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Abstract
Cancer is one of the leading causes of death around the world and although the different clinical approaches have
helped to increase survival rates, incidence is still high and so its mortality. Chemotherapy is the only approach which
is systemic, reaching cancer cells in all body tissues and the search for new potent and selective drugs is still an attrac‑
tive field within cancer research. Naphthoquinones, natural and synthetic, have garnered much attention in the scien‑
tific community due to their pharmacological properties, among them anticancer action, and potential therapeutic
significance. Many mechanisms of action have been reported which also depend on structural differences among
them. Here, we describe some of the most relevant mechanisms of action reported so far for naphthoquinones
and highlight novel targets which are being described in the literature. Furthermore, we gather some of the most
impressive efforts done by researchers to harness the anticancer properties of these compounds through specifically
designed structural modifications.
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Background
Non-communicable diseases (NCDs) are non-transmittable illnesses affecting all age groups and regions in
the world. Cancer is considered one of the four types of
NCDs—alongside cardiovascular diseases, chronic respiratory diseases and diabetes- and on its own, is one
of the leading causes of death globally, with approximately 9.6 million cases estimated to occur in 2018 alone.
Approximately 70% of all cases occur in low- and middleincome countries where cancer diagnostic and treatment
services are insufficient [1].
Cancer is associated to uncontrollable cell growth and
the different types known to date are classified according
to the cell type that was initially affected. Surgery, radiation and chemotherapy are the three main approaches
to cancer treatment. Damage of healthy tissues and cells
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are among the disadvantages of the first two approaches,
as well as the fatigue from radiotherapy which may last
for the duration of the treatment or months afterwards.
Chemotherapy is the only approach which is systemic,
meaning that the drugs circulate through the blood
stream reaching cancer cells in all body tissues. It can
annihilate both original tumor cells as well as metastasized ones. The drawback of this approach is that it has
many side effects that affect the patient’s lifestyle and
also, resistance may be developed by cancer cells [2].
Natural compounds and their derivatives are a good
source of molecules to be tested for their anticancer
properties. Among this group of compounds, quinones
are ubiquitous in nature, occurring in animals, plants and
microorganisms. They have a crucial role in the energy
production of these organisms by providing essential
links in the respiratory chain of the cells [3]. For a long
time, they have been a source of cytotoxic compounds,
being present in many drugs such as the anthracyclines
daunorubicin (1), doxorubicin (2) and mitoxantrone (3),
used clinically in the therapy of cancer (Fig. 1). Many
other pharmacological activities have been reported,
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Fig. 1 Chemical structures of anticancer drugs with the quinone
moiety

including their action as antiallergic [4, 5], antibacterial [6, 7], antifungal [6, 8], anti-inflammatory [4, 8],
antithrombotic [9, 10], antiringworm [6], antiplatelet [4,
5] and antiviral agents [6, 10]. Cytotoxicity has been associated to the inhibition of the human DNA topoisomerase I and II [11–13] and production of reactive oxygen
species (ROS) such as semiquinone and hydroxyl radicals
by spontaneous or enzymatic reduction [14, 15].
In this review, we will focus on the pharmacology and
the mechanisms of action reported up to date of one
prominent type of quinones: naphthoquinones. Their
anticancer activity has been widely reported in the scientific literature and many distinct mechanisms of action
have been attributed to them. We will summarize some
of the modifications which have been made to the core
structure of the naphthoquinones in order to enhance
their potential as anticancer agents and increase their
selectivity for cancer cells or for one particular molecular
target.

Main text
Cell cycle: checkpoints as therapeutic targets

Many small compounds, and among them natural products, can act at different stages of the cell cycle in order to
stimulate cell replication, to arrest the cycle at one of its
stages or to lead the cell into a state of depression, known
as G0. In this state, the metabolic functions of the cell
become inactive, namely transcription and protein synthesis. Proteins that act as controllers, allowing the cell to
proceed or to halt its reproductive cycle have been properly identified and can therefore be used as therapeutic
targets [16].
A molecule that acts on cell cycle proteins, whether by
altering their levels or binding directly to them, can be a
potential drug which could have a determining effect on
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cell proliferation. This becomes of high importance in
diseases such as cancer, in which a failure in the control
of this cycle or in the process of apoptosis (see below)
leads to the installment of the sickness [17].
Four clearly distinguishable phases can be recognized in the cell cycle: G1, in which the cell prepares all
its machinery towards DNA replication, S, which is the
actual synthesis of new DNA identical to the one used
as template, G2, when the cell now prepares for division
and finally, M, known as mitosis, when the cell divides
itself into two identical daughter cells. These phases are
sequential and interdependent, i.e. they all need to take
place in an orderly fashion to allow for correct cell duplication [16]. As mentioned above, there is also a stage
known as G0 or latent state that is not a direct part of
the sequence in the cycle. The entrance or the exit of the
cell from this state is fundamental to the depression of its
active functions or to direct it to duplication.
The proteins responsible for the progression of the
cell through the different stages are mainly kinases and
phosphatases that act on each other producing their own
activation or deactivation. Among kinases, the cyclindependent kinases (Cdks) play a fundamental role on
the activation of other key proteins in the cycle through
phosphorylation. These are modulated by another set of
proteins known as cyclins [18]. This complexity allows
for the search of many therapeutic targets and markedly
increases the possibility of finding chemical compounds
that permit the manipulation of the cycle at different
stages. They can bind directly to a protein, leading to
activation or blockage of its function as well downregulating or upregulating its expression.
Checkpoints in the cycle are mechanisms to ensure the
cell that preceding phases required for successful cellular replication have been completed correctly. There are
three key events that need to begin and finish flawlessly
for the cell to divide, which are: DNA replication, DNA
repair and chromosome segregation [19]. These are the
stages at which many natural products can exert their
effect and the damage created by them can lead to cell
cycle arrest [16].
Accordingly, there are three main checkpoints at which
the cell cycle can be stopped. In the G1/S transition,
the cell needs to make sure that its machinery is ready
for the actual replication of DNA, particularly that the
template is not damaged. Eukaryotic cells cannot allow
division unless DNA replication and damage repair are
completed because these processes cannot occur after
chromosome condensation has already happened and
the cell is entering mitosis [19]. A key protein here is the
mammalian p53 transcription factor and tumor suppressor. This factor senses the extent of the damage in the
DNA and decides the fate of the cell, whether the damage
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is repairable and the cell can proceed to the next stage
or the cell should undergo its death through apoptotic
mechanisms [17]. In almost every tumor, p53 is inactivated due to direct mutations, mostly of missense type,
in p53 gene (tumor protein p53, TP53) and/or to disturbances in its regulatory pathways (e.g. overexpression of
negative regulators). Thus, the components of p53 system
represent potential targets for cancer therapy [20].
Another checkpoint is during the other gap transition,
G2, when the cell is preparing for division. Two enzymes
play key roles in the correct replication of DNA: topoisomerases (topo) I and II. They are responsible for the
regulation of the topology of DNA during replication,
hence, their names. Topo I is always active whereas the
topo II is mostly expressed during the G2 and M phases
[16]. Pharmacological interference with any of these
enzymes could lead to cell cycle arrest and the subsequent inhibition of cell division, representing another
promising chemotherapeutic strategy.
Finally, there is a checkpoint at the mitosis stage, linked
to the accurate spindle formation. This causes a delay of
the anaphase in the mitosis through a signal generated by
kinetochores when spindle fibers fail to attach during cell
division [21].
Apoptosis: signaling pathways and proteins involved

The term apoptosis for the process of programmed
death carried out by the cell, was first coined by Kerr
et al. [22]. It is a distinctive form of cell death, compared
to necrosis, mainly because it is controlled and energydependent and no inflammation is associated to it [23].
Some authors even propose that the term necrosis should
not be used to refer to cell death since it is linked to the
degenerative processes that take place after the cell has
already died. Additionally, apoptosis can occur on a single cell within an organism without affecting other neighboring cells. It is a process that normally takes place
during the development of cells, to eliminate those that
do not differentiate correctly, and also during aging [17].
The morphology of an apoptotic cell involves shrinkage, packing of organelles and pyknosis, a term used to
refer to chromatin condensation and segregation [22].
Also, there is the formation of apoptotic bodies which
contain cytoplasm from the dying cell and its packed
organelles. These bodies may contain nuclear fragments
in them or not, and they are subsequently phagocytized
by macrophages, parenchymal cells or neoplastic cells.
All these features prevent inflammation from taking
place since the bodies are quickly removed and do not
release their content into their surroundings [17].
The molecular processes that lead to apoptosis in
a cell involve many proteins, being the family of the
caspases the crucial ones. Caspases are proteases
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expressed in their proactive form in normal cells, cleaving substrates at aspartic acid residues. They can activate each other through their proteolytic activities
giving rise to a biochemical cascade of events [17].
The two major classes of caspases are the initiators,
caspase-2, -8, -9 and -10, and the executioners or effectors, caspase-3, -6 and -7 [24, 25]. In the latter group,
caspase-3 is the most important one since it can be
activated by any of the initiators, thus being an attractive target for anticancer therapy. There have been
three other caspases identified, from which caspase-12
is of special interest for anticancer therapy. It mediates
apoptotic pathways associated with endoplasmic reticulum stress that derives from oxidative stress [17], a
phenomenon that could be caused by naphthoquinones
when considered as anticancer agents (see next topic).
There are basically two signaling pathways in which
apoptosis could occur: the extrinsic and the intrinsic one. In the former, there are transmembrane death
receptors involved, such as the tumor necrosis factor
(TNF) which brings the death signal from the exterior
to the interior of the cell [26]. The intrinsic pathway
depends on signaling inside of the cell and the events
are mediated by the mitochondria. Signals could be of a
positive or negative nature. The positive ones could be
external or internal factors that could induce cell death,
namely exposure to radiation, toxins, hypoxia, generation of free radicals, viral infections, etc. The negative
signals are the absence of certain molecules that are in
charge of suppressing death programs, leading to the
initiation of the chain of events that ends in apoptosis [17]. There is also the perforin/granzyme pathway,
which is a form of cell death mediated by T-cells [27].
All three apoptotic pathways aforementioned meet at
the execution phase, where executioners caspases activate endonucleases and proteases leading to nuclear
fragmentation and cytoskeletal degradation [17].
Focusing on the intrinsic pathway for anticancer
therapy, the signals mentioned above cause changes
in the inner mitochondrial membrane that lead to the
loss of its transmembrane potential, loss of permeability and the release of pro-apoptotic substances that
are normally retained into the cytosol [28]. These are
cytochrome c, Smac/DIABLO and HtrA2/Omi [29, 30].
Cytochrome c activates procaspase-9, one of the initiator caspases, and the other two exert their pro-apoptotic action by inhibiting a group of proteins known as
inhibitor of apoptosis proteins (IAP) [31, 32]. Another
group of pro-apoptotic proteins that are released afterwards, once the cell is doomed to the path of irreversible death, are apoptosis-inducing factor (AIF),
endonuclease C and caspase-activated DNase (CAD),
mediating DNA fragmentation and condensation of
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chromatin. An excellent review of these events has
been reported by Elmore, 2007 [17].
An important pro-apoptotic protein is p53. As mentioned above, its main functions include holding the cell
cycle at the G1/S transition when it detects DNA damage, activating proteins that repair DNA and also leading
the cell to its death if the damage is too severe [33]. This
factor is mutated in 50% of human cancers, being the
most mutated gene in humans with this disease [17].
The Bcl-2 (B-cell lymphoma 2 protein) family of proteins is also regulated by p53. These proteins are responsible for the regulation of the mitochondria-mediated
apoptotic pathway and they can be either pro or antiapoptotic. In a nutshell, they decide the fate of the cell,
whether it goes on and dies or aborts the process. It is
believed that Bcl-2 may exert its anti-apoptotic actions
through antioxidant mechanisms [34].
Endoplasmic reticulum stress (ERS): pro‑survival
and pro‑death signaling pathways

