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Abstract
Background: Malaria is one of the deadliest infectious diseases caused by protozoan parasite of Plasmodium spp.
Increasing resistance to anti-malarials has become global threat in control of the disease and demands for novel antimalarial interventions. Naturally-occurring coumarins, which belong to a class of benzo-α-pyrones, found in higher
plants and some essential oils, exhibit therapeutic potential against various diseases. However, their limited uptake
and non-specificity has restricted their wide spread use as potential drug candidates.
Methods: Two series of carbohydrate fused pyrano[3,2-c]pyranone carbohybrids which were synthesized by combination of 2-C-formyl galactal and 2-C-formyl glucal, with various freshly prepared 4-hydroxycoumarins were screened
against Plasmodium falciparum. The anti-malarial activity of these carbohybrids was determined by growth inhibition assay on P. falciparum 3D7 strain using SYBR green based fluorescence assay. Haemolytic activity of carbohybrid
12, which showed maximal anti-malarial activity, was determined by haemocompatibility assay. The uptake of the
carbohybrid 12 by parasitized erythrocytes was determined using confocal microscopy. Growth progression assays
were performed to determine the stage specific effect of carbohybrid 12 treatment on Pf3D7. In silico studies were
conducted to explore the mechanism of action of carbohybrid 12 on parasite microtubule dynamics. These findings
were further validated by immunofluorescence assay and drug combination assay.
Results: 2-C-formyl galactal fused pyrano[3,2-c]pyranone carbohybrid 12 exhibited maximum growth inhibitory
potential against Plasmodium with IC50 value of 5.861 µM and no toxicity on HepG2 cells as well as no haemolysis
of erythrocytes. An enhanced uptake of this carbohybrid compound was observed by parasitized erythrocytes as
compared to uninfected erythrocytes. Further study revealed that carbohybrid 12 arrests the growth of parasite at
trophozoite and schizonts stage during course of progression through asexual blood stages. Mechanistically, it was
shown that the carbohybrid 12 binds to α,β-heterodimer of tubulin and affects microtubule dynamics.
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Conclusion: These findings show carbohydrate group fusion to 4-hydroxycoumarin precursor resulted in pyranopyranones derivatives with better solubility, enhanced uptake and improved selectivity. This data confirms that, carbohydrate fused pyrano[3,2-c]pyranones carbohybrids are effective candidates for anti-malarial interventions against P.
falciparum.
Keywords: Plasmodium falciparum 3D7, Carbohybrids, Carbohydrate-fused pyranopyrone, Microtubule, Coumarins,
Malaria

Background
Malaria is a life-threatening mosquito-borne disease
caused by apicomplexan parasite of genus Plasmodium.
Progress in the global malaria control has stalled due to
various factors including unavailability of vaccine and
intensification of drug resistant malaria. Clinical and
parasitological outcomes observed during routine therapeutic efficacy studies of artemisinin-based combination
therapy have raised concern over the emergence and possible spread of parasitic resistance at a wider scale. Thus,
development of new effective drugs is the desperate need
of the hour.
Coumarins belonging to the benzo-α-pyrones class of
natural products have drawn significant interest owing
to their therapeutic properties [1]. Coumarins and their
synthetic derivatives have shown to be effective antimicrobial and anticancer agents [2, 3]. Furthermore, different derivatives of coumarin have been shown to inhibit
proliferation via targeting microtubule dynamics [4, 5].
Tubulin is identified as one of the potential targets of
coumarin derivatives. Tubulin inhibitors hamper the
proper growth and multiplication of malaria parasite
in vitro and in vivo [6, 7].
In the present work, thirty novel pyrano[3,2-c]pyranone derivatives which were prepared by the combination of 2-C-formyl galactal and 2-C-formyl glucal with
various freshly prepared 4-hydroxycoumarins as precursor compounds under microwave assisted condition
as carbohydrate fused hybrids were screened against
Plasmodium falciparum. The aim behind this hybridization was to improve their bioavailability and selectivity.
Selected members from this library were found to possess anticancer activity [8]. Anti-malarial potential of
these compounds was evaluated against P. falciparum
3D7 strain by growth inhibition assay. 2-C-formyl galactal
fused pyrano[3,2-c]pyranone carbohybrid 12 exhibited
maximum inhibitory potential selectively against P. falciparum 3D7. Parasite death has been evaluated by measurement of mitochondrial membrane potential using the
live-dead cell staining fluorometric dyes 5,5′6,6′-tetrachloro-1,1′,3,3′ tetraethylbenzimidazolyl carbocyanine
iodide (JC-1). Different derivatives of coumarin have
been shown to inhibit cell proliferation via targeting
microtubule dynamics in eukaryotes [9]. Carbohybrid 12

has shown inhibitory effects on mammalian tubulin as
reported in the previous study [8]. This led to the hypothesis that P. falciparum growth inhibition induced by carbohybrid 12 is accredited to its anti-microtubule activity
in the parasite. Therefore, the effect of carbohybrid 12 on
parasite microtubule dynamics was investigated through
immunofluorescence assays and in silico studies. This
study indicates anti-malarial potential of carbohydrate
fused pyrano[3,2-c]pyranone carbohybrid 12 and mechanistic insights into its inhibitory activity.

Methods
Chemistry

The privileged carbohydrate-fused pyrano[3,2-c]pyranone, carbohybrid 12 and other compounds were prepared using freshly synthesized 4-hydroxycoumarins
reacting it with 2-C-formyl galactal and 2-C-formyl glucal
under microwave assisted reaction conditions. The structure of carbohydrate-fused pyrano[3,2-c]pyranone, carbohybrid 12 was established by 1D and 2D NMR (NOE,
COSY and HSQC) experiments and comparing it with
earlier spectral data. The details of the synthetic design
and reaction optimization for the synthesis of these compounds can be obtained from the previous study [8].
Reagents and antibodies

RPMI 1640 medium, Albumax II and gentamicin sulphate (Invitrogen, USA), sodium bicarbonate, sorbitol,
methanol, giemsa, SYBR green, glutaraldehyde, 2-deoxy2-[(7-nitro-2,1,3-benzoxadiazol-4-yl)amino]-d-glucose
(2-NBDG), hypoxanthine, paclitaxel, colchicine, bovine
serum albumin [Sigma-Aldrich, (USA)], Alexa-fluor 546
conjugated anti-mouse IgG goat sera, ProLong Gold antifade reagent with DAPI (4′,6-diamidino-2-phenylindole)
(Life technologies-Invitrogen, USA).
Parasite culture

