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ORIGINAL ARTICLE

Antiamoebic activity of plant‑based 
natural products and their conjugated silver 
nanoparticles against Acanthamoeba castellanii 
(ATCC 50492)
Areeba Anwar1, Elaine Lim Siew Ting1, Ayaz Anwar1*  , Noor ul Ain2, Shaheen Faizi3, Muhammad Raza Shah3, 
Naveed Ahmed Khan4 and Ruqaiyyah Siddiqui4

Abstract 

Acanthamoeba spp. are the causative agent of Acanthamoeba keratitis and granulomatous amoebic encephalitis 
(GAE). The current options to treat Acanthamoeba infections have limited success. Silver nanoparticles show antimi-
crobial effects and enhance the efficacy of their payload at the specific biological targets. Natural folk plants have 
been widely used for treating diseases as the phytochemicals from several plants have been shown to exhibit amoe-
bicidal effects. Herein, we used natural products of plant or commercial sources including quercetin (QT), kolavenic 
acid (PGEA) isolated from plant extracts of Polyalthia longifolia var pendula and crude plant methanolic extract of 
Caesalpinia pulcherrima (CPFLM) as antiacanthamoebic agents. Furthermore, these plant-based materials were conju-
gated with silver nanoparticles (AgNPs) to determine the effects of the natural compounds and their nanoconjugates 
against a clinical isolate of A. castellanii from a keratitis patient (ATCC 50492) belonging to the T4 genotype. The com-
pounds were conjugated with AgNPs and characterized by using ultraviolet visible spectrophotometry and atomic 
force microscopy. Quercetin coated silver nanoparticles (QT-AgNPs) showed characteristic surface plasmon resonance 
band at 443 nm and the average size distribution was found to be around 45 nm. The natural compounds alone and 
their nanoconjugates were tested for the viability of amoebae, encystation and excystation activity against A. castella-
nii. The natural compounds showed significant growth inhibition of A. castellanii while QT-AgNPs specifically exhibited 
enhanced antiamoebic effects as well as interrupted the encystation and excystation activity of the amoebae. Inter-
estingly, these compounds and nanoconjugates did not exhibit in vitro cytotoxic effects against human cells. Plant-
based compounds and extracts could be an interesting strategy in development of alternative therapeutics against 
Acanthamoeba infections.
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Introduction
Acanthamoeba is ubiquitously found in nature (Mar-
tinez and Visvesvara 1997). The life cycle of Acantham-
oeba consists of an active stage called trophozoites, and a 
dormant cyst stage (Marciano-Cabral and Cabral 2003). 

Acanthamoeba converts to cysts when the environment 
is not optimal for survival (Khan 2006). Cysts are very 
resistant in order to survive under harsh conditions. In 
cysts stage, Acanthamoeba is resistant to chlorine, bioc-
ides and antibiotics (De Jonckheere and Van de Voorde 
1976; Lloyd et al. 2001; Turner et al. 2000). The cysts may 
survive under low temperature ranging from 0 to 2  °C 
(Brown and Cursons 1977).
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Acanthamoeba species have been characterized by 
using the rRNA sequence and are separated into 21 
genotypes (Fuerst et al. 2015). The T4 genotype of Acan-
thamoeba spp. is found to be most associated with infec-
tions (Niyyati et  al. 2016). Acanthamoeba T4 can cause 
Acanthamoeba keratitis (AK) and granulomatous amoe-
bic encephalitis (GAE) (Khan 2006; Visvesvara et  al. 
2007). Contact lens wearers (CLW) were proven to have 
a higher risk of contracting AK due to improper clean-
ing and extended wearing of contact lenses (CL). There 
are estimated 45million people that are using CL daily 
in the United States in 2016 and CL wearers account 
for 85% of the AK cases (Cope et al. 2017; Niyyati et al. 
2016). On the other hand, GAE is a fatal disease as the 
treatment remains difficult because of the limited pene-
tration of drugs through the blood brain barrier (BBB) as 
it is a highly selective barrier when compared to periph-
eral endothelium (Miller 1999). Due to the difficulties in 
treatment with current therapeutic options, development 
of antiacanthamoebic agents is urgently needed.

Natural folk plants are widely researched for treating 
various diseases. The phytochemicals extracted from a 
variety of plants exhibit amoebicidal effects. For exam-
ple, Allium sativum, Origanum syriacum, Origanum 
laevigatum, Arachis hypogaea, Curcuma longa L., Pan-
cratium maritimum L., Pterocaulon polystarchyum, Cro-
ton isabelli, Croton pallidulus, Croton ericoides etc. have 
shown antiamoebic effects against both trophozoite and 
cyst stages of amoebae (Polat et  al. 2008; Degerli et  al. 
2012; El-Sayed et al. 2012; Vunda et al. 2012). Therefore, 
research on plants extract to identify their amoebicidal 
effect is a promising avenue.

Quercetin, 3,5,7,3′,4′-Pentahydroxyflavone (Fig.  1a) is 
a light-yellowish bioactive flavonoid compound isolated 
from an oak named Querces oak. Quercetin is ubiqui-
tously found in fruits and vegetables (Brown et al. 2019). 
This bioactive compound has been studied on cells and 
animal models for antioxidative, antibacterial, antivi-
ral, anti-inflammatory and anticancer features (David 
et al. 2016). In a study conducted by Amin et al. (2016), 
quercetin expressed the highest antimicrobial activ-
ity against Staphylococcus aureus. Moreover, in a recent 
study, Artemisia argyi leaves which were found to contain 
quercetin exhibited antiamoebic features and cytotoxicity 
against A. castellanii (Kolören et al. 2019).