The endoplasmic reticulum (ER) is a specialized organelle of eukaryotes that plays a major role in a myriad of
physiological functions, including lipid synthesis, Ca2+
storage and detoxification. Moreover, ER is also responsible for the synthesis, folding and post-translational
modifications of secreted and transmembrane proteins
[35]. ER homeostasis can be disturbed by several factors,
such as nutrient deprivation, excessive protein synthesis,
imbalance in C
 a2+ and ROS homeostasis, hypoxia and
oxidative stress [35, 36]. If not resolved, these events may
lead to ER stress (ERS), a condition characterized by the
accumulation of misfolded proteins in ER lumen. ERS is
associated to the physiopathology of many types of cancer [37] as well to metabolic [38], renal [39] and neurodegenerative disorders [40].
In order to overcome ERS, cells rely on a multipathway system called unfolded protein response (UPR)
whose main goal is to restore ER proteostasis (i.e. protein homeostasis). UPR is regulated by three ER-resident
transmembrane proteins (“stress sensors”): inositolrequiring enzyme 1 (IRE1α), activating transcription factor 6 (ATF6) and pancreatic ER kinase (PERK). The
balance between pro-survival and pro-death mechanisms
of UPR defines cells fate during ERS. Under mild ERS,

Fig. 2 Basic structural cores within the quinone family
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UPR promotes cells survival, adaptation and resistance to
death. In this scenario, ER homeostasis may be restored,
and cell is kept alive. However, during chronic, severe
and sustained ERS, UPR might be insufficient. In this situation, the pro-death mechanisms of UPR prevails over
pro-survival ones which ultimately provokes cell apoptosis [41].
UPR participates in different aspects of cancer physiopathology and treatment [41]. In the microenvironment
of tumors, ERS may be induced by extrinsic (e.g. hypoxia
and nutrient deprivation) and intrinsic (e.g. oncogene
activation and oxidative stress) factors [42]. In turn, cells
activate UPR which ultimately leads to not only to cells
survival, but contributes for the development of many
cellular features that enable tumor growth and metastasis dissemination (the so-called hallmarks of cancer),
including genomic instability, invasion, proliferation and
angiogenesis [37, 43]. Such mechanisms have also been
associated with resistance to chemotherapy and radiation. In this context, UPR modulation represent a useful
approach to develop new anticancer drugs. In fact, several natural and synthetic compounds induce apoptosis of cancer cells by either blocking UPR pathway (e.g.
inhibiting PERK activity, decreasing the expression of
ERS-related proteins) or inducing chronic ERS [41, 42].
Naphthoquinones: occurrence in nature and structural
characteristics

Quinones could be chemically classified into three different classes regarding the type of aromatic system that
supports the quinone ring (Fig. 2): benzoquinones (a benzene ring) (4a and 4b), naphthoquinones (a naphthalene
ring) (5a and 5b) and anthraquinones (an anthracene
ring, linear or angular) (6). Depending on the position
of the carbonyls within the ring system, one could have
different quinones. As an example, naphthoquinones
could have two different arrangements for their carbonyl
groups: 1,2-naphthoquinones (5a) with neighboring
functional groups or 1,4-naphthoquinones (5b) with a
space of two carbons between carbonyls. These isomers
have notably different pharmacological actions due to the
difference in their physicochemical properties [13].
Quinones are highly reactive compounds with an application as natural or synthetic dyes. Widely distributed
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Table 1 Families of higher plants from which
naphthoquinones have been isolated. Adapted from
López et al. [44]
Families of higher plants
Ancistrocladaceae

Gentianaceae

Avicenniaceae

Iridaceae

Balsaminceae

Juglandaceae

Bignoniaceaea

Lythraceae

Boraginaceae

Nepenthaceae

Dioncophyllaceae

Plumbaginaceae

Droseraceae

Proteaceaea

Ebenaceae

Scrophulariaceae

Euphorbiaceae

Verbenaceaea

a

Most common families

in nature, they can be found in several families of higher
plants (Table 1). Naphthoquinones are particularly ubiquitous in the families Bignoniaceae, Verbenaceae and Proteaceae, though their major occurrence is on the former,
specifically on the genus Tabebuia [13]. They are also
present as secondary metabolites of microorganisms.
Lawsone (7), plumbagin (8), lapachol (9), juglone (10)
and shikonin (11) are naturally-occurring naphthoquinones, isolated from plants, which show many biological
and pharmacological properties as well as being used as
models for further structural modifications, as we will see
later on this review [44]. Isolated from the root tissues
of Lithospermum erythrorhizon and known in Chinese
traditional medicine for many years for the treatment
of sore throat, burns, cuts and skin diseases, shikonin
(11) acts in a variety of molecular targets that are associated to the genesis of cancer, such as the upregulation
of p53 and increased expression of apoptosis regulator
BAX (Bax) [45, 46]. Besides, shikonin (11) shows similar

O

O

potency towards cells which are drug-resistant and those
which are drug-sensitive, as further discussed in the next
section. Furthermore, β-lapachone (12) also occurs naturally and is isolated from the bark of lapacho tree (Tabebuia avellanedae) [47] as well your positional isomer,
α-lapachone (13) (Fig. 3). A good review on naphthoquinones obtained from natural sources and their action was
published by Nematollahi et al. [48].
Mechanisms of action of naphthoquinones as anticancer
agents

Naphthoquinones are considered privileged structures in
medicinal chemistry, a term coined by Evans et al. [49] to
highlight substructures associated to diverse pharmacological activities while allowing easy chemical modifications. This makes them suitable scaffolds for the synthesis
of new compounds that reproduce the same known
actions or lead to new ones, also improving their absorption, distribution, metabolism, excretion and toxicity
(ADMET) properties and even their pharmacodynamics.
The focus of this review is on the anticancer properties of naphthoquinones. Many mechanisms have been
reported in the literature about how this class of compounds exert their action on cancer cells and others have
been proposed but not yet completely elucidated. Hence,
it is likely that they kill or induce cell death by more than
one mechanism, which will be described in the present
review.
Generation of ROS and oxidative stress (DNA damage)

In eukaryotic cells, ROS are generated as byproducts of
metabolism in mitochondria, as well in other cellular
organs that consume high levels of oxygen. Some of the
most reactive ROS have unpaired electrons (free radicals), such as O2− and ·OH. Although H2O2 is not a free

O

O
OH

OH

O

OH O

O

(7)

(8)

(9)

(7) Lawsone
OH O
(10)

(8) Plumbagin
(9) Lapachol
(10) Juglone

OH O

O

H OH

O
O

O

(11) Shikonin
(12) Beta-lapachone

OH O

O

(11)

(12)

Fig. 3 Examples of naturally-occurring naphthoquinones

O
(13)

(13) Alpha-lapachone
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radical, it has the ability to diffuse through cell membranes, thus affecting sites other than the one where
it was produced. Moreover, it can be converted to ·OH
by the so-called Fenton reaction. Low concentrations of
ROS are necessary for certain functions in the cell to take
place normally, for example the folding of new proteins in
the ER and the control of caspase activity during apoptosis [2, 50].
Under specific conditions ROS may have deleterious
effects on cells. The damage depends on their intracellular concentration and on the equilibrium with endogenous antioxidant species. If this equilibrium is lost,
oxidative stress takes place in the cell causing damage to
molecules such as proteins, lipids, DNA and RNA [50].
Regarding DNA damage, which is the one mostly associated with carcinogenesis, three types have been reported:
base modification, strand breakage and DNA–protein
cross-linkage. The base 2-deoxyguanosine is particularly
affected by the hydroxyl radical and is one of the major
damages that occurs in vivo causing mutations to DNA
[2]. The derivative 8-hydroxy-2′-deoxyguanosine is considered a biomarker of oxidative stress and carcinogenesis [51].
Naphthoquinones bear the ability to accept one or two
electrons to form semiquinones and hydroxyquinones,
both highly reactive species (Fig. 4). These species can
then be oxidized again by molecular oxygen generating ROS. Its direct implication in apoptosis has been
reported by Stangel et al. [52]. Also, naphthoquinones
can participate in biochemical reactions being reduced
to the semiquinone, a free radical, and subsequently to
the hydroxyquinone (Fig. 4). Under aerobic conditions,
one-electron reductions predominate, resulting in free
radical intermediates [53]. They are carried out mainly by

a

b

Fig. 4 Redox properties of naphthoquinones. a One-electron
reduction of the naphthoquinone core, first to the radical
semiquinone and then to the hydroquinone. b Reduction of the
naphthoquinone core in a biochemical context in the presence of
NADPH under aerobic conditions, with the resulting production
of the superoxide radical anion. It is important to consider that
semiquinones cannot be reoxidized to quinones without oxygen and,
therefore, can accumulate in the cell in anaerobic conditions [2]

Page 6 of 20

the detoxifying enzyme cytochrome P450 reductase and
other flavoprotein enzymes [44]. As an alternative pathway for the activation, two-electron reductions can take
place followed by its inactivation through subsequent
glucuronidation and/or sulfation or by conversion into
an alkylating intermediate. This pattern is believed to be
the preferred one in anaerobic conditions [53] and the
enzyme responsible for them is NQO1 (NADPH: quinone oxidoreductase 1), which is abundantly expressed in
cancer tissues [54].
Cancer cells are believed to have greater concentration of ROS compared to normal cells. They also have
higher metabolic demands and activity, thus requiring
more ATP. This leads to a major formation of superoxide
radical anions through the electron transport chain. It is
also believed that this higher, but non-lethal concentration of ROS, promotes tumor growth through cancer cell
survival even when damaging DNA, since some of these
damages could be advantageous for the cancer cell [55].
This imbalance could be used as a target for chemotherapy since the production of even higher amounts of radical species in the cell can make the situation even more
critical leading the cell to its death [2]. Here is where
naphthoquinones can have one of their actions as anticancer agents and this would also serve as an explanation
to their selectivity towards cancer cells rather than normal ones, since their oxidative stress should not be naturally imbalanced. For some naphthoquinones, such as
β-lapachone (12), selectivity may also be due to overexpression of NQO1 in cancer cells since these compounds
require this enzyme to become fully reactive [56].
A class of enzymes which have been reported to be
targeted by ROS are cysteine proteases. The thiol of
the catalytic Cys residue in them would undergo oxidation by ROS to the sulfenic acid leading to the inhibition
of their activity [57, 58]. Within this type of enzymes,
ubiquitin-specific proteases 1 and 2 (USP1 and USP2)
are linked with DNA damage repair. Particularly, USP2
has been associated with apoptosis resistance by cancer cells through stabilization of Fas and cyclin D1 [59].
It has been reported that both enzymes are susceptible
to ROS and are inhibited by the natural ortho-quinone
β-lapachone (12), suggesting that they are interesting targets for the development of compounds for cancer therapy. Also, a correlation was established between redox
potentials of several ortho-quinones and their inhibition
effect on the enzyme. Interestingly, when they tested the
best candidates of the series on DU145 prostate cancer
cells, which overexpresses USP2, the compounds did
not exhibit potent activity [58]. The same group which
reported these results, later on published a second article focusing on para-quinones suggesting that they also
inhibit USP2 through redox cycling [59]. This finding
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was unexpected since para-quinones are not regarded as
redox cyclers and are believed to exert their action precisely through different mechanisms of actions that do
not depend so much on ROS formation [60].
A recent work [61] investigated the molecular mechanism and intracellular targets of plumbagin (8) related to
its cytotoxic effect in HepG2 hepatocellular carcinoma
cells. Target identification was carried out by similarity
ensemble approach (SEA), interestingly obtaining the
result that most of candidate target proteins are involved
in redox signaling. Among these proteins, some of the
most significant were mitogen-activated protein kinases
(MAPK), thioredoxin reductase and glutathione reductase. On the last two, plumbagin (8) acted by preventing reaction with their intracellular targets and by direct
inhibition of the protein, respectively. Ong et al. [62],
studied the cytotoxicity of 2-methoxy-1,4-naphthoquinone (MNQ) (14) (Fig. 5) a naturally-occurring naphthoquinone extracted from Impatiens balsamina, in A549
lung adenocarcinoma cells, reporting for the first time its
action on the JNK (c-jun-NH2-kinase) and MAPK signaling pathways, triggered through the generation of ROS.
i. NQO1: its role in cancer and as quinone detoxifier NQO1 is a two-electron reductase mainly located
in the cytosol, which can use either nicotinamide adenine
dinucleotide reduced (NADH) or nicotinamide adenine
dinucleotide phosphate reduced (NADPH) as electron
donors. This enzyme has an important role in the protection of the cell against natural and exogenous quinones.
It is a homodimer made up of monomers of 247 residues
with two flavine adenine dinucleotide (FAD) cofactors at
each active site of each monomer [63], and it is reported
to be inhibited by dicoumarol (15) [64]. When reducing quinones to hydroquinones in a single step, it yields
substrates for Phase II conjugation and subsequent elimination and it also bypasses the toxic radical intermediates that occur in the one-electron reduction [65]. Both,
ortho- and para-quinones are believed to be substrates of
this enzyme [66]. For instance, β-lapachone (12) is one of
its substrates, being eliminated metabolically by NQO1
through quinone reduction and subsequent glucuronidation [67]. The hydroquinones produced by NQO1 reduction are not always stable, being able to react with molec-