Blood stages of P. falciparum 3D7 strain and RKL9 strains
were cultured using a standard protocol [10]. Briefly,
parasites were grown in complete RPMI 1640 medium
(RPMI 1640 medium with 2 mM l-glutamine, 25 mM
HEPES, 2 g L−1 NaHCO3, 27.2 mg L−1 hypoxanthine and
0.5% Albumax II, pH 7.4) using O
 + human RBC. The culture was maintained at 2–4% haematocrit and incubated
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at 37 °C in a mixed gas (5% C
 O2, 5% O2 and 90% N2)
chamber. The parasites were tightly synchronized by
sorbitol treatment for progression assays and 96 h growth
assessment assay. Parasitaemia was monitored by making
thin blood smears, fixed with methanol, and stained with
10% Giemsa for 10 min and then observed under light
microscope at 100×. The parasitaemia was monitored
by counting the number of parasitized cells in estimated
2000–4000 erythrocytes.
SYBR green based fluorescence assay

In vitro anti-plasmodial activities of synthesized novel
pyrano[3,2-c]pyranone derivatives were determined
using SYBR green based fluorescence assay [11, 12].
Briefly, the synchronized parasite cultures were diluted at
ring stage at an initial parasitaemia of 0.8% and 2% haematocrit and treated with different compounds at 10 μM
concentration till trophozoite stage i.e. approx. 60 h post
treatment. 50 mM stock solution of these compounds
was prepared in 100% dimethyl sulfoxide (DMSO) and
stored at − 20 °C. The assay plates were frozen at − 80 °C
to stop growth and lyse erythrocytes. 100 µL of lysis
buffer containing SYBR green (0.2 µL of SYBR green I/
mL of lysis buffer) was added to each well and incubated
for 3 h in the dark at 37 °C. The fluorescence intensity was
determined at 485 nm excitation and 530 nm emission
using a Varioskan Flash multi-well plate reader (Thermo
Scientific). The data was corrected for the background
fluorescence of uninfected erythrocytes, normalized
to the growth of control parasites. The percent inhibition was calculated with respect to untreated control.
IC50 and I C90 values of carbohybrid 12 were determined
by plotting values of percent inhibition against log concentration of compound varying from 1 to 50 µM using
Graphpad PRISM software.
Light microscopy

Parasitized erythrocytes culture, control and carbohybrid
12 treated were taken at different time points of asexual
blood stages and thin blood smears were made on glass
slides. Slides were fixed in methanol, air dried and stained
with Giemsa for examination at 100× under light microscope. The images were captured using CatCam camera
and processed by Catymage software (Catalyst Biotech).
Atomic force microscopy (AFM)

Thin smears of the parasite cultures, untreated control or
carbohybrid 12 treated were prepared for AFM imaging
at the different stages of the infected erythrocytes. WITec
alpha 300RA was used to image both the smeared samples. NSG30 probes with force constant of 22–100 N/m,
resonant frequency of 240–440 Hz, Tip curvature
radius of 10 nm (Tips nano) were used to image the
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smeared cells in non contact mode. Topographic images
were obtained at points per line and lines per image of
256 * 256 with the scan rate of 0.5 times/line (Trace) (s).
All the AFM images were recorded using the Control
Four 4.1 software. The images were processed and analysed using software Project Four 4.1 software (WITec).
Haemocompatibility assay

To assess the effect of carbohybrid 12 on host erythrocytes, haemolysis assays were conducted by standard
protocols [13]. Briefly, the erythrocytes suspension was
prepared at 50% haematocrit in PBS. 50 µL of this suspension was pre-incubated with different concentrations of carbohybrid 12 in 1.5 mL 1× PBS. 50 µL of cell
suspension with 1.5 mL PBS was taken as the negative
control for haemolysis. For positive control, 50 µL of
cell suspension was added to 1.5 mL of deionized water
(hypotonic for erythrocytes). PBS with various concentrations of carbohybrid 12 was taken as blank for each
test sample. After incubation at 37 °C for an hour, the
reaction was stopped by adding 50 µL of 2.5% glutaraldehyde. Pellet was removed after centrifugation at 1000×g
at 4 °C for 5 min and the absorbance of the supernatant
was measured at 415 nm. The experiment was performed
in duplicates. The percent haemolysis was calculated
as: (Absorbance of sample/Absorbance of positive
control) × 100%.
Uptake assay

Parasites at trophozoite stage were treated with 6 µM
of carbohybrid 12 and its precursor, compound 5. The
cells were observed for autofluorescence at different time
intervals from 30 min to 2 h in UV filter using confocal
microscope (Olympus 1000). In addition, the cells treated
for 2 h were washed with incomplete RPMI and incubated at 37 °C with 200 µM of NBD-G for 30 min in dark.
The fluorescence was observed at 100× using confocal
microscope (Olympus 1000).
JC‑1 staining for estimation of mitochondrial membrane
potential

JC-1 exists as monomers in cytoplasm and emits green
fluorescence (525 nm) and in mitochondrion, it forms
aggregates emitting red fluorescence (590 nm). To estimate any changes in mitochondrial membrane potential
as a marker for cell death, parasite culture treated with
carbohybrid 12 was incubated with 5 μM JC-1 for 30 min
at 37 °C, washed twice with 1× PBS and imaged using
confocal laser scanning microscope (Olympus1000).
The fluorescence intensity for 30 cells in each channel
was calculated using FV10ASW 1.7 Viewer software.
The ratio of red to green fluorescence for each cell was
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calculated and plotted in the bar graph using MS Excel
software.
Progression assay

The effect of carbohybrid 12 was tested on development
of P. falciparum 3D7 strain through different blood stages
i.e. rings, trophozoites and schizonts. Ring-stage parasite
culture was diluted to 1% parasitaemia and 2% haematocrit in complete RPMI medium. The culture was treated
with carbohybrid 12 at two different concentrations i.e.
8 µM and 15 µM and incubated at 37 °C for 48 h. To
determine the effect of carbohybrid 12 in stage-specific
manner, parasite culture was also treated at trophozoite
and schizonts stages and observed till ring stage formation in the next cycle. The parasitaemia at each stage
was calculated by counting 5000 cells in Giemsa stained
smears under 100× objective by light microscope.
Combination assay

