞ
(9)

where mA, mB and hA, hB are the chemical potentials and
chemical hardnesses of system A and B, respectively. DN is the
fraction number of electrons from one system to another.

Fig. 6 is showing the molecular orbital plots of procaine
along with the four DNA nucleotides. The charge density of
HOMO of procaine is mainly accumulated on the nitrogen
atom attached to the aliphatic carbon atoms whereas in case
of LUMO charged densities moved to the benzene ring and
procaine and DNA bases. (Inset table) The calculated charge transfer

RSC Adv., 2018, 8, 9083–9093 | 9089
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the nitrogen attached to that. In case of nucleotides i.e.,
adenine, guanine, cytosine and thymine the charge densities
are accumulated in on the aromatic rings in both HOMO and
LUMO.

The values of the chemical potential (inset table of Fig. 6)
indicate the transfer of electrons from a high chemical potential
(less electronegative) system to a low chemical potential (high
electronegative) system.55 It can be stated that procaine acts as
electron donor to the DNA bases.
Fig. 7 Antiproliferative effects on MCF-7 cells treated as indicated
with two-fold dilutions of procaine and doxorubicin alone or
in combinations. All data are expressed as mean � SE. * Significant
(p < 0.05) compared with corresponding controls.

Fig. 8 Morphological changes analysis of MCF-7 cells by phase cont
5 � 10�6 M doxorubicin, (D) 5 � 10�6 M procaine + doxorubicin. Magni

9090 | RSC Adv., 2018, 8, 9083–9093
3.3. Anticancer and anti-proliferative activities of procaine

3.3.1. Cytotoxicity assay. The MTT assay was performed to
evaluate the cytotoxic activity of procaine and compare its effi-
cacy with that of anti-tumor agent, doxorubicin. This assay is
useful in measuring the IC50 value, which is the concentration
of the test compound that can inhibit or kill 50% of the total
cells. Fig. 7 shows the percent viability of cells exposed to
different concentrations of procaine, doxorubicin alone or in
combination. The IC50 values estimated at 24 h post-treatment
in MCF-7 for procaine is 9 mM, doxorubicin is 10 mM and for
combined treatment it was observed at 3 mM. Procaine exhibited
a marginally higher inhibition as compared to doxorubicin
whereas, both procaine and doxorubicin treated in combination
exhibited higher cytotoxicity in MCF-7 calls.

A concentration dependent decrease in the cell viability was
evident. Procaine and doxorubicin inhibited cell proliferation
by 71% and 64%, respectively at highest concentration of
50 mM. While, combined treatment reduced cell growth by 85%
and higher concentration. These data suggest that procaine
enhanced the antiproliferative property of doxorubicin.

3.3.2. Morphological changes analysis. To evaluate the
cytotoxicity at morphological level, cells were treated with below
IC50 concentration (5 mM) of procaine and doxorubicin alone or
in combination (5 mM dox + 5 mM procaine) for 24 h. The
representative image of morphological changes observed under
phase contrast inverted microscopy in MCF-7 cells is shown in
Fig. 8. No signicant changes in the morphology were observed
in control cells (Fig. 8(A)). The cells appeared to have a normal
shape, were attached to the surface and reached about 95–100%
conuence. Conversely, the cells lost their normal epithelial cell
morphology, becoming longer, and swelled. A decreased cell
density was observed in treated MCF-7 cells (Fig. 8(B–D)).
rast inverted microscopy. (A) Control, (B) 5 � 10�6 M procaine, (C)
fication: 100�.

This journal is © The Royal Society of Chemistry 2018
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Fig. 9 Apoptotic morphological changes in MCF-7 cells observed under fluorescence microscopy. (A) Control, (B) 5 � 10�6 M procaine, (C)
5� 10�6 M doxorubicin, (D) 5� 10�6 M procaine + doxorubicin. Magnification: 200�. (E) Quantification of apoptotic and necrotic cells based on
the uptake of acridine orange and propidium iodide inmore than 300 cells. All data are expressed asmean� SE. * Significant (p < 0.05) compared
with corresponding controls.
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3.3.3. Apoptotic morphological changes in MCF-7 cells. To
test whether the decrease in cell viability observed aer treat-
ment with procaine and doxorubicin is due to apoptosis, MCF-7
cells were stained with acridine orange/ethidium bromide (AO/
EB) dye (Fig. 9). AO is able to permeate into both live and dead
cells to stain all nucleated cells and excite green orescence,
while EB only enters dead cells with damaged membranes and
generates red orescence. Around 93% of viable cells were
prominently evident in untreated MCF-7 cells. Control cells
showed evenly distributed AO stain (green uorescence) with no
morphological changes (Fig. 9(A) and (E)). The percentage of
viable cells however, decreased signicantly (p < 0.05) in all
treated samples. As shown in Fig. 9(B)–(E), AO/EB staining
which correlated with the presence of cells with typical
apoptotic nuclear morphology (nuclear shrinkage, DNA
condensation and fragmentation). Quantication of apoptotic
and necrotic cells revealed that combined treatment of procaine
and doxorubicin induced highest percentage of apoptotic cells
(57%) and necrotic cells (20%) (Fig. 9(E)).
Fig. 10 Annexin-V/PI apoptosis assay. After treatment, cells were stain
rescence microscopy for the detection of phosphatidylserine translocat
doxorubicin, (C) 5 � 10�6 M procaine + doxorubicin. Magnification: 400