Fig. 5 Structure of 2-methoxy-1,4-naphthoquinone (MNQ)
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ular oxygen to form semiquinones, producing ROS which
can generate oxidative stress, or forming the semiquinones through comproportionation reactions [68]. The
hydroquinone formed through this mechanism can act as
an alkylating agent for nucleophilic sites, including DNA,
which can lead to irreparable damage. NQO1-directed
anticancer agents are designed to target this issue. It is
important to highlight that the stability of the final hydroquinone produced will determine the role of NQO1 as
a detoxifier or bioactivating enzyme [65]. Also, on this
note, it has been reported that some quinones can redirect NQO1 to a ‘futile redox cycle’ in which the unstable
final hydroquinone re-oxidizes in a spontaneous manner
into parental compounds. This results in very high levels
of superoxide anion which can then be metabolized by the
enzyme superoxide dismutase into hydrogen peroxide,
causing oxidative stress and damage [69].
NQO1 is expressed in many tissues, particularly in
those which require a high level of antioxidant protection. Nevertheless, it has been widely reported that
NQO1 is overexpressed in cancer tissues, which would
serve as a justification for the selectivity of agents targeting this enzyme [70, 71]. NQO1 could serve as a
target for cancer therapy through two different mechanisms: its inhibition can lead to cell growth suppression
since the normal function of this enzyme in the cell is to
protect them from mutagenic, carcinogenic and cytotoxic effects derived from quinones. On the other hand,
NQO1 can also be used as a tool for activating quinonelike compounds through reduction. A recent study carried out by Pidugu et al. [63], reported for the first time
the direct interaction of a dimeric naphthoquinone, E6a
(16), with NQO1 through the determination of the crystal structure of the complex with this compound bound
to the enzyme, also providing evidence that this interaction directly affects the redox state of the FAD cofactors
(Fig. 6) [63].
Photodynamic therapy is one of the approaches for
cancer treatment which has been clinically approved
and is gaining relevance in the last years. It involves
the administration of a compound which acts as photosensitizer (e.g. 5-aminolevulinic acid, and its methylated derivative) followed by illumination with light of
a specific wavelength, locally. Selectivity derives from
the ability of the sensitizer to accumulate in the tumor
and the precise delivery of light specifically where it
is needed and one of its main advantages is that it is
minimally invasive. It has been reported that expression of NQO1 in human breast cancer MCF-7c3 cells
is induced after photodynamic therapy and that, consequently, the sensitivity of cancer cells to treatment
with β-lapachone (12) increases [72]. These findings
suggest that the combination of this type of therapy
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with β-lapachone (12), or any other substrate of NQO1,
would be synergistic and a good field of study for the
development of new therapies.
ii. Food for thought It has been established that one of
the main mechanisms of actions for naphthoquinones is
the generation of ROS. What could be, then, the explanation for not finding direct correlations between redox
potentials calculated in vitro and the biological effect?
In our particular experience, those redox potentials
were positive, which implies a spontaneous reduction of
the compounds, meaning that they would be producing
ROS even in the absence of reductases, but probably this
amount of ROS is not enough for killing the cell. However,
it is important to consider that redox potentials calculated
from cyclic voltammetry cannot be considered as exact
indications of standard potentials and cannot be directly
linked to the potential which would be observed for the
same molecules under physiological conditions [75].
One must bear in mind that the environment in which
the redox reaction takes place will influence its outcome
dramatically and when it comes to the cell, characteristics
such as lipophilicity, oxygen partial pressure, etc. might
vary a lot compared to aqueous solutions [53]. Nevertheless, there are some groups of scientists which have been
able to prove correlations between reduction/oxidation
(redox) potentials of some naphthoquinones and the biological effect observed [76, 77], but in our experience this
is not always the case.
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Maybe ROS generation by naphthoquinones depends
on the presence of the enzymes which reduce them to
generate the actual amount of ROS which is lethal for
the cell. Would this be the case, overexpression of these
enzymes would be crucial for naphthoquinones to exert
their action, which would also serve as an explanation
towards their selectivity, since enzymes such as NQO1
are reportedly overexpressed in cancer tumors. On the
same note, it is also probable that not all naphthoquinones work mainly through this mechanism, but they
might prefer others depending specifically on the characteristics of their chemical structure. This backs up the
idea that not all naphthoquinones are substrates for the
same enzymes.
ERS and induction of apoptosis

There is an interplay between the level of Ca2+ in the cell,
ERS mediated by ROS generation and mitochondrial
function that can lead to apoptosis. Gara et al. [45], have
recently proven the role of shikonin (11) in inducing cell
death through ERS in prostate cancer cell lines (DU-145,
PC-3), having a direct effect on the production of ROS
and an increase in the amount of Ca2+ in the cell.
It has also been reported that shikonin (11) directly
inhibits tumor proteasome in studies performed
in vitro (murine hepatoma H22 and leukemia P388;
human prostate cancer PC-3 cells) and in vivo (murine
H22 allografts and PC-3 xenografts) [78]. Proteasomes are protein complexes present in all eukaryotic
cells whose main function is to degrade damaged or

Fig. 6 Visualization of naphthoquinone E6a (16) and its interaction with NAD(P)H dehydrogenase (pdb code: 5EAI). a The naphthoquinone is
represented in green, FAD and the protein in cartoon and side chains of residues with a distance less than 5Å are highlighted. b Protein chains
highlighted in blue and gray and the surface of the naphthoquinone in colors per heteroatom. c Representation of the protein’s surface and the
binding site of the naphthoquinone together with FAD. The cyan surface represents the residues which belong to the binding site with the distance
criterion to the naphthoquinone (surfaces were calculated according to Sanner et al. [73]). Molecular modeling graphs were produced with the
package UCSF Chimera [74]
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unfolded proteins by proteolysis. The action of shikonin
(11) on the tumor proteasome could lead then to ERS
generated by an excess of unfolded/misfolded proteins
in the cell because of lack of their clearance [45].
An important recent study [79] has shown that while
shikonin (11) triggers the ERS response in human glioblastoma stem cells as a way of exerting its cytotoxic
effect, this can also generate the activation of prosurvival pathways that may compromise its anticancer
activity. They reported that while ERS is involved in
the antitumor activity of shikonin (11) it also compromises its cytotoxicity via upregulation of the JNK/c-Jun
pathway and that inhibition of ERS in cancer cells could
potentiate cytotoxic effects.
Recent studies demonstrated the role of NQO1 in
the cytotoxicity of a dual therapy with β-lapachone
(12) and ionizing radiation in N QO1+-MDA-MB-231
human breast cancer cells, and the induction of mitochondria-mediated cell death through ERS induced
JNK pathway activation [80]. On this note, uridine
diphosphate-glucuronosyltransferases (UGTs), are
important phase II metabolic enzymes which help in
the elimination of the products of the two-electron
reduction of NQO1 substrates, acting as detoxifiers. In
their absence, the compound could return to its original form by oxidation, producing ROS in the way. Studies with human colon cancer cells (HT29 and HCT116)
exposed to β-lapachone (12) have proven that UGTs
glucuronidate the toxic catechol that is the product
of its reduction by NQO1. Hence, the action of UGTs
could be the reason why many drugs targeting NQO1
have shown chemoresistance [67].
Another very recent study has reported that 2-methoxy-6-acetyl-7-methyljuglone (MAM) (17) (Fig. 7), a
natural derivative of juglone (10), isolated from P. cuspidatum, induced apoptosis in a caspase-dependent
manner on some human cancer cell lines like MCF7
(breast) and B16-F10 (melanoma) and necrosis in A549
(lung) cells. These effects were mediated by the production of hydrogen peroxide inducing the JNK/iNOS/
NO (c-jun-NH2-kinase/inducible nitric oxide synthase/
nitric oxide) pathway [81].