Synchronized ring stage parasites with 0.5% parasitaemia and 2% haematocrit were seeded in a 96 well plate.
The culture was treated with carbohybrid 12 (1.25 µM
to 20 µM) and paclitaxel (25 nm to 400 nm) at various concentrations according to fixed ratio method. In
addition, both the drugs were individually tested. The
plate was incubated at 37 °C for 96 h. The media was
changed with appropriate drug concentrations after
every 24 h. Untreated culture was negative control for the
experiments. The percent parasitaemia with respect to
untreated control was determined using SYBR green dye.
Molecular docking

The crystal structure of P. falciparum tubulin has not yet
been determined, so individual monomers of parasite
alpha and beta-tubulin were modelled based on sequence
homology modelling using SWISS-MODEL server [14].
The models were tested for quality using RAMPAGE
Ramachandran plotting program. The dimeric form of
Plasmodium tubulin was constructed by assembling two
modelled monomers using the protein–protein docking server ClusPro [15]. The 3D structure of the paclitaxel was downloaded from PUBCHEM database. The
PUBCHEM structure which was in SDF format was converted to PDB using the Open Babel program [16]. The
3-D structure of the carbohybrid 12 was constructed
using Marvinsketch sketch module. Molecular docking
of the protein dimer with paclitaxel and carbohybrid 12
was performed using AUTODOCK [17]. Clusters were
generated with an RMS tolerance of 2 Å. A docking
pocket of volume 40 Å was used for molecular docking of
these small molecules. Docked poses were rendered with
PyMOL.
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Confocal microscopy

The tubulin staining in P. falciparum untreated and carbohybrid 12 treated cultures was monitored by immunofluorescence assay. Briefly, ring and trophozoite stage
parasites were treated with 6 µM (IC50) carbohybrid
12 and incubated for 24 h. Parasites were treated with
modulators of microtubule dynamics namely 10 µM
colchicine and 500 nM paclitaxel [13]. Thin smears of
P. falciparum infected erythrocytes at schizont stages
were fixed in chilled methanol and air dried. Fixed slides
were incubated in the blocking buffer containing 5%
BSA in 1× PBS for 1 h at room temperature. P. falciparum alpha-tubulin recombinant protein was produced
in Escherichia coli. Primary antibody i.e. alpha tubulin
raised against recombinant protein (1:200 dilution) was
added to the blot and incubated for 1 h at room temperature. The slides were washed two times with PBS-T
(1× PBS with 0.05% Tween-20) followed by 1× PBS
washes and incubated with Alexa fluor 546 conjugated
antimouse IgG goat sera at a dilution of 1:500. Finally,
the slides were mounted with ProLong Gold antifade
reagent with DAPI (4′,6-diamidino-2-phenylindole).
Slides were observed in confocal microscope (Olympus 1000) to investigate the localization of tubulin in
parasite.
Thermal shift assay (TSA)

Plasmodium falciparum alpha-tubulin recombinant
protein was expressed in E. coli and purified by affinity chromatography. Purified alpha-tubulin protein and
carbohybrid 12 interaction was monitored via thermal
shift assay. 2.5 µg of protein was heated at different temperatures in presence and absence of 50 µM of carbohybrid 12 for 6 min and then cooled at room temperature
for 3 min. Unheated protein in absence and presence of
drug was taken as control. Following centrifugation at
14,000×g for 40 min at 4 °C, supernatant was transferred
to new tubes and run on SDS. The change in the protein
stability in the presence and absence of compound was
monitored by running the sample on SDS-PAGE.

Results
Anti‑malarial efficacy of carbohydrate fused pyrano‑[3,2‑c]
pyranones

The anti-malarial activity of carbohydrate fused pyrano[3,2c]pyranones 11–20 and 21a/b–30a/b (n = 20) along with
different derivatives of 4-hydroxycoumarin parent compounds 1–10 (n = 10) (Additional file 1: Figure S1) at
10 µM was determined by growth inhibition assay (GIA) in
P. falciparum 3D7 strain. The results showed that most of
carbohydrate fused compounds inhibited growth of parasite in vitro (Additional file 1: Table S1). These compounds
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Fig. 1 Cytotoxic effect of galactal fused pyrano-pyranone carbohybrid 12. a To calculate half maximal inhibitory concentration ( IC50) of carbohybrid
12, P. falciparum 3D7 culture at ring stage was treated with different concentrations (1–50 µM) for one growth cycle. IC50 value was determined
by plotting the values of percent growth inhibition against log concentrations of carbohybrid 12. The experiments were performed in duplicates,
n = 2 and ± SD value was calculated for each data point. b Percent haemolysis was calculated at different concentrations of carbohybrid 12.
Haemolysis was measured as percent of positive control. The released haemoglobin in the supernatant was detected by spectrophotometer at
415 nm. The average of two set of independent experiments for each data point ± standard error of the mean is shown. c Morphological changes
in P. falciparum treated with carbohybrid 12 was observed by Giemsa staining (i)–(v) and Atomic force Microscopy (AFM) (i′)–(v′). Parasite cultures
were treated with carbohybrid 12 at ring stages of 12 h post infection (hpi) as shown in (i, i′). Panel (ii), (ii′) and (iii), (iii′) represents morphology of
trophozoites and late schizonts respectively in untreated control. Panel (iv), (iv′) and (v), (v′) shows the morphological changes in carbohybrid 12
treated parasites at trophozoite and schizonts stages respectively. Respective width/height plots for each stage is shown adjacent to their AFM
images. Scale bar = 2 µm

exhibited no cytotoxicity even at higher concentration of
100 µM against HepG2 cells (liver hepatocellular carcinoma) as described in the previous work [8].