This journal is © The Royal Society of Chemistry 2018
3.3.4. Annexin V-apoptosis assay by uorescence micros-
copy. To further conrm that procaine and doxorubicin induces
cell apoptosis, annexin V-FITC and PI double staining method
was used to detect the translocation of phosphatidylserine on
the outer membrane of apoptotic cells. MCF-7 cells underwent
apoptosis aer exposure to procaine and doxorubicin as evident
in Fig. 10(A–C). The annexin V binding to PS (green membrane
uorescence) at outer plasma membrane shows early apoptosis
while, PI staining (red uorescence) of nucleus with membrane
green uorescence shows late apoptosis. Moreover, only red
uorescence of nucleus indicates necrosis. Procaine treated
MCF-7 cells showed appearance of early and late apoptosis.
Doxorubicin exposure induced apoptotic and necrotic cells
while the number of late apoptotic and necrotic cells increased
in combined treatment.

Our results proved that procaine inhibits the proliferation of
MCF-7 cells alone or in the presence of doxorubicin, thereby
increasing its cytotoxicity. Previously, procaine has been re-
ported to exert DNA demethylation and inhibits the growth of
ed with annexin V-FITC and propidium iodide and observed by fluo-
ion to the plasma membrane. (A) 5 � 10�6 M procaine, (B) 5 � 10�6 M
�.
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MCF-7 cells.9 Recently, procaine has been shown to induce
mitochondrial dysfunction, elevated ROS level and apoptosis in
human neuroblastoma cell line.56 On the other hand, doxoru-
bicin was reported to exhibit its cytotoxic effect by intercalating
between DNA base pairs and by inhibition of TOPO II enzyme,
protein synthesis and overproduction of ROS.57 Unfortunately,
doxorubicin is associated with several serious adverse effects
such as myelosuppression, mucositis, alopecia, chronic car-
diotoxicity that is limiting factor of the chemotherapeutic use of
doxorubicin.58 Therefore, a wide variety of approaches has been
investigated to minimize the side effects of doxorubicin and to
improve its therapeutic use. Some reports emphasize that
combining more than one anticancer drug can minimize the
side effects of anticancer agent used alone. In this context, Li
et al., demonstrated that lidocaine sensitizes the cytotoxicity of
cisplatin against MCF-7 cells.59 However, in the present study, it
is not clear by whatmechanism procaine enhances the effects of
doxorubicin, but these results support the possible use of
procaine and its derivatives in cancer therapy with some other
anticancer agents.

4. Conclusions

Assessment of ct-DNA binding properties (experimental and
theoretical) of procaine along with its anticancer activities has
been carried out in this study. Analyses of experimental inves-
tigations inferred that there was 1 : 1 binding between ct-DNA
and procaine and the preferred binding mode was minor
groove binding which involves hydrogen bonding, and hydro-
phobic forces. Molecular docking on ve different structures of
B-DNA and procaine interaction also favors the experimental
observations and in all ve B-DNA structures, minor groove,
which is AT rich region, was the principle binding site, however,
from molecular docking the involvement of electrostatic forces
in the interaction was also observed. Molecular orbital calcu-
lations using DFT methods were used to calculate the chemical
potentials of procaine and DNA bases which stated that
procaine acts as electron donor to the DNA bases. Procaine was
also found to have cytotoxic effects towardsMCF-7 breast cancer
cell lines. The results also showed that the combined treatment
with both procaine and doxorubicin enhanced the cytotoxic and
apoptosis inducing potential of doxorubicin. The results
support the promising use of procaine and its derivatives in
cancer therapy with some other anticancer agents.
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