OH

O

Activation of p53 factor seems to be a potential target in
anticancer therapy and an important aspect in the pharmacology of naphthoquinones, since the modulation of
the factor itself or the molecules that it targets, can help
in the modulation of the apoptotic intrinsic pathway.
There is another tumor suppressor factor, p73, that can
act on the targets of p53, particularly on PUMA, p21 and
p16INKA4 [82]. This factor is usually kept at low levels
in basal conditions and its concentration is augmented
when the cell is stressed [83]. In addition to this, inverted
CCAAT box binding protein of 90 kDa (ICBP90) is a
nuclear protein which promotes the activity of topo IIα
by binding to part of a known sequence of its gene promoter [84]. This protein is regulated by both tumor suppressor factors already mentioned, p53 and p73, and it is
believed to be overexpressed in various types of cancer
[82].
A recent study proved that shikonin (11) produces the
up-regulation of the p73 factor in human cervical (HeLa)
and breast (MCF-7) cancer cells, thus down-regulating
the anti-apoptotic ICBP90 and re-expressing p16INK4A,
one of the targets of p53 and also a pro-apoptotic factor [82]. Also, it has been reported that shikonin (11)
can activate p53 in response to DNA damage, reducing
the expression of cdk4, leading to apoptosis in human
malignant melanoma A375-S2 cells and also through the
upregulation of Bax and downregulation of Bcl-2 [85].
Plumbagin (8), isolated from the roots of Plumbago
scandens L., has been reported to upregulate the expression of p53 in a panel of human brain cancer cell lines,
inducing cell cycle arrest at the G2/M stage, and altering
the Bax/Bcl-2 ratio [86]. Also, it increases the expression
of apoptosis markers caspase-3 and -7 in human HepG2
hepatocellular carcinoma cells [61].
Inhibition of the DNA topoisomerases

As mentioned before, naphthoquinones have been identified to inhibit both types of topoisomerases present
in the eukaryotic cells: I and II, being the latter mostly
associated with their cytotoxic activity and the target for
many anticancer agents. Both enzymes break DNA at the
phosphodiester bond using a catalytic tyrosine residue
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Fig. 7 Chemical structures of dicoumarol, dimeric naphtoquinone E6a and MAM (2-methoxy-6-acetyl-7-methyljuglone)
(15)
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and are critical for the correct functioning of the cell. Any
alteration in their balance is enough to induce apoptosis
[13].
The catalytic function of topo II is essential for the
maintenance of the topology of the DNA molecule during replication, transcription and recombination. The
enzyme has the ability of introducing a transient doublestranded break on the DNA molecule by binding noncovalently to it and is attached in a covalent manner to
the 5′-phosphate of the DNA molecule. After ATP is
bound, a second strand of DNA passes through the break
and the enzyme reseals it. These events are known as
pre-strand and post-strand passage cleavage, respectively
[87].
There are two classes of inhibitors according to their
mechanism. ‘Poisons’ are those which stabilize the covalent intermediates of the enzyme, usually a ternary complex involving DNA, the enzyme and the compound [88].
Those which work at any other stage of the catalytic cycle
are simply called “catalytic inhibitors”. Doxorubicin (2),
a well-known anthracycline used clinically for the treatment of cancer, is classified as a “poison” [89] and so
are the majority of the compounds which inhibit these
enzymes. Another example of a “poison” is mitoxantrone
(3) which is depicted in Fig. 8 bound to topo II-β in the
presence of DNA.
Eleutherin (18), a naturally-occurring compound isolated from the bulb of Eleutherine americana, has been
identified as a reversible catalytic inhibitor of topo II by
Krishnan and Barstow [87]. They also proved the in vitro
inhibition of topo II by α and β-lapachone (13, 12) and
classified them as irreversible catalytic inhibitors. The
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mechanisms proposed are described in detail in both
excellent publications on the topic by the same group in
the years 2000 and 2001 [87, 90].
Type I topoisomerase has received less attention
regarding the action of naphthoquinones and their inhibition of the enzyme. The enzyme received its name
because it introduces single-strand breaks into the
DNA molecule [88]. It has been reported that shikonin
(11) is an inhibitor of the enzyme at low concentrations
(IC50 = 2 µM) in studies carried out by Zhang and collaborators, 2013 [91]. β-lapachone (12) was first reported
as a topo I inhibitor but studies on yeasts lacking expression of the enzyme showed that the compound could
still suppress their growth [87]. Some naphthoquinone
derivatives have been synthesized and their inhibition
of the enzyme has been proven [11, 12], but most of the
work that has been dedicated to it is in relation to camptothecin derivatives, a quinolone alkaloid, which finally
resulted in two well-known anticancer drugs: topotecan
(19) and irinotecan (20).
Apart from the inhibitors described so far, there is
another class of compounds which act as dual inhibitors.
They could be classified in three types: (i) drugs which
bind directly to DNA, usually by intercalation; (ii) hybrid
molecules rationally designed by linking inhibitors of
both enzymes, type I and II, or by linking pure inhibitors
to DNA-interactive carriers, and (iii) compounds which
recognize structural motifs present in both enzymes [92].
Saintopin (21), a fungal secondary metabolite, was the
first compound reported as a dual inhibitor of the type (i)
described above, binding weakly through intercalation to

Fig. 8 Representations of the complex human β topoisomerase II, mitoxantrone and DNA (pdb code: 4G0V). a Representation of the view on the
side of mitoxantrone which is colored by atomic type. Side chains of the residues highlighted and named with the criterion of distances less than
5Å; DNA in cartoon. b Representation of the top view of mitoxantrone (carbons in green) complexed with DNA and the side chains of the residues
(surfaces were calculated according to Sanner et al. [73]). Molecular modeling graphs were produced with the package UCSF Chimera [74]
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Table 2 Table of quinone-like topoisomerase inhibitors
Topoisomerase II
Poisons

Doxorubicin, MIX

Reversible catalytic inhibitor

Eleutherin

Irreversible catalytic inhibitors

α and β-lapachone

Topoisomerase I
Shikonin, camptothecin derivatives
Dual
Saintopin
MIX mitoxantrone

substrates of both types of enzymes and inhibiting their
catalytic activity [93].
Some of the problems related to the classic inhibitors
are resistance developed by the cells, which causes clinical failure in long-term therapies [94], and the fact that
some topo II inhibitors have caused secondary malignancies since they can trigger chromosomal translocations
which may lead to a specific type of leukemia [95].
A summary of the types of inhibitors and the most
notable molecules which have been developed/discovered is on Table 2 and Fig. 9.
Other targets and mechanisms of action reported:
recent advances in the anticancer pharmacology
of naphthoquinones

Recently, novel targets for naphthoquinones as anticancer agents have been reported in the pursue of a better understanding of their action on cancer cells and
the apoptotic pathways they may trigger. Inflammation
has now been widely recognized as an important factor
in tumor initiation and progression, leading to oncogenic transformation. Genetic and epigenetic changes
in cancerous cells also generate the inflammatory

O

microenvironment the tumor needs in order to survive
and progress [96]. It is suggested that the signal transducer and activator of transcription (STAT) family proteins, particularly STAT3, selectively induce and maintain
the inflammatory microenvironment, at the initiation as
well as during progression of the tumor [97]. It is linked
to inflammation-associated tumorigenesis initiated by
genetic alterations in cancerous cells as well as by many
other external factors such as chemicals, UV radiation,
stress, cigarette smoking and infection [96]. This type of
signaler undergoes phosphorylation at a specific tyrosine
residue (Tyr705 for STAT3) followed by homo/heterodimerization, translocation to the nucleus and activation
of the expression of specific genes. STAT3 works as a
homodimer or a STAT1-STAT3 heterodimer [98]. Three
domains within the protein have been identified as suitable for targeting compounds: amino-terminal, DNA
binding and SH2, which is involved in receptor-binding and dimerization [99]. Kortylewski et al. reported
that STAT3 could be used as a target for cancer therapy
and that its removal, even under chronic inflammatory
conditions, inhibits carcinogenesis and the growth of
established tumors. Also, mice reconstituted with Stat3deficient immune cells can generate a potent anti-tumor
immune response. This group were also the first to report
that STAT3 is persistently activated in immune cells
associated to a tumor, which leads to the suppression of
innate and adaptive immune responses [100].
Bhasin and collaborators, 2013 [99], worked on the
synthesis of anthraquinone and naphthoquinone derivatives using as a model STA-21 (22), which was the first
reported inhibitor of the SH2 domain of STAT3 [101],
and maintaining its quinone moiety. They tested their
antiproliferative activity in human cancer cells lines
of prostate (DU-145) and colon (HT-29) obtaining
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positive results, which suggests that STAT3 could be
one of the many targets of this class of compounds and
a new line to exploit.
Joo et al. [102], focused on the action of plumbagin (8) on the STAT3 signaling pathway in a gastric
cancer cell line (MNK-28) and suggested that it negatively modulates its activity via dephosphorylation
rather than protein degradation. They also suggested
that plumbagin (8) inhibits cell proliferation in a timeand dose-dependent manner, as well as migration and
invasion and induces apoptosis in MKN-28 cells.
Mutation and activation of the epidermal growth factor receptor (EGFR) has been detected in many solid
tumors. Also, nuclear factor kappa B (NF-κB) has a crucial role in the induction of the expression of inflammatory mediators as well as being the main transcription
factor in many immune responses [103]. Unsurprisingly, signaling by STAT3 and NF-κB are highly interrelated [96]. Tian et al. [104], demonstrated the role
of shikonin (11) on the inhibition of the EGFR-NF-κB
signaling pathway on epidermoid carcinoma cells,
A431. It decreased the phosphorylation of EGFR and
STAT3 in a concentration-dependent manner (2.5 µM,
5 µM and 10 µM were tested). Moreover, Zhao et al.
[105], proposed the use of shikonin (11) in combination with erlotinib (23), a well-known anticancer drug,
which competes for the ATP-binding site of the tyrosine kinase (TK) domain in EGFR.
On a different note, Khaw et al. [86], focused their
studies on plumbagin (8) and its telomerase activity in
human glioblastoma multiforme cells [A172, KNS60,
U251MG(KO)] and medulloblastoma cells (ONS76). Telomerase is a reverse transcriptase specialized in synthesizing telomeric DNA, thus, contributing to maintaining
functional telomeres [106]. It has differential expression
in normal and cancer cells, which makes it an attractive
new target for chemotherapy. Validation of mechanisms
already reported for plumbagin (8), such as cell cycle
arrest at the G2/M phase and report of repression of telomerase activity and shortening of telomeres after incubation with the compound for 15 days, was carried out by
this group.
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Lim et al. [107], embarked on the search of mucosaassociated lymphoid tissue lymphoma translocation
protein (MALT1) inhibitors in order to find new drugs
for the treatment of diffuse large B-cell lymphoma, one
of the most aggressive types of cancer with unmet clinical needs. They found that 1,2-amino-naphthoquinones
were good inhibitors but lacked the ability to inhibit
the proliferation of OCI-LY3 cells (human B-cell lymphoma) in vitro. When testing β-lapachone (12), in the
search for new scaffolds, they interestingly found that it
is a rather potent inhibitor of MALT1 (IC50 = 1.9 µM)
and, as mentioned before, is an important inhibitor of
cell growth. They also suggested the formation of a covalent bond between the enzyme and the compound. When
assessing derivatives of β-lapachone (12) synthesized by
the group, the addition of an electron-withdrawing substituent at the C8 position led to an increase in activity.
The initial hit for this discovery was obtained through
high throughput screening and subsequently modified
through structure-based drug design strategies. Compound 4d (24) (Fig. 10) exhibited good antiproliferative
activity, comparable to that of its precursor, and inhibited the paracaspase activity of MALT1, showing that
the 1,2-naphthoquinone moiety could be a good starting
point for the development of new MALT1 inhibitors in
the future.
Examples of recently synthesized naphthoquinones
with enhanced anticancer properties