Carbohybrid 12 exhibited potent anti-malarial effect
against P. falciparum 3D7 strain with 
IC50 and IC90
values of 5.861 µM and 9.8 µM (Fig. 1a). All the tested
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concentrations of carbohybrid 12 produced a comparable growth inhibition against chloroquine resistance P.
falciparum RKL-9 strain (Additional file 1: Figure S2).
The IC50 value of carbohybrid 12 against P. falciparum
RKL-9 strain was 3.563 µM. This indicates that this compound is efficient against both the chloroquine sensitive
and the resistant strains. Upon structural analysis of this
compound as depicted by structure activity relationship
(SAR) studies, carbohybrid 12 has 2-OMe group at C-2
position which might be playing an important role for its
anti-malarial activity [8]. To assess whether the inhibitory potential of carbohybrid 12 is not due to haemolytic effect of compound itself, uninfected erythrocytes
were incubated with different concentrations of compound (1–50 μM). Carbohybrid 12 showed no significant
haemolytic activity (< 5%) as compared to positive control i.e. deionized water (Fig. 1b).
Carbohybrid 12 induces morphological changes
in the parasite

Previous reports have suggested that treatment of P. falciparum with anti-malarial drugs lead to morphological
alterations [18]. In order to determine the gross effects
of carbohybrid 12 treatment on parasite morphology,
treated cultures were compared with untreated control
in time and stage specific manner. Figure 1c depicts morphological changes in P. falciparum cultures treated with
8 µM carbohybrid 12 as visualized by light microscopy at
different points (12 h, 36 h and 48 h post infection). In
comparison to untreated culture, shrinkage and aggregation of nuclear material of the parasites was observed in
the late stage trophozoites of compound treated cultures.
The parasite growth slowed down and the cytoplasm
was found to be condensed. The effect was more evident in schizonts. Further using atomic force microscope
(AFM) imaging the stage specific morphological alterations of P. falciparum infected erythrocyte in presence
of carbohybrid 12 were analysed. Carbohybrid 12 treatment alters topography of parasitized erythrocyte. The
reduction in parasitized erythrocyte membrane roughness was observed followed by carbohybrid treatment as
compared to the untreated control (Fig. 1c, AFM width/
height plots).
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Carbohybrid 12 enters efficiently in the parasitized
erythrocytes

The conjugation of carbohydrate precursors like 2-C formyl galactal to pyrano[3,2-c]pyranone carbohybrid 12
was carried out with the aim to improve uptake of compound by infected cells. The intracellular uptake of carbohybrid 12 and its precursor, compound 5 was observed
in infected parasite. These compounds show autofluorescence properties due to the presence of conjugated
double bonds in the pyrano [3,2-c]pyranone ring. These
results indicated higher cellular uptake of galactal-fused
pyrano[3,2-c]pyranone carbohybrid 12 by parasitized
erythrocytes as compared to its precursor. The cellular uptake of carbohybrid 12 was found to be gradually increasing with time from 30 min to 2 h (Fig. 2a(i)).
Further, the uptake of fluorescent d-glucose analog i.e
2-[N-(7-nitrobenz-2-oxa-1,3-diazol-4-yl) amino]-2-deoxy-d-glucose (2-NBDG) was monitored in parasitized
erythrocytes for measuring cellular uptake of glucose as
compared to uninfected control cells (Fig. 2a(ii)). This
could be linked to better uptake of carbohydrate conjugated carbohybrid 12 than its precursor 4-hydroxy coumarin in infected erythrocytes. This study suggests that
the conjugation of carbohydrate moiety to pyrano[3,2-c]
pyranone is improving uptake of compound by infected
cells. These findings suggest that carbohybrid 12 might
utilize glucose transporters to enter in the cells [19, 20].
Effect of carbohybrid 12 on mitochondrial membrane
potential as an indicator of cell death

The disruption of mitochondrial membrane potential
(∆Ψm) is a characteristic feature of cells undergoing apoptosis [21]. The change in membrane potential is determined by staining cells with mitoprobe dye JC1. In living
cells, when ∆Ψm is normal, the dye aggregates inside the
mitochondria and gives red fluorescence. However in
case of membrane potential disruption, the dye remains
in monomeric form in the cytoplasm and gives green
staining. In this study, changes in ∆Ψm treated with carbohybrid 12 (8 µM) was monitored in parasitized erythrocyte. In the untreated control, the parasites showed
bright red staining as a result of JC-1dye aggregation in
the mitochondria, indicating the presence of viable cells
(Fig. 2b). Confocal microscopy indicates increased green

(See figure on next page.)
Fig. 2 Uptake of carbohybrid 12 by P. falciparum induces cell death. a (i) Cellular uptake images of parasitized erythrocytes at different time points
from 30 min to 2 h of incubation with carbohybrid 12 (6 µM) and precursor compound 5 (6 µM) (ii) carbohybrid 12 treated parasitized cells for 2 h
were incubated with 2-NBDG for 30 min. Carbohybrid 12 shows increase in uptake in the time dependent manner. Uninfected erythrocytes treated
with carbohybrid 12 showed less uptake of compound as compared to parasitized erythrocytes. b Fluorescence images of parasites showing
JC-1 aggregates (red) in the mitochondria and monomeric JC-1 (green) in the cytoplasm. The first two rows of images shows untreated parasites
with bright red signal at 590 nm indicating a functional mitochondrion; the last two rows show carbohybrid 12 treated dead parasites with bright
green and very faint red signal. The bar graph showing the ratio of JC-1 (red)/JC-1 (green) in parasite population after treatment with carbohybrid
12 w.r.t control is shown in right panel. Scale bar = 5 µm
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fluorescence in cytoplasm and reduced red staining in
the mitochondria of the carbohybrid 12 treated parasites after 24 h of treatment. The ratio of red:green fluorescence in the control cells was higher as compared to
carbohybrid 12 treated parasites as represented by the
bar graphs. The results evidently confirmed the effect of
carbohybrid 12 on mitochondria membrane potential
(Δψm) in the parasite which might lead to programmed
cell death of parasite, however detailed studies need to be
done.
Carbohybrid 12 arrests growth at ring and trophozoite
stages