As noted in this review, naphthoquinones as anticancer
agents exhibit many mechanisms of action (Fig. 11) and it
appears that there are more to be elucidated and/or clarified. Many groups of scientists around the world have
embarked on the search for new analogous compounds
which could enhance the action of the naturally-occurring naphthoquinones and provide new information
into the actual mechanisms, or combinations of them, in
which they exert their antitumoral action. Here, we chose
some of the most notable and creative efforts found in
the literature, which provide an advantage in potency or
selectivity (sometimes in both), or work as ligands of specific targets described in previous sections. These molecules, summarized in Fig. 12, could be used as starting
O
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Fig. 10 Chemical structures of STA-21, erlotinib and 4d, a compound which acts as MALT1 inhibitor. A summary of all the mechanisms of action
gathered in this review for naphthoquinones as anticancer agents can be seen in Fig. 11
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Fig. 11 Summary of the mechanisms of action for naphthoquinones as anticancer agents gathered in this review

points for modifications which could turn them into better candidates and help in the further understanding of
this pharmacological class.
Compounds 25a and 25b were synthesized by Cardoso et al. in 2014 [108] as part of a series of 1,2-furanonaphthoquinones linked to 1,2,3-1H-triazoles with
the objective of investigating their antileukemic activity
in lymphoid (MOLT-4 and CEM) and myeloid (K562 and
KG1) leukemia cell lines The former has good potential
for further studies since it turned out to be a potent and
selective hit towards cancer cell lines also showing preference against leukemia lymphoid cell lines. Compound
25b is also a promising hit with high potency as a cytotoxic agent (IC50 for leukemia cell lines range between
0.05 and 11.07 µM).
To develop new compounds based on the structures of
juglone (10) and plumbagin (8), Fiorito and collaborators synthesized a series of derivatives from which compounds 26a and 26b resulted as the best candidates. 26a
is an ether derivative of juglone (10) which showed more
cytotoxicity than its parent compound in 3 out of 6 cell
lines tested (A549, SKMEL-28 melanoma and U373 glioblastoma). On the other hand, 26b is also an ether derivative but of plumbagin (8), showing better potency than
its precursor in all cell lines tested. To be noted, all the
plumbagin (8) derivatives were more active than the ones
related to juglone (10) suggesting that the presence of the

methyl group on the position 2 of the naphthoquinones
moiety is vital for cytotoxic activity [109].
A series of novel 2-N-aminonaphthoquinones were
synthesized by de Moraes and collaborators, from which
compound 27 was identified as the most relevant due
to its yield in the synthesis (60%) and its high potency
against a panel of different cancer cell lines (exhibiting 100% growth inhibition in MDAMB-435 breast carcinoma cells). It also showed good selectivity towards
cancer cells when tested in normal peripheral blood
mononuclear cells (PBMC), greater than some of the
natural naphthoquinones used as precursors, such as
juglone [110] (10).
Wang and collaborators synthesized a series of lipophilic lawsone (7) and juglone (10) derivatives, being
compound 28 the most potent cytotoxic agent of the
series showing the highest effect on the human colorectal
adenocarcinoma cell line HT-29 with an IC50 of 2.0 µM
in 48 h. They also reported that 28 arrested the cell cycle
of these cells at the S phase and that it induced apoptosis
[111].
Another novel series of aminonaphthoquinones was
synthesized by Benites and collaborators in 2010, from
which compound 29 was the best hit from cytotoxicity
studies with human cancer cell lines of breast (MCF-7),
prostate (DU145) and urinary bladder (T24), making it a
promising candidate for further investigation [112]. Years
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Fig. 12 Novel structures found in the literature aimed to enhance the natural properties of naphthoquinones. Green—potency enhanced. Red—
selectivity enhanced. Blue—enzyme inhibitors

later, in 2016, the same group reported that juglone (10)
and 29 can be used in combination with ascorbate to
potentiate their oxidative stress action in vivo in Ehrlich
ascites tumor-bearing mice, showed inhibition of tumor
progression [113].
In the search for new anti-HIV agents, Carter-Cooperet al. synthesized a novel series of amino dimeric naphthoquinones with reportedly good anti-integrase and
cytotoxic activity against a panel of leukemia cancer cell
lines [114]. Trying to increase their antitumoral properties, they made some modifications to the original structures that led to a series of bis-aziridinyl compounds. The
derivative 30 showed the best results against acute myeloid leukemia (AML) cell lines (MOLM-14, MV4-11 and
THP-1) with IC50 values ranging from 0.18 to 1.05 μM.
This compound also had moderate selectivity towards
normal cells from hematopoietic bone marrow, with
selectivity index (SI) ranging from 1.5 to 2.
The high potency of para-quinone 31 caught the
attention of Gopinath and collaborators when testing

naphthoquinones for their action as inhibitors of USP2
through ROS production. Until this finding, ortho-quinones were regarded as good inhibitors of this cancerrelated enzyme as opposed to para-quinones, precisely
for their inability to behave as redox cyclers. This opens a
door in this particular field of study for the development
of new para-quinones which can target USP2 [59].
While looking for new trypanocidal agents derived
from quinone moieties, Bahia and collaborators synthesized a series of 1,2,3-triazoles and evaluated their
cytotoxic activities in a panel of cancer cell lines from different human tissues as well on normal cells (peripheral
blood mononuclear cells). Compound 32 was one of the
most potent in various cancer cell lines with IC50 values
ranging from 0.41 to 1.59 μM. It also showed good selectivity with an SI of 0.8–3.0 in comparison to that presented by a well-known and widely-used anticancer drug,
doxorubicin (2), which was 0.8 [115].
Finally, deoxynyboquinone (33) was originally synthesized while studying the antibiotic nybomycin [116]
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Fig. 13 Synthesis of menadione-1,2,3-triazole hybrids

and it has been reported to have a tenfold superior
efficacy compared to that of β-lapachone (12) in killing
different cancer cell lines in a NQO1-dependent manner [117]. Kolossov and collaborators further studied
this compound to conclude that it is a more specific
substrate of NQO1 and offered proof that it does not
elicit off-target responses at effective concentrations,
unlike β-lapachone (12) [77].
Another simple naphthoquinone that exhibits anticancer activity and is also widely used as starting
material for the preparation of derivatives with cytotoxic potential is menadione (34). In 2018, Prasad and
co-authors [118] synthesized a series of novel menadione-based triazole hybrids (Fig. 13) and evaluated
their anticancer activity against five selected cancer
cell lines including lung (A549), prostate (DU-145),
cervical (Hela), breast (MCF-7), and mouse melanoma (B-16). They found that the majority of hybrid
compounds displayed significant anticancer activity
with special attention for compounds (35a) and (35b),
which exhibited potent activity against all cell lines.
Oliveira and collaborators [119], also used menadione to prepare a mitochondrial-directed agent,
MitoK3 (36), which was developed by conjugating a
TPP (triphenylphosphonium) cation to the C3 position of menadione’s naphthoquinone ring, increasing
its selective accumulation in mitochondria as well as
leading to alterations of its redox properties and consequent biological outcome (Fig. 14). MitoK3 showed
cytotoxic activity towards human cancer cell lines
of liver (HepG2), breast (MCF-7) and lung (A549).

Fig. 14 Chemical structure of MitoK3

Moreover, it also enhanced the cytotoxic properties of
doxorubicin (2) in A549 cells.
Are naphthoquinones as PAINful as they seem?

Not all the attention which naphthoquinones have drawn
to themselves has been on the bright side. Since the
publishing of a highly cited article written by Baell and
Holloway 7 years ago [120], which created many followers worldwide, naphthoquinones have been disregarded
and looked upon by a great portion of the scientific
community.
In the referred article, the authors coined the term panassay interference compounds (PAINs) to refer to compounds which would form aggregates, react with proteins
or interfere in screening assays, leading to false positives
[120]. In an attempt to prevent scientists from pursuing
studies with them, they created a set of computational
filters (alerts) which have been widely accepted by academia and the pharmaceutical industry, that allows for
the recognition of certain substructures within molecules
that are regarded as PAINs. A set of 480 PAINs alerts
were created aiming at identifying and discarding these
substructural features frequently found in them and
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suggesting that they could be used to flag false screening
hits and annotate suspect compounds in screening libraries [120]. Particularly, in an article published in 2016,
the main author maintained the idea, extending their
application to natural products and referred to quinones
as compounds which tend to be redox active as well as
reactive to nucleophiles such as the amino acids cysteine
and lysine, present in the side chains of proteins. They
regarded their screening hits as PAINs and nonprogressable [121].
Although what was proposed by Baell and Holloway
is to some extent, true, in the sense that when working
with compounds, which have some of these characteristics, scientists should be careful enough not to report
false/biased results in order to avoid irreproducibility in
research, ruling them out of any kind of structural optimization campaign or from the pharmaceutical pipeline
could lead to the loss of valuable chemical material. Still,
the question remains of which molecules should be considered as PAINs [122].
In an effort to ameliorate the blind application of these
filters, some authors have published data that question
their usefulness. One finding which is crucial is the fact
that many PAINs substructures can also be found in
drugs available in the market [123, 124], meaning that if
the filters are used without rational thinking, potentially
good drug candidates can be disregarded. Phenotypic
assays, which are regaining the value they used to have in
the past for screening libraries of compounds since they
take the biological setting as a whole, would be incredibly
affected by the use of PAINs filters, preventing optimization of the structure, and again, leading to the loss of possible candidates [123].
Also, Capuzzi et al., have recently published a study in
which they hypothesized that PAINs filters have limited
extrapolative power. They based on the limitations of the
original study, in which a relatively small library of compounds of a proprietary nature was used, meaning that
complete chemical structures were not shown, and they
were tested for just one type of activity (protein–protein
interaction inhibition) in only six HTS campaigns, using
a single detection technology, AlphaScreen [122]. They
could prove that many compounds which contain PAINs
alerts do not exhibit assay promiscuity and they urge the
scientific community not to use these filters without conducting orthogonal experimental assays. They concluded,
through the use of public data, that many compounds
without PAINs alerts are actually more promiscuous than
the ones identified by the filters [122]. These findings are
supported by another recent study indicating that the
molecular environment and structural context in which
the putative PAIN substructure is can play a fundamental
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role whether its parent compound can act as an artifact
or not [125].
Finally, something that cannot be overlooked is the
potential application of this kind of compounds which
elicit various pharmacological actions, in the advancing
field of polypharmacology. Accordingly to this concept,
compounds which have the ability to interact with multiple targets are actually desired, and this kind of versatility should be clearly distinguished from promiscuity that
derives from non-selective activity [126].

Conclusions
Naphthoquinones act as anticancer agents through a
variety of mechanisms involved in all types of cancer.
Some of the most important explored so far and which
have been extendedly reported in the literature are: damage of DNA through generation of ROS, inhibition of
topoisomerase II, regulation of the tumor suppressor
factor p53 and induction of apoptosis via ERS. In this
review, we summarized the most well-known mechanisms as well as those which have been recently described
in the literature, providing new interesting targets to be
researched in this pharmacological family. There is still a
lot to be elucidated about the ways in which these compounds exert their action as anticancer agents and how
to enhance their activity in order to exploit their potential to the maximum. Being privileged structures in pharmacology and chemistry, naphthoquinones will keep on
fascinating scientists around the globe and will be further
studied and researched in the many fields they have the
potential to thrive.
Abbreviations
ADMET: absorption, distribution, metabolism, excretion and toxicity; AIF:
apoptosis-inducing factor; AML: acute myeloid leukemia; ATF6: activating
transcription factor 6; Bax: apoptosis regulator BAX; Bcl-2: B cell lymphoma 2
protein; CAD: caspase-activated DNase; Cdks: cyclin-dependent kinases; EGFR:
epidermal growth factor receptor; ER: endoplasmic reticulum; ERS: endoplas‑
mic reticulum stress; FAD: flavine adenine dinucleotide; IAP: inhibitor of apop‑
tosis proteins; IC50: 50% cytotoxic concentration; ICBP90: inverted CCAAT box
binding protein of 90 kDa; iNOS: inducible nitric oxide synthase; IRE1α: ino‑
sitol-requiring enzyme 1; JNK: c-jun-NH2-kinase; MALT1: mucosa-associated
lymphoid tissue lymphoma translocation protein; MAM: 2-methoxy-6-acetyl7-methyljuglone; MAPK: mitogen-activated protein kinase; MIX: mitoxantrone;
MNQ: 2-methoxy-1,4-naphthoquinone; NADH: nicotinamide adenine
dinucleotide reduced; NADPH: nicotinamide adenine dinucleotide phosphate
reduced; NCDs: non-communicable diseases; NF-κB: nuclear factor kappa B;
NO: nitric oxide; NQO1: NADPH-quinone oxidoreductase 1; PAINs: pan-assay
interference compounds; PBMC: peripheral blood mononuclear cells; PERK:
pancreatic endoplasmic reticulum kinase; PUMA: Bcl-2-binding component 3;
ROS: reactive oxygen species; SEA: similarity ensemble approach; SI: selectivity
index; STAT: signal transducer and activator of transcription; TK: tyrosine kinase;
TNF: tumor necrosis factor; TP53: tumor protein p53; TPP: triphenylphospho‑
nium; UGT: uridine diphosphate-glucuronosyltransferase; UPR: unfolded
protein response; USP: ubiquitin-specific proteases.

Pereyra et al. Cancer Cell Int

(2019) 19:207

Acknowledgements
We thank Brazilian funding agencies, CNPq, CAPES and FAPERJ as well
FIOCRUZ and UFRJ for financial support and fellowships.
Authors’ contributions
All the authors contributed in the preparation of this paper. CEP was
responsible for data collection, analysis and drafting of the first copy. LPG was
responsible for analysis and preparation of protein structure images. FPS, RFD
and SBF made substantial contributions to manuscript conception and design
and participated in its critical review and final editing. All authors read and
approved the final manuscript.
Funding
This work was supported by grants from Brazilian funding agencies CAPES and
FAPERJ.

Page 17 of 20

11.

12.

13.
14.

Availability of data and materials
Not applicable.

15.

Ethics approval and consent to participate
Not applicable.

16.

Consent for publication
Not applicable.
Competing interests
The authors declare that they have no competing interests.
Author details
1
Laboratório de Bioquímica Experimental e Computacional de Fármacos,
Instituto Oswaldo Cruz, Fundação Oswaldo Cruz, Avenida Brasil 4365, Rio de
Janeiro, Rio de Janeiro 21040‑900, Brazil. 2 Laboratório de Síntese Orgânica e
Prospecção Biológica, Instituto de Química, Universidade Federal do Rio de
Janeiro, Ilha do Fundão, Rio de Janeiro, Rio de Janeiro 21949‑900, Brazil.

17.
18.
19.
20.
21.
22.

Received: 28 December 2018 Accepted: 23 July 2019
23.
24.
References
1. WHO Global Health. Noncommunicable diseases. In: fact sheets. WHO;
2018. http://www.who.int/news-room/fact-sheets/detail/cancer.
Accessed 5 Dec 2018.
2. Wellington KW. Understanding cancer and the anticancer activities of
naphthoquinones—a review. RSC Adv. 2015;5(26):20309–38.
3. Powis G. Free radical formation by antitumor quinones. Free Radic Biol
Med. 1989;6(1):63–101.
4. Huang L-J, Chang F-C, Lee K-H, Wang J-P, Teng C-M, Kuo S-C. Synthesis
and antiplatelet, antiinflammatory, and antiallergic activities of
substituted 3-chloro-5,8-dimethoxy-1,4-naphthoquinone and related
compounds. Bioorg Med Chem. 1998;6(12):2261–9.
5. Lien J-C, Huang L-J, Teng C-M, Wang J-P, Kuo S-C. Synthesis of 2-alkoxy
1,4-naphthoquinone derivatives as antiplatelet, antiinflammatory, and
antiallergic agents. Chem Pharm Bull (Tokyo). 2002;50(5):672–4.
6. Inbaraj JJ, Chignell CF. Cytotoxic action of juglone and plumbagin:
a mechanistic study using HaCaT keratinocytes. Chem Res Toxicol.
2004;17(1):55–62.
7. Huang ST, Kuo HS, Hsiao CL, Lin YL. Efficient synthesis of “redoxswitched” naphthoquinone thiol-crown ethers and their biological
activity evaluation. Bioorg Med Chem. 2002;10(6):1947–52.
8. Sasaki K, Abe H, Yoshizaki F. In vitro antifungal activity of naphthoqui‑
none derivatives. Biol Pharm Bull. 2002;25(5):669–70.
9. Jin Y-R, Ryu C-K, Moon C-K, Cho M-R, Yun Y-P. Inhibitory effects
of J78, a newly synthesized 1,4-naphthoquinone derivative, on
experimental thrombosis and platelet aggregation. Pharmacology.
2004;70(4):195–200.
10. Yuk DY, Ryu CK, Hong JT, Chung KH, Kang WS, Kim Y, Yoo HS, Lee MK,
Lee CK, Yun YP. Antithrombotic and antiplatelet activities of 2-chloro3-[4-(ethylcarboxy)-phenyl]-amino-1,4-naphthoquinone (NQ12), a

25.
26.
27.
28.
29.
30.
31.
32.
33.
34.
35.

newly synthesized 1,4-naphthoquinone derivative. Biochem Pharmacol.
2000;60(7):1001–8.
Chae G-H, Song G-Y, Kim Y, Cho H, Sok D-E, Ahn B-Z. 2-or
6-(1-azidoalkyl)-5,8-dimethoxy-1,4-naphthoquinone: synthesis, evalu‑
ation of cytotoxic activity; antitumor activity and inhibitory effect on
DNA topoisomerase-I. Arch Pharm Res. 1999;22(5):507–14.
Song GY, Kim Y, Zheng XG, You YJ, Cho H, Chung JH, Sok DE, Ahn BZ.
Naphthazarin derivatives (IV): synthesis, inhibition of DNA topoi‑
somerase I and cytotoxicity of 2- or 6-acyl-5,8-dimethoxy-1, 4-naph‑
thoquinones. Eur J Med Chem. 2000;35(3):291–8.
Da Silva MN, Ferreira VF, De Souza MCBV. An overview of the
chemistry and pharmacology of naphtoquinones with emphasis on
β-Lapachone and derivatives. Quim Nova. 2003;26(3):407–16.
Kumagai Y, Tsurutani Y, Shinyashiki M, Homma-Takeda S, Nakai Y,
Yoshikawa T, Shimojo N. Bioactivation of lapachol responsible for
DNA scission by NADPH-cytochrome P450 reductase. Environ Toxicol
Pharmacol. 1997;3(4):245–50.
Rahimipour S, Weiner L, Shrestha-Dawadi PB, Bittner S, Koch Y, Fridkin
M. Cytotoxic peptides: naphthoquinonyl derivatives of luteinizing
hormone-releasing hormone. Lett Pept Sci. 1998;5(5–6):421–7.
Hung DT, Jamison TF, Schreiber SL. Understanding and controlling
the cell cycle with natural products. Chem Biol. 1996;3(8):623–39.
Elmore S. Apoptosis: a review of programmed cell death. Toxicol
Pathol. 2007;35(4):495–516.
Hunter T. Braking the cycle. Cell. 1993;75(5):839–41.
Murray AW. Creative blocks: cell-cycle checkpoints and feedback
controls. Nature. 1992;359(6396):599–604.
Joerger AC, Fersht AR. The p53 pathway: origins, inactivation in
cancer, and emerging therapeutic approaches. Annu Rev Biochem.
2016;85(1):375–404.
Rieder CL. The checkpoint delaying anaphase in response to chromo‑
some monoorientation is mediated by an inhibitory signal produced
by unattached kinetochores. J Cell Biol. 1995;130(4):941–8.
Kerr JF, Wyllie AH, Currie AR. Apoptosis: a basic biological phenom‑
enon with wide-ranging implications in tissue kinetics. Br J Cancer.
1972;26(4):239–57.
Kerr JF, Winterford CM, Harmon BV. Apoptosis. Its significance in
cancer and cancer therapy. Cancer. 1994;73(8):2013–26.
Rai NK, Tripathi K, Sharma D, Shukla VK. Apoptosis: a basic
physiologic process in wound healing. Int J Low Extrem Wounds.
2005;4(3):138–44.
Cohen GM. Caspases: the executioners of apoptosis. Biochem J.
1997;326(1):1–16.
Locksley RM, Killeen N, Lenardo MJ. The TNF and TNF receptor super‑
families: integrating mammalian biology. Cell. 2001;104(4):487–501.
Martinvalet D, Zhu P, Lieberman J. Granzyme A induces caspase-inde‑
pendent mitochondrial damage, a required first step for apoptosis.
Immunity. 2005;22(3):355–70.
Saelens X, Festjens N, Vande Walle L, van Gurp M, van Loo G, Vande‑
nabeele P. Toxic proteins released from mitochondria in cell death.
Oncogene. 2004;23(16):2861–74.
Du C, Fang M, Li Y, Li L, Wang X. Smac, a mitochondrial protein that
promotes cytochrome c-dependent caspase activation by eliminat‑
ing IAP inhibition. Cell. 2000;102(1):33–42.
Garrido C, Galluzzi L, Brunet M, Puig PE, Didelot C, Kroemer G. Mecha‑
nisms of cytochrome c release from mitochondria. Cell Death Differ.
2006;13(9):1423–33.
Hill MM, Adrain C, Duriez PJ, Creagh EM, Martin SJ. Analysis of the
composition, assembly kinetics and activity of native Apaf-1 apopto‑
somes. EMBO J. 2004;23(10):2134–45.
Schimmer AD. Inhibitor of apoptosis proteins: translating basic
knowledge into clinical practice. Cancer Res. 2004;64(20):7183–90.
Pietenpol J, Stewart Z. Cell cycle checkpoint signaling: cell cycle
arrest versus apoptosis. Toxicology. 2002;181–182:475–81.
Hedley DW, McCulloch EA. Generation of reactive oxygen intermedi‑
ates after treatment of blasts of acute myeloblastic leukemia with
cytosine arabinoside: role of bcl-2. Leukemia. 1996;10(7):1143–9.
Corazzari M, Gagliardi M, Fimia GM, Piacentini M. Endoplasmic reticu‑
lum stress, unfolded protein response, and cancer cell fate. Front
Oncol. 2017;7(April):1–11.