During asexual stages of development in host erythrocytes, Plasmodium replicates mitotically and produces
different stages like rings, trophozoite and schizonts in
host erythrocytes. The late schizonts rupture releasing
16–20 merozoites which then invade nearby erythrocytes initiating new cycle of invasion. The stage specific
effect of carbohybrid 12 was investigated in asexual
blood stages. The parasite culture was treated with carbohybrid 12 at different stages i.e. ring, trophozoite and
schizont and the effect of treatment was monitored till
ring stage of second cycle (56 h). The growth inhibition
is maximum when parasite was treated at ring stage as
compared to other intraerythrocytic stages. The higher
concentration of 15 µM was found to be detrimental to
parasite. However, when parasites were treated at schizonts stage, overall percent growth inhibition is only
13.7% even at higher concentration of 15 µM (Fig. 3a).
The development of parasite was evaluated by observing
Giemsa-stained smears at each stage by light microscopy
and the results are presented in Fig. 3b. Initial parasitaemia at ring stage (12–14 h) was taken around ~ 1% for
progression assays. In the untreated control after 24 h,
90% of parasites were trophozoite and about 10% schizonts. The images of mid trophozoite stages in control culture depicted increased cytoplasmic size and deposition
of haemozoin pigment within the food vacuole (Fig. 3b).
In contrast, carbohybrid 12 treated parasite culture failed
to develop properly in trophozoite and became small,
shrunken with less maturation of the pigment granule. In
addition, cultures with 36 h of incubation post-treatment
showed no maturation to schizonts stage with condensed
nuclear material within the parasite as compared to
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healthy punctuated schizonts in control. Pyknotic body
formation was quite significant in treated cultures. Overall parasitaemia in culture treated at ring stage decreased
to 0.5% as compared to 7.2% in untreated control after
one cycle (Fig. 3b, graph). Interestingly, when parasite
was treated at trophozoite stages, the total parasitaemia
reduced only to 4.7% in comparison to 7.2% in control
parasites (Fig. 3b, bottom left). Moreover, the parasites
treated at schizonts stages showed no significant changes
in overall parasitaemia (Fig. 3b, bottom right) indicating carbohybrid 12 is not affecting growth of parasite in
schizonts.
Anti‑microtubule activity of carbohybrid 12 is attributed
to its binding to tubulin dimer interface

Previous reports have demonstrated the effect of antimalarial drugs via perturbation of microtubules structure of parasite [13]. It has been very well shown that
coumarin derivatives exert anti-microtubule activity in
cancer cells thereby inhibiting cell division and proliferation of cells [22]. The previously published work reported
that the microtubule organization of breast cancer cells
was disturbed by treatment with galactal fused pyranopyranone derivatives [8]. This led to the hypothesis that
P. falciparum growth inhibition induced by carbohybrid 12 is accredited to its anti-microtubule activity in
the parasite To determine effect of carbohybrid 12 on
microtubule dynamics, binding site of carbohybrid 12 on
tubulin was characterized by in silico study. Molecular
docking of carbohybrid 12 was performed with α–β heterodimer of P. falciparum tubulin. Analysis of interacting
amino acid residues of tubulin showed strong binding
of carbohybrid 12 to interface of α–β heterodimer of
tubulin (Fig. 4a). The microtubule stabilizing drug paclitaxel was also tested for structural binding to the heterodimer and it was found to bind to the beta subunit of
P. falciparum tubulin [13]. The docking studies revealed
that carbohybrid 12 binds to tubulin dimer at a different site from paclitaxel. This data is supported by in vitro
fixed ratio drug combination assays [23] of carbohybrid
12 with paclitaxel. The effect of all combinations and
individual drugs was assessed on the growth of parasite. The overall parasitaemia with respect to untreated
control was determined at 72 h (trophozoites) and 96 h
(schizonts) in second cycle. Background fluorescence of

(See figure on next page.)
Fig. 3 Effect of carbohybrid 12 on progression through asexual blood stages of P. falciparum. a Timeline representing different time points in the
blood stage developmental cycle of P. falciparum (black line). # Sc1, # Sc2 and # Sc3 represent different time points of treatment with carbohybrid
12 at rings, trophozoites and schizonts respectively. The bar graph shows percent growth inhibition upon carbohybrid 12 treatment with respect
to (w.r.t.) control. b P. falciparum 3D7 cultures were treated with carbohybrid 12 (C-12) at 8 µM or 15 µM at rings (upper panel, # Sc1), trophozoites
(bottom left, # Sc2) or schizonts (bottom right, # Sc3). Morphology of P. falciparum was observed by Giemsa stained smears at different timelines of
progression through blood stages in each set as shown. The bar graph in each column represents percent parasitaemia w.r.t. untreated control
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Fig. 4 Binding of carbohybrid 12 and paclitaxel to P. falciparum tubulin. a Figure showing in silico docking of the carbohybrid 12 (brown) to the
α,β-heterodimer of tubulin. P. falciparum tubulin 3D model depicts dimer of alpha (blue) and beta (green) subunit. Paclitaxel binding site (purple) is
present on beta tubulin subunit. b Drug combination assay showing the effect of carbohybrid 12 on parasite growth in combination with paclitaxel
or both of the drugs alone. Upper and lower panels represent growth patterns of parasites treated with these compounds individually and in
combination, for 72 h and for 96 h, respectively. Concentrations of individual drugs used in the combinations are included for each data point. Error
bars represent standard error of the mean (n = 2)
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uninfected erythrocytes was subtracted in order to normalize the readings obtained for growth inhibition assay.
The results depict significant reduction in parasitaemia
at trophozoite stage, confirming it to be the target stage
of carbohybrid. The growth pattern observed for paclitaxel and carbohybrid 12 individually as compared to the
combination of these drugs showed that when these two
compounds were tested in combination, both of them
function at their full potential showing pronounced effect
on parasite growth (Fig. 4b).
Carbohybrid 12 targets the microtubule dynamics
of parasite

The studies have shown spindle and subpellicular microtubule staining in late blood stages of parasite which gets
affected in the presence of drugs [13]. A similar pattern
of microtubule staining was observed in untreated culture as parasite progressed through different blood stages
of trophozoites and schizonts (Fig. 5a(i)). When treated
with 6 µM carbohybrid 12, the changes were observed in
microtubule structure as compared to untreated culture.
The punctuate staining and diffused localization of tubulin suggested that carbohybrid 12 destabilizes microtubules (Fig. 5a(ii)). Results were compared with known
microtubule stabilizing and destabilizing drugs like paclitaxel and colchicine, respectively. Paclitaxel treatment
(500 nM) has shown thick rod-like microtubules in schizont (Fig. 5a(iii)), whereas colchicine treatment (10 µM)
resulted in diffused microtubule staining in P. falciparum (Fig. 5a(iv)) resembling the staining of carbohybrid
12 treated parasites. This suggests that the microtubule
destabilizing effect of carbohybrid 12 is similar to known
microtubule destabilizers.
The binding of carbohybrid 12 with tubulin protein
was further confirmed by Thermal Shift Assay (TSA).
The compound carbohybrid 12 binds to tubulin and provides thermostability to the protein (Fig. 5b).