Pereyra et al. Cancer Cell Int

(2019) 19:207

36. So J-S. Roles of endoplasmic reticulum stress in immune responses.
Mol Cells. 2018;41(8):705–16.
37. Urra H, Dufey E, Avril T, Chevet E, Hetz C. Endoplasmic reticulum
stress and the hallmarks of cancer. Trends Cancer. 2016;2(5):252–62.
38. Ghemrawi R, Battaglia-Hsu S-F, Arnold C. Endoplasmic reticulum
stress in metabolic disorders. Cells. 2018;7(6):63.
39. Cybulsky AV. Endoplasmic reticulum stress, the unfolded protein
response and autophagy in kidney diseases. Nat Rev Nephrol.
2017;13(11):681–96.
40. Gerakis Y, Hetz C. Emerging roles of ER stress in the etiology and patho‑
genesis of Alzheimer’s disease. FEBS J. 2018;285(6):995–1011.
41. Limonta P, Moretti R, Marzagalli M, Fontana F, Raimondi M, Montagnani
Marelli M. Role of endoplasmic reticulum stress in the anticancer activ‑
ity of natural compounds. Int J Mol Sci. 2019;20(4):961.
42. Walczak A, Gradzik K, Kabzinski J, Przybylowska-Sygut K, Majsterek I. The
role of the ER-induced UPR pathway and the efficacy of its inhibitors
and inducers in the inhibition of tumor progression. Oxid Med Cell
Longev. 2019;2019:1–15.
43. Hanahan D, Weinberg RA. Hallmarks of cancer: the next generation.
Cell. 2011;144(5):646–74.
44. López LIL, Flores SDN, Belmares SYS, Galindo AS. Naphthoquinones:
biological properties and synthesis of lawsone and derivatives—a
structured review. Vitae. 2014;21(3):248–58.
45. Gara RK, Srivastava VK, Duggal S, Bagga JK, Bhatt M, Sanyal S, Mishra DP.
Shikonin selectively induces apoptosis in human prostate cancer cells
through the endoplasmic reticulum stress and mitochondrial apoptotic
pathway. J Biomed Sci. 2015;22(1):26.
46. Chen C-H, Lin M-L, Ong P-L, Yang J-T. Novel multiple apoptotic
mechanism of shikonin in human glioma cells. Ann Surg Oncol.
2012;19(9):3097–106.
47. Jeon Y-J, Bang W, Shin J-C, Park S-M, Cho J-J, Choi YH, Seo KS, Choi N-J,
Shim J-H, Chae J-I. Downregulation of Sp1 is involved in β-lapachoneinduced cell cycle arrest and apoptosis in oral squamous cell carci‑
noma. Int J Oncol. 2015;46(6):2606–12.
48. Nematollahi A, Aminimoghadamfarouj N, Wiart C. Reviews on 1,4-naph‑
thoquinones from Diospyros L. J Asian Nat Prod Res. 2012;14(1):80–8.
49. Evans BE, Rittle KE, Bock MG, DiPardo RM, Freidinger RM, Whitter WL,
Lundell GF, Veber DF, Anderson PS, Chang RSL, Lotti VJ, Cerino DJ,
Chen TB, Kling PJ, Kunkel KA, Springer JP, Hirshfield J. Methods for drug
discovery: development of potent, selective, orally effective cholecysto‑
kinin antagonists. J Med Chem. 1988;31(12):2235–46.
50. Veskoukis AS, Tsatsakis AM, Kouretas D. Dietary oxidative stress and
antioxidant defense with an emphasis on plant extract administration.
Cell Stress Chaperones. 2012;17(1):11–21.
51. Valavanidis A, Vlachogianni T, Fiotakis C. 8-hydroxy-2′-deoxyguanosine
(8-OHdG): a critical biomarker of oxidative stress and carcinogenesis. J
Environ Sci Heal Part C. 2009;27(2):120–39.
52. Stangel M, Zettl UK, Mix E, Zielasek J, Toyka KV, Hartung HP, Gold R.
H2O2 and nitric oxide-mediated oxidative stress induce apoptosis in rat
skeletal muscle myoblasts. J Neuropathol Exp Neurol. 1996;55(1):36–43.
53. de Abreu FC, De Ferraz PAL, Goulart MOF. Some applications of
electrochemistry in biomedical chemistry. Emphasis on the correla‑
tion of electrochemical and bioactive properties. J Braz Chem Soc.
2002;13(1):19–35.
54. Lee H, Oh E-T, Choi B-H, Park M-T, Lee J-K, Lee J-S, Park HJ. NQO1induced activation of AMPK contributes to cancer cell death by
oxygen-glucose deprivation. Sci Rep. 2015;5(1):7769.
55. Poljšak B, Fink R. The protective role of antioxidants in the defence
against ROS/RNS-mediated environmental pollution. Oxid Med Cell
Longev. 2014;2014(i):1–22.
56. Pink JJ, Planchon SM, Tagliarino C, Varnes ME, Siegel D, Boothman DA.
NAD(P)H: quinone oxidoreductase activity is the principal determinant
of beta-lapachone cytotoxicity. J Biol Chem. 2000;275(8):5416–24.
57. Paulsen CE, Carroll KS. Cysteine-mediated redox signaling: chemistry,
biology, and tools for discovery. Chem Rev. 2013;113(7):4633–79.
58. Gopinath P, Mahammed A, Ohayon S, Gross Z, Brik A. Understanding
and predicting the potency of ROS-based enzyme inhibitors, exempli‑
fied by naphthoquinones and ubiquitin specific protease-2. Chem Sci.
2016;7(12):7079–86.
59. Gopinath P, Mahammed A, Eilon-Shaffer T, Nawatha M, Ohayon S,
Shabat D, Gross Z, Brik A. Switching futile para-quinone to efficient

Page 18 of 20

60.

61.

62.

63.
64.
65.

66.

67.

68.
69.
70.
71.

72.

73.
74.
75.

76.

77.

78.

79.

reactive oxygen species generator: ubiquitin-specific protease-2
inhibition, electrocatalysis, and quantification. ChemBioChem.
2017;18(17):1683–7.
Soares KM, Blackmon N, Shun TY, Shinde SN, Takyi HK, Wipf P, Lazo JS,
Johnston PA. Profiling the NIH small molecule repository for com‑
pounds that generate H2O2 by redox cycling in reducing environ‑
ments. Assay Drug Dev Technol. 2010;8(2):152–74.
Hwang GH, Ryu JM, Jeon YJ, Choi J, Han HJ, Lee Y-M, Lee S, Bae J-S, Jung
J-W, Chang W, Kim LK, Jee J-G, Lee MY. The role of thioredoxin reduc‑
tase and glutathione reductase in plumbagin-induced, reactive oxygen
species-mediated apoptosis in cancer cell lines. Eur J Pharmacol.
2015;765:384–93.
Ong JYH, Yong PVC, Lim YM, Ho ASH. 2-Methoxy-1,4-naphthoquinone
(MNQ) induces apoptosis of A549 lung adenocarcinoma cells via
oxidation-triggered JNK and p38 MAPK signaling pathways. Life Sci.
2015;135:158–64.
Pidugu LSM, Mbimba JCE, Ahmad M, Pozharski E, Sausville EA, Emadi A,
Toth EA. A direct interaction between NQO1 and a chemotherapeutic
dimeric naphthoquinone. BMC Struct Biol. 2016;16(1):1.
Ernster L. DT diaphorase. Methods Enzymol. 1967;10:309–17.
Ross D, Kepa JK, Winski SL, Beall HD, Anwar A, Siegel D. NAD(P)
H:quinone oxidoreductase 1 (NQO1): chemoprotection, bioactiva‑
tion, gene regulation and genetic polymorphisms. Chem Biol Interact.
2000;129(1–2):77–97.
Segura-Aguilar J, Lind C. On the mechanism of the Mn3+-induced neu‑
rotoxicity of dopamine: prevention of quinone-derived oxygen toxicity
by DT diaphorase and superoxide dismutase. Chem Biol Interact.
1989;72(3):309–24.
Liu H, Li Q, Cheng X, Wang H, Wang G, Hao H. UDP-glucuronosyl‑
transferase 1A determinates intracellular accumulation and anticancer effect of β-lapachone in human colon cancer cells. PLoS ONE.
2015;10(2):e0117051.
Cadenas E. Antioxidant and prooxidant functions of DT-diaphorase in
quinone metabolism. Biochem Pharmacol. 1995;49(2):127–40.
Siegel D, Yan C, Ross D. NAD(P)H:quinone oxidoreductase 1 (NQO1) in
the sensitivity and resistance to antitumor quinones. Biochem Pharma‑
col. 2012;83(8):1033–40.
Ross D, Beall HD, Siegel D, Traver RD, Gustafson DL. Enzymology of
bioreductive drug activation. Br J Cancer Suppl. 1996;27:S1–8.
Awadallah NS, Dehn D, Shah RJ, Russell Nash S, Chen YK, Ross D,
Bentz JS, Shroyer KR. NQO1 expression in pancreatic cancer and its
potential use as a biomarker. Appl Immunohistochem Mol Morphol.
2007;16(1):24–31.
Lamberti MJ, Rumie Vittar NB, de Carvalho da Silva F, Ferreira VF, Rivarola
VA. Synergistic enhancement of antitumor effect of β-Lapachone by
photodynamic induction of quinone oxidoreductase (NQO1). Phy‑
tomedicine. 2013;20(11):1007–12.
Sanner MF, Olson AJ, Spehner J. Reduced surface: an efficient way to
compute molecular surfaces. Biopolymers. 1996;38(3):305–20.
Pettersen EF, Goddard TD, Huang CC, Couch GS, Greenblatt DM, Meng
EC, Ferrin TE. UCSF Chimera—a visualization system for exploratory
research and analysis. J Comput Chem. 2004;25(13):1605–12.
Lee KY, Amatore C, Kochi JK. Electron-transfer kinetics and ternary
equilibria of the nitrogen dioxide(1+)/nitrogen dioxide/dinitro‑
gen tetraoxide system by transient electrochemistry. J Phys Chem.
1991;95(3):1285–94.
Koyama J, Morita I, Kobayashi N, Osakai T, Hotta H, Takayasu J, Nishino
H, Tokuda H. Correlation of redox potentials and inhibitory effects
on Epstein-Barr virus activation of 2-azaanthraquinones. Cancer Lett.
2004;212(1):1–6.
Kolossov VL, Ponnuraj N, Beaudoin JN, Leslie MT, Kenis PJ, Gaskins HR.
Distinct responses of compartmentalized glutathione redox potentials
to pharmacologic quinones targeting NQO1. Biochem Biophys Res
Commun. 2017;483(1):680–6.
Yang H, Zhou P, Huang H, Chen D, Ma N, Cui QC, Shen S, Dong W,
Zhang X, Lian W, Wang X, Dou QP, Liu J. Shikonin exerts antitumor
activity via proteasome inhibition and cell death induction in vitro and
in vivo. Int J Cancer. 2009;124(10):2450–9.
Liu J, Wang P, Xue Y, Li Z, Qu C, Liu Y. Enhanced antitumor effect of
shikonin by inhibiting Endoplasmic Reticulum Stress via JNK/c-Jun

Pereyra et al. Cancer Cell Int

80.

81.

82.
83.

84.

85.

86.

87.
88.

89.
90.
91.
92.
93.

94.

95.
96.
97.
98.
99.
100.

(2019) 19:207

pathway in human glioblastoma stem cells. Biochem Biophys Res Com‑
mun. 2015;466(1):103–10.
Park M-T, Song M-J, Lee H, Oh E-T, Choi B-H, Jeong S-Y, Choi E-K, Park HJ.
β-Lapachone significantly increases the effect of ionizing radiation to
cause mitochondrial apoptosis via JNK activation in cancer cells. PLoS
ONE. 2011;6(10):e25976.
Sun W, Bao J, Lin W, Gao H, Zhao W, Zhang Q, Leung C-H, Ma D-L,
Lu J, Chen X. 2-Methoxy-6-acetyl-7-methyljuglone (MAM), a natural
naphthoquinone, induces NO-dependent apoptosis and necroptosis
by H2O2-dependent JNK activation in cancer cells. Free Radic Biol Med.
2016;92:61–77.
Jang SY, Hong D, Jeong SY, Kim J-H. Shikonin causes apoptosis by
up-regulating p73 and down-regulating ICBP90 in human cancer cells.
Biochem Biophys Res Commun. 2015;465(1):71–6.
Kaghad M, Bonnet H, Yang A, Creancier L, Biscan J-C, Valent A, Minty
A, Chalon P, Lelias J-M, Dumont X, Ferrara P, McKeon F, Caput D.
Monoallelically expressed gene related to p53 at 1p36, a region
frequently deleted in neuroblastoma and other human cancers. Cell.
1997;90(4):809–19.
Hopfner R, Mousli M, Jeltsch JM, Voulgaris A, Lutz Y, Marin C, Bellocq
JP, Oudet P, Bronner C. ICBP90, a novel human CCAAT binding protein,
involved in the regulation of topoisomerase IIalpha expression. Cancer
Res. 2000;60(1):121–8.
Wu Z, Wu L, Li L, Tashiro S, Onodera S, Ikejima T. p53-Mediated cell cycle
arrest and apoptosis induced by shikonin via a caspase-9-dependent
mechanism in human malignant melanoma A375-S2 cells. J Pharmacol
Sci. 2004;94(2):166–76.
Khaw AK, Sameni S, Venkatesan S, Kalthur G, Hande MP. Plumbagin
alters telomere dynamics, induces DNA damage and cell death
in human brain tumour cells. Mutat Res Toxicol Environ Mutagen.
2015;793:86–95.
Krishnan P, Bastow KF. Novel mechanisms of DNA topoisomerase II
inhibition by pyranonaphthoquinone derivatives—eleutherin, α lapa‑
chone, and β lapachone. Biochem Pharmacol. 2000;60(9):1367–79.
Anderson RD, Berger NA. International commission for protection
against environmental mutagens and carcinogens. Mutagenicity
and carcinogenicity of topoisomerase-interactive agents. Mutat Res.
1994;309(1):109–42.
Liu L. DNA topoisomerase poisons as antitumor drugs. Annu Rev
Biochem. 1989;58(1):351–75.
Krishnan P, Bastow KF. Novel mechanism of cellular DNA topoisomerase
II inhibition by the pyranonaphthoquinone derivatives α-lapachone
and β-lapachone. Cancer Chemother Pharmacol. 2001;47(3):187–98.
Zhang F-L, Wang P, Liu Y-H, Liu L, Liu X-B, Li Z, Xue Y-X. Topoisomerase I
inhibitors, shikonin and topotecan, inhibit growth and induce apopto‑
sis of glioma cells and glioma stem cells. PLoS ONE. 2013;8(11):e81815.
Denny W, Baguley B. Dual topoisomerase I/II inhibitors in cancer
therapy. Curr Top Med Chem. 2003;3(3):339–53.
Leteurtre F, Fujimori A, Tanizawa A, Chhabra A, Mazumder A, Kohlhagen
G, Nakano H, Pommier Y. Saintopin, a dual inhibitor of DNA topoisomer‑
ases I and II, as a probe for drug-enzyme interactions. J Biol Chem.
1994;269(46):28702–7.
Salerno S, Da Settimo F, Taliani S, Simorini F, La Motta C, Fornaciari
G, Marini MA. Recent advances in the development of dual topoi‑
somerase I and II inhibitors as anticancer drugs. Curr Med Chem.
2010;17(35):4270–90.
Felix CA. Secondary leukemias induced by topoisomerase-targeted
drugs. Biochim Biophys Acta. 1998;1400(1–3):233–55.
Yu H, Pardoll D, Jove R. STATs in cancer inflammation and immunity: a
leading role for STAT3. Nat Rev Cancer. 2009;9(11):798–809.
Mantovani A, Allavena P, Sica A, Balkwill F. Cancer-related inflammation.
Nature. 2008;454(7203):436–44.
Heinrich PC, Behrmann I, Muller-Newen G, Schaper F, Graeve L.
Interleukin-6-type cytokine signalling through the gp130/Jak/STAT
pathway. Biochem J. 1998;334(2):297–314.
Bhasin D, Etter JP, Chettiar SN, Mok M, Li P-K. Antiproliferative activities
and SAR studies of substituted anthraquinones and 1,4-naphthoqui‑
nones. Bioorg Med Chem Lett. 2013;23(24):6864–7.
Kortylewski M, Kujawski M, Wang T, Wei S, Zhang S, Pilon-Thomas S,
Niu G, Kay H, Mulé J, Kerr WG, Jove R, Pardoll D, Yu H. Inhibiting Stat3

Page 19 of 20

101.
102.

103.
104.
105.

106.
107.

108.

109.

110.

111.
112.
113.

114.

115.

116.
117.

118.

signaling in the hematopoietic system elicits multicomponent antitu‑
mor immunity. Nat Med. 2005;11(12):1314–21.
Song H, Wang R, Wang S, Lin J. A low-molecular-weight compound
discovered through virtual database screening inhibits Stat3 function in
breast cancer cells. Proc Natl Acad Sci. 2005;102(13):4700–5.
Joo MK, Park J-J, Kim SH, Yoo HS, Lee BJ, Chun HJ, Lee SW, Bak Y-T.
Antitumorigenic effect of plumbagin by induction of SH2-containing
protein tyrosine phosphatase 1 in human gastric cancer cells. Int J
Oncol. 2015;46(6):2380–8.
Karin M, Greten FR. NF-κB: linking inflammation and immunity
to cancer development and progression. Nat Rev Immunol.
2005;5(10):749–59.
Tian R, Li Y, Gao M. Shikonin causes cell-cycle arrest and induces
apoptosis by regulating the EGFR–NF-κB signalling pathway in human
epidermoid carcinoma A431 cells. Biosci Rep. 2015;35(2):1–13.
Zhao Q, Kretschmer N, Bauer R, Efferth T. Shikonin and its derivatives
inhibit the epidermal growth factor receptor signaling and synergisti‑
cally kill glioblastoma cells in combination with erlotinib. Int J Cancer.
2015;137(6):1446–56.
Shay JW, Bacchetti S. A survey of telomerase activity in human cancer.
Eur J Cancer. 1997;33(5):787–91.
Lim SM, Jeong Y, Lee S, Im H, Tae HS, Kim BG, Park HD, Park J, Hong S.
Identification of β-lapachone analogs as novel MALT1 inhibitors to treat
an aggressive subtype of diffuse large B-cell lymphoma. J Med Chem.
2015;58(21):8491–502.
Cardoso MFC, Rodrigues PC, Oliveira MEIM, Gama IL, da Silva IMCB,
Santos IO, Rocha DR, Pinho RT, Ferreira VF, de Souza MCBV, da Silva F
de FC, Silva-Jr FP. Synthesis and evaluation of the cytotoxic activity of
1,2-furanonaphthoquinones tethered to 1,2,3-1H-triazoles in myeloid
and lymphoid leukemia cell lines. Eur J Med Chem. 2014;84:708–17.
Fiorito S, Genovese S, Taddeo VA, Mathieu V, Kiss R, Epifano F. Novel
juglone and plumbagin 5- O derivatives and their in vitro growth
inhibitory activity against apoptosis-resistant cancer cells. Bioorg Med
Chem Lett. 2016;26(2):334–7.
de Moraes TAP, Filha MJS, Camara CA, Silva TMS, Soares BM, Bomfim IS,
Pessoa C, Ximenes GC, Silva Junior VA. Synthesis and cytotoxic evalu‑
ation of a series of 2-amino-naphthoquinones against human cancer
cells. Molecules. 2014;19(9):13188–99.
Wang S-H, Lo C-Y, Gwo Z-H, Lin H-J, Chen L-G, Kuo C-D, Wu J-Y. Synthesis
and biological evaluation of lipophilic 1,4-naphthoquinone derivatives
against human cancer cell lines. Molecules. 2015;20(7):11994–2015.
Benites J, Valderrama JA, Bettega K, Pedrosa RC, Calderon PB, Verrax J.
Biological evaluation of donor-acceptor aminonaphthoquinones as
antitumor agents. Eur J Med Chem. 2010;45(12):6052–7.
Ourique F, Kviecinski MR, Zirbel G, Castro LSEPW, Gomes Castro AJ,
Mena Barreto Silva FR, Valderrama JA, Rios D, Benites J, Calderon PB,
Pedrosa RC. In vivo inhibition of tumor progression by 5 hydroxy1,4-naphthoquinone (juglone) and 2-(4-hydroxyanilino)-1,4-naphtho‑
quinone (Q7) in combination with ascorbate. Biochem Biophys Res
Commun. 2016;477(4):640–6.
Carter-Cooper BA, Fletcher S, Ferraris D, Choi EY, Kronfli D, Dash S,
Truong P, Sausville EA, Lapidus RG, Emadi A. Synthesis, characterization
and antineoplastic activity of bis-aziridinyl dimeric naphthoquinone—a
novel class of compounds with potent activity against acute myeloid
leukemia cells. Bioorg Med Chem Lett. 2017;27(1):6–10.
Bahia SBBB, Reis WJ, Jardim GAM, Souto FT, de Simone CA, Gatto CC,
Menna-Barreto RFS, de Castro SL, Cavalcanti BC, Pessoa C, Araujo MH,
da Silva Júnior EN. Molecular hybridization as a powerful tool towards
multitarget quinoidal systems: synthesis, trypanocidal and antitumor
activities of naphthoquinone-based 5-iodo-1,4-disubstituted-, 1,4- and
1,5-disubstituted-1,2,3-triazoles. Medchemcomm. 2016;7(8):1555–63.
Rinehart KL, Renfroe HB. The structure of nybomycin. J Am Chem Soc.
1961;83(17):3729–31.
Huang X, Dong Y, Bey EA, Kilgore JA, Bair JS, Li L-S, Patel M, Parkinson EI,
Wang Y, Williams NS, Gao J, Hergenrother PJ, Boothman DA. An NQO1
substrate with potent antitumor activity that selectively kills by PARP1induced programmed necrosis. Cancer Res. 2012;72(12):3038–47.
Prasad CV, Nayak VL, Ramakrishna S, Mallavadhani UV. Novel menadi‑
one hybrids: synthesis, anticancer activity, and cell-based studies. Chem
Biol Drug Des. 2018;91(1):220–33.

Pereyra et al. Cancer Cell Int

(2019) 19:207

119. Teixeira J, Amorim R, Santos K, Soares P, Datta S, Cortopassi GA,
Serafim TL, Sardão VA, Garrido J, Borges F, Oliveira PJ. Disruption
of mitochondrial function as mechanism for anti-cancer activity
of a novel mitochondriotropic menadione derivative. Toxicology.
2017;2018(393):123–39.
120. Baell JB, Holloway GA. New substructure filters for removal of pan assay
interference compounds (PAINS) from screening libraries and for their
exclusion in bioassays. J Med Chem. 2010;53(7):2719–40.
121. Baell JB. Feeling nature’s PAINS: natural products, natural product
drugs, and pan assay interference compounds (PAINS). J Nat Prod.
2016;79(3):616–28.
122. Capuzzi SJ, Muratov EN, Tropsha A. Phantom PAINS: problems with
the utility of alerts for pan-assay interference compounds. J Chem Inf
Model. 2017;57(3):417–27.
123. Senger MR, Fraga CAM, Dantas RF, Silva FP. Filtering promiscuous com‑
pounds in early drug discovery: is it a good idea? Drug Discov Today.
2016;21(6):868–72.

Page 20 of 20

124. Lagorce D, Oliveira N, Miteva MA, Villoutreix BO. Pan-assay interference
compounds (PAINS) that may not be too painful for chemical biology
projects. Drug Discov Today. 2017;22(8):1131–3.
125. Gilberg E, Stumpfe D, Bajorath J. Activity profiles of analog
series containing pan assay interference compounds. RSC Adv.
2017;7(57):35638–47.
126. Gilberg E, Jasial S, Stumpfe D, Dimova D, Bajorath J. Highly promiscuous
small molecules from biological screening assays include many panassay interference compounds but also candidates for polypharmacol‑
ogy. J Med Chem. 2016;59(22):10285–90.

Publisher’s Note

Springer Nature remains neutral with regard to jurisdictional claims in pub‑
lished maps and institutional affiliations.

Ready to submit your research ? Choose BMC and benefit from:

• fast, convenient online submission
• thorough peer review by experienced researchers in your field
• rapid publication on acceptance
• support for research data, including large and complex data types
• gold Open Access which fosters wider collaboration and increased citations
• maximum visibility for your research: over 100M website views per year
At BMC, research is always in progress.
Learn more biomedcentral.com/submissions