Discussion
Targeted therapeutics to diseased cells has beneficial
potential in therapies associated with many deadly diseases. The fusion of biomolecules to drug results in better
cellular internalization and lower cytotoxicity. Drugs that
exhibit limited therapeutic potential, probably due to low
bioavailability would show benefit from such approaches.
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Previous reports showed incorporation of fluoro and
sulfonamide moiety to coumarin side chains resulted in
better therapeutic properties of synthesized derivative [2,
24]. The antiplasmodial activity of the novel hybrid molecules synthesized by fusion of carbohydrate group to
4-hydroxycoumarin scaffolds has been evaluated to identify potential anti-malarials. The idea behind this type of
hybridization is that the presence of carbohydrate group
will lead to (i) increased chemical stability of compound.
(ii) enhanced interaction of the compound with biological receptors that lead to better uptake. (iii) less toxicity
for human cells.
In this study, carbohydrate fused pyrano-pyranones
were screened against P. falciparum 3D7 strain. As
evident from results (Additional file 1: Table S1) and
Fig. 1a, galactal fused pyrano-pyranone carbohybrid
12 showed most potent anti-malarial activity among
these compounds. The presence of carbohydrate moiety
in carbohybrid 12 aids in its better uptake by infected
erythrocytes as compared to uninfected erythrocytes.
This could be explained by the fact that during asexual
stages of life cycle, Plasmodium mostly rely on glycolysis for energy production and need constant uptake
of glucose via hexose transporters present on parasite
[25]. Around 100 fold increase in the glucose uptake is
observed in the infected RBC as compared to uninfected
RBC [26]. Increased uptake of carbohybrid 12 by infected
erythrocytes might be explained by higher expression of
hexose transporters on parasite membrane. Further studies in this direction that leads to better understanding of
uptake mechanisms in parasite need to be done.
Coumarin derivatives may lead to lysis of erythrocytes by inhibiting different enzymes including glucose6-phosphate dehydrogenase and carbonic anhydrase [27,
28]. In order to eliminate the possibility of haematolysis,
erythrocytes were incubated with different concentrations of carbohybrid 12, but no significant lysis of erythrocytes was observed even at higher concentration of
50 µM.
Fused pyrano[3,2-c]pyranones derivatives and coumarins, natural or synthetic are used for various pharmacological applications [29, 30]. These compounds target
multiple pathways and proteins in a cell thereby inhibit
growth and proliferation of cells [1]. Microtubules,
which play an important role in cellular motility and cell

(See figure on next page.)
Fig. 5 Carbohybrid 12 alters P. falciparum microtubules dynamics. a Parasites at ring and early trophozoite stages were treated with compounds
for 24 h, permeabilized, stained with an anti-α-tubulin antibody followed by Alexa Fluor 546 secondary antibody (red). Nuclear material was stained
with DAPI (blue). Panel (i) shows untreated P. falciparum erythrocyte. Panel (ii) shows parasite treated with carbohybrid 12 at 6 µM. Panel (iii) shows
parasite treated with 500 nM paclitaxel for 24 h. Panel (iv) represent images of parasite treated with colchicine at 10 µM after 24 h. Carbohybrid 12
treated parasites showed diffuse staining of tubulin similar to colchicine. Scale bar = 1 µm. b Tubulin protein in presence of carbohybrid 12 shows
thermostability at different temperature conditions varying from 50 to 70 ºC
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division, have been recognized as one of the potential
anti-malarial drug target [31, 32]. Anti-tubulin agents
have been found to be specifically inhibiting the parasite
microtubule over the host microtubule [7].
Plasmodium falciparum has two alpha and one betatubulin gene designated as αI, αII and β, respectively
[33–35]. αI and β are transcribed at high rate in both
the sexual and asexual blood stages whereas αII is predominantly expressed in male gametocytes, gametes and
newly-formed zygotes during sexual blood stages, but
later on found to have promiscuous expression in both
male and female gametocytes [36]. Tubulin is found to be
present in all the stages of asexual erythrocytic cycle. The
level of tubulin is found to be increasing from the ring
to trophozoite to schizont stages reaching the highest
level at the segmenter stage parasite [37]. Previous work
with pyrano[3,2-c]pyranones revealed that galactal fused
pyrano[3,2-c]pyranones perturbed microtubule organization in breast cancer cells [8]. Molecular docking studies
had been carried out to study direct interaction of carbohybrid 12 with P. falciparum tubulin. The binding studies
indicated different pockets for carbohybrid 12 that lies
in the interface of α,β-heterodimer of tubulin to that of
paclitaxel. The combination assays describing drug interaction pattern supports this line of evidence. The binding
site of carbohybrid 12 distinct from paclitaxel binding
site at interface of α,β-heterodimer could explain the pronounced growth inhibitory effect of carbohybrid 12 and
paclitaxel combinations. The growth curves for combinations of these two drugs suggest that carbohybrid 12 is
more potent anti-malarial in this combination and seems
to be mostly responsible for the observed effect. Further validation for the molecular mechanism of carbohybrid 12 anti-malarial activity by immunofluorescence
assay indicates that carbohybrid 12 disrupts microtubule dynamics of parasite giving diffuse staining in late
stage trophozoites and schizonts after 24 h of treatment
in ring and early trophozoite stages. Similar staining patterns were observed in parasite treated with microtubule
destabilizing drug, colchicine.
Overall, this study endorses the use of the 4-hydroxycoumarins scaffold with carbohydrate moiety, galactal
fusion specifically, for the development of new potent
and selective tubulin targeting anti-plasmodial agents.

Conclusion
These findings encourage novel approaches of carbohydrate group fusion to 4-hydroxycoumarin precursor that
resulted in pyrano-pyranones derivatives with better solubility, enhanced uptake and improved selectivity. This
study indicates that the galactal fused pyrano-pyranone
carbohybrid 12 showed most potent anti-malarial activity against both the chloroquine sensitive (Pf3D7) and
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chloroquine resistant (PfRKL9) strains with no cytotoxicity. Conjugation to the carbohybrid moiety resulted in
enhanced uptake of carbohybrid 12 in the parasitized
erythrocytes as compared to its parent compound,
4-hydroxy coumarin. It was shown that the compound
acts by destabilizing the microtubule dynamics of the
parasite. These data confirms that carbohydrate fused
pyrano[3,2-c]pyranones are effective candidates for antimalarial interventions against P. falciparum.

Supplementary information
Supplementary information accompanies this paper at https://doi.
org/10.1186/s12936-019-2971-z.
Additional file 1: Table S1. Antimalarial Screening of compounds. Figure
S1. Molecular structure of all the compounds (n =30) used in this study.
Figure S2. Antimalarial effect of galactal fused pyrano-pyranone carbohybrid 12 in chloroquine resistant RKL 9 strain.
Abbreviations
JC1: 5,5′6,6′-tetrachloro-1,1′,3,3′ tetraethylbenzimidazolyl carbocyanine
iodide; DAPI: 4′,6-diamidino-2-phenylindole; DMSO: dimethyl sulfoxide; AFM:
atomic force microscopy; GIA: growth inhibition assay; SAR: structure activity
relationship; 2-NBDG: 2-[N-(7-nitrobenz-2-oxa-1,3-diazol-4-yl) amino]-2-deoxyd-glucose; ∆Ψm: mitochondrial membrane potential; hpi: hours post infection.
Acknowledgements
We are grateful to Advanced Instrumentation Research Facility (AIRF), Jawaharlal Nehru University for confocal and atomic force microscopy. We acknowledge National Institute of Malaria Research for providing RKL9 chloroquine
resistant line of Plasmodium falciparum.
Authors’ contributions
SG, SS and JK conceived and designed the experiments. SG and JK performed
laboratory experiments, analysed data and wrote the manuscript. PK, RS, and
CN synthesized and provided the library of compounds. RA did bioinformatics work. MC has performed experiments related to recombinant tubulin. SS,
SG and JK drafted and critically revised the manuscript. All authors read and
approved the final manuscript.
Funding
Authors are thankful to Jawaharlal Nehru University (JNU) and Shiv Nadar
University (SNU) for providing required lab facilities to conduct this
research. Funding from Science and Engineering Research Board (SERB)
(EMR/2016/005644) and Drug and Pharmaceuticals Research Programe (DPRP)
(Project No. P/569/2016-1/TDT for SS is acknowledged. SG acknowledges
University Grant Commission (UGC) for postdoctoral research fellowship. JK
is thankful to UGC-MANF fellowship for financial support. MC is supported
by UGC-SRF. PK and CN are thankful to Council of Scientific and Industrial
Research (CSIR), India for senior research fellowships. RA is supported by Shiv
Nadar Foundation fellowship. RS is thankful to the Science and Engineering
Research Board (SERB), India for financial support (EMR/2014/000320).
Availability of data and materials
All data generated or analysed during this work are included in the article.
Ethics approval and consent to participate
Not applicable.
Competing interests
The authors declare that they have no competing interests.
Consent for publication
Not applicable.

Gupta et al. Malar J

(2019) 18:346

Author details
1
Special Centre for Molecular Medicine, Jawaharlal Nehru University, New
Delhi 110067, India. 2 School of Biotechnology, Jawaharlal Nehru University,
New Delhi 110067, India. 3 Department of Chemistry, Shiv Nadar University,
NH‑91 Dadri, GB Nagar, Greater Noida, UP 201314, India. 4 Department of Life
Sciences, School of Natural Sciences, Shiv Nadar University, Greater Noida,
India. 5 Department of Chemistry, Institute of Science, Banaras Hindu University, Varanasi 221005, India.
Received: 6 April 2019 Accepted: 24 September 2019

References
1. Lacy A, O’Kennedy R. Studies on coumarins and coumarin-related compounds to determine their therapeutic role in the treatment of cancer.
Curr Pharm Des. 2004;10:3797–811.
2. Ghorab MM, Alsaid MS, El-Gaby MSA, Elaasser MM, Nissan YM. Antimicrobial and anticancer activity of some novel fluorinated thiourea derivatives
carrying sulfonamide moieties: synthesis, biological evaluation and
molecular docking. Chem Cent J. 2017;11:32.
3. Thakur A, Singla R, Jaitak V. Coumarins as anticancer agents: a review on
synthetic strategies, mechanism of action and SAR studies. Eur J Med
Chem. 2015;101:476–95.
4. Ma YM, Zhou YB, Xie CM, Chen DM, Li J. Novel microtubule-targeted
agent 6-chloro-4-(methoxyphenyl) coumarin induces G2-M arrest and
apoptosis in HeLa cells. Acta Pharmacol Sin. 2012;33:407–17.
5. Batran RZ, Kassem AF, Abbas EMH, Elseginy SA, Mounier MM. Design,
synthesis and molecular modeling of new 4-phenylcoumarin derivatives
as tubulin polymerization inhibitors targeting MCF-7 breast cancer cells.
Bioorg Med Chem. 2018;26:3474–90.
6. Fennell BJ, Naughton JA, Dempsey E, Bell A. Cellular and molecular
actions of dinitroaniline and phosphorothioamidate herbicides on Plasmodium falciparum: tubulin as a specific antimalarial target. Mol Biochem
Parasitol. 2006;145:226–38.
7. Bell A. Microtubule inhibitors as potential antimalarial agents. Parasitol
Today. 1998;14:234–40.
8. Kumari P, Gupta S, Narayana C, Ahmad S, Vishnoi N, Singh S, Sagar R.
Stereoselective synthesis of carbohydrate fused pyrano[3,2-c]pyranones
as anticancer agents. N J Chem. 2018;42:13985–97.
9. Jordan MA, Wilson L. Microtubules as a target for anticancer drugs. Nat
Rev Cancer. 2004;4:253–65.
10. Trager W, Jensen JB. Human malaria parasites in continuous culture. Science. 1976;193:673–5.
11. Bhatia R, Gautam A, Gautam SK, Mehta D, Kumar V, Raghava GP, et al.
Assessment of SYBR green I dye-based fluorescence assay for screening
antimalarial activity of cationic peptides and DNA intercalating agents.
Antimicrob Agents Chemother. 2015;59:2886–9.
12. Dery V, Duah NO, Ayanful-Torgby R, Matrevi SA, Anto F, Quashie NB. An
improved SYBR green-1-based fluorescence method for the routine
monitoring of Plasmodium falciparum resistance to anti-malarial drugs.
Malar J. 2015;14:481.
13. Chakrabarti R, Rawat PS, Cooke BM, Coppel RL, Patankar S. Cellular effects
of curcumin on Plasmodium falciparum include disruption of microtubules. PLoS ONE. 2013;8:e57302.
14. Waterhouse A, Bertoni M, Bienert S, Studer G, Tauriello G, Gumienny
R, et al. SWISS-MODEL: homology modelling of protein structures and
complexes. Nucleic Acids Res. 2018;46:W296–303.
15. Kozakov D, Hall DR, Xia B, Porter KA, Padhorny D, Yueh C, et al. The ClusPro
web server for protein–protein docking. Nat Protoc. 2017;12:255–78.
16. O’Boyle NM, Banck M, James CA, Morley C, Vandermeersch T, Hutchison
GR. Open Babel: an open chemical toolbox. J Cheminform. 2011;3:33.
17. Trott O, Olson AJ. AutoDock Vina: improving the speed and accuracy of
docking with a new scoring function, efficient optimization, and multithreading. J Comput Chem. 2010;31:455–61.
18. Sachanonta N, Chotivanich K, Chaisri U, Turner GD, Ferguson DJ, Day NP,
et al. Ultrastructural and real-time microscopic changes in P. falciparuminfected red blood cells following treatment with antimalarial drugs.
Ultrastruct Pathol. 2011;35:214–25.

Page 14 of 14

19. Ionita M, Krishna S, Leo PM, Morin C, Patel AP. Interaction of O-(undec10-en)-yl-d-glucose derivatives with the Plasmodium falciparum hexose
transporter (PfHT). Bioorg Med Chem Lett. 2007;17:4934–7.
20. Joet T, Chotivanich K, Silamut K, Patel AP, Morin C, Krishna S. Analysis
of Plasmodium vivax hexose transporters and effects of a parasitocidal
inhibitor. Biochem J. 2004;381:905–9.
21. Rathore S, Jain S, Sinha D, Gupta M, Asad M, Srivastava A, et al. Disruption
of a mitochondrial protease machinery in Plasmodium falciparum is an
intrinsic signal for parasite cell death. Cell Death Dis. 2011;2:e231.
22. Kim SN, Kim NH, Park YS, Kim H, Lee S, Wang Q, et al. 7-Diethylamino-3(2′benzoxazolyl)-coumarin is a novel microtubule inhibitor with antimitotic activity in multidrug resistant cancer cells. Biochem Pharmacol.
2009;77:1773–9.
23. Fivelman QL, Adagu IS, Warhurst DC. Modified fixed-ratio isobologram
method for studying in vitro interactions between atovaquone and proguanil or dihydroartemisinin against drug-resistant strains of Plasmodium
falciparum. Antimicrob Agents Chemother. 2004;48:4097–102.
24. Lu XY, Wang ZC, Ren SZ, Shen FQ, Man RJ, Zhu HL. Coumarin sulfonamides derivatives as potent and selective COX-2 inhibitors with efficacy
in suppressing cancer proliferation and metastasis. Bioorg Med Chem
Lett. 2016;26:3491–8.
25. Joet T, Eckstein-Ludwig U, Morin C, Krishna S. Validation of the hexose
transporter of Plasmodium falciparum as a novel drug target. Proc Natl
Acad Sci USA. 2003;100:7476–9.
26. Roth EF Jr, Raventos-Suarez C, Perkins M, Nagel RL. Glutathione stability and oxidative stress in P. falciparum infection in vitro: responses
of normal and G6PD deficient cells. Biochem Biophys Res Commun.
1982;109:355–62.
27. Maresca A, Temperini C, Pochet L, Masereel B, Scozzafava A, Supuran
CT. Deciphering the mechanism of carbonic anhydrase inhibition with
coumarins and thiocoumarins. J Med Chem. 2010;53:335–44.
28. Hopa E, Basaran I, Sinan S, Turan Y, Cakir U. In vitro inhibition effects of
some coumarin derivatives on human erythrocytes glucose-6-phosphate
dehydrogenase activities. J Enzyme Inhib Med Chem. 2014;29:728–32.
29. Melliou E, Magiatis P, Mitaku S, Skaltsounis AL, Chinou E, Chinou I. Natural
and synthetic 2,2-dimethylpyranocoumarins with antibacterial activity. J
Nat Prod. 2005;68:78–82.
30. Kostova I, Raleva S, Genova P, Argirova R. Structure-activity relationships of synthetic coumarins as HIV-1 inhibitors. Bioinorg Chem Appl.
2006;2006:68274.
31. Sinou V, Boulard Y, Grellier P, Schrevel J. Host cell and malarial targets for
docetaxel (Taxotere) during the erythrocytic development of Plasmodium
falciparum. J Eukaryot Microbiol. 1998;45:171–83.
32. Fowler RE, Fookes RE, Lavin F, Bannister LH, Mitchell GH. Microtubules in
Plasmodium falciparum merozoites and their importance for invasion of
erythrocytes. Parasitology. 1998;117:425–33.
33. Holloway SP, Gerousis M, Delves CJ, Sims PF, Scaife JG, Hyde JE. The
tubulin genes of the human malaria parasite Plasmodium falciparum,
their chromosomal location and sequence analysis of the alpha-tubulin II
gene. Mol Biochem Parasitol. 1990;43:257–70.
34. Holloway SP, Sims PF, Delves CJ, Scaife JG, Hyde JE. Isolation of alphatubulin genes from the human malaria parasite, Plasmodium falciparum:
sequence analysis of alpha-tubulin. Mol Microbiol. 1989;3:1501–10.
35. Delves CJ, Ridley RG, Goman M, Holloway SP, Hyde JE, Scaife JG. Cloning
of a beta-tubulin gene from Plasmodium falciparum. Mol Microbiol.
1989;3:1511–9.
36. Schwank S, Sutherland CJ, Drakeley CJ. Promiscuous expression of
alpha-tubulin II in maturing male and female Plasmodium falciparum
gametocytes. PLoS ONE. 2010;5:e14470.
37. Fennell BJ, Al-shatr ZA, Bell A. Isotype expression, post-translational
modification and stage-dependent production of tubulins in erythrocytic
Plasmodium falciparum. Int J Parasitol. 2008;38:527–39.

Publisher’s Note

Springer Nature remains neutral with regard to jurisdictional claims in published maps and institutional affiliations.