Kolavenic acid (PGEA) (Fig.  1b) is a diterpene 
(16-oxo-cleroda-3,13(14)-E-diene-15-oic acid) that 
can easily be isolated from widely occurring plant 
Polyalthia longifolia from the family Annonaceae. This 
plant is known in south Asia as ‘Ulta Ashok’. Extracted 
compounds from Polyalthia longifolia have expressed 
several biological functions proven through therapeu-
tic experiments (Katkar et al. 2010). Previously, Rashid 
et al. (1996) showed PGEA to cause inhibition of bacte-
ria and several fungal strains that were resistant to anti-
biotics. Another plant, Caesalpinia pulcherrima has 
been used in treating liver infections, intermittent fever, 
skin diseases, diarrhea, inflammation etc. (De Padua 
et al. 1978; Patel et al. 2010). The flower of C. pulcher-
rima are famous folklore herbal medicine for erysip-
elas and optical inflammation (De Padua et  al. 1978). 
Research has shown that C. pulcherrima expressed 
antifungal activity against Candida albicans and Cryp-
tococcus neoformans (Vivek et al. 2013). The methanolic 

a

b

Fig. 1  Chemical structure of quercetin a and b Kolavenic acid (PGEA)



Page 3 of 10Anwar et al. AMB Expr           (2020) 10:24 

extract of C. pulcherrima has shown an inhibition zone 
of 1.3 cm and 1.2 cm for C. albicans and C. neoformans 
(Vivek et al. 2013).

Silver nanoparticles (AgNPs) have been shown to pos-
sess antimicrobial effects against microorganisms such 
as yeast, fungi, bacteria and parasites (Kim et  al. 2007). 
Green-synthesized silver nanoparticles have tremendous 
potential in antimicrobial chemotherapy (Ahmed et  al. 
2016). Plant extracts and purified natural products con-
jugated with nanoparticles have high therapeutic values 
for drug development against infectious diseases (Kup-
pusamy et al. 2016). Recently, various plant extracts and 
purified natural products coated nanoparticles have 
shown potential translational values against A. castella-
nii. For example, Aloe vera conjugated with silver nano-
particles, Pongamia pinnata conjugated with zinc oxide 
(Dinesh et al. 2015; Sundrarajan et al. 2015).

Hence, based on above literature, this study was 
designed to test the antiacanthamoebic effects of plant-
based compounds and extracts including quercetin, 
PGEA, and CPFLM for the first time. Moreover, these 
natural products were conjugated with silver nanopar-
ticles to assess the effect of organic v/s nanomaterials 
against A. castellanii.

Materials and methods
Materials
The chemicals including Trypan blue, phosphate-buff-
ered saline (PBS), non-nutrient agar, proteose peptone, 
yeast extract, d-glucose, Roswell Park Memorial Insti-
tute 1640 medium (RPMI-1640), sodium dodecyl sulfate 
(SDS), silver nitrate (AgNO3), methanol and dimethyl-
sulfoxide (DMSO) were purchased from Thermo Fisher 
Scientific (Massachusetts, USA). Chlorhexidine was 
purchased from Sigma-Aldrich (San Francisco, USA). 
Quercetin was purchased from Sigma-Aldrich (San Fran-
cisco, USA), while PGEA isolation and preparation of 
CPFLM extracts were carried out as reported previously 
(Khan et al. 2017).

Acanthamoeba castellanii culture
A clinical isolate of A. castellanii from a keratitis patient 
(ATCC 50492) was cultured with PYG medium contain-
ing proteose peptone 0.75% (w/v), yeast extract 0.75% 
(w/v) and glucose 1.5% (w/v) at 30  °C in 75  cm2 tissue 
culture flask. The flasks were checked with the condition 
of the cells and the turbidity of the media to make sure 
the culture is free from bacterial contaminations. The 
media in the flask was changed after every 24 h of incu-
bation. Moreover, when the cell confluency is 70% and 
above, sub-culturing was performed.

Silver nanoparticles synthesis
The synthesis of natural products coated AgNPs was 
done by adding silver nitrate (AgNO3) aqueous solu-
tion with a reducing agent sodium borohydride in the 
presence of QT, PGEA and CPFLM. 500  μL QT and 
PGEA (0.1 mM) were mixed with 500 μL 0.1 mM AgNO3 
in the microcentrifuge tubes, followed by addition of 
20 μL of sodium borohydride (5 mM) and sonicated for 
1  h. The colour of reaction changed to yellow–brown 
upon addition of reducing agent. CPFLM is methanolic 
extract of Caesalpinia pulcherrima flower. 30  mg of 
dried extract was dissolved in 30  mL of methanol and 
made up to 50  mL volume with deionized water. The 
solution was then filtered and 10 mL of the filtrate was 
added in 150 mL of silver nitrate solution (1 mM). The 
solution was stirred at 25 °C temperature for 3 h. Nano-
particle formation was evidenced with the visual color 
change of the mixture solution from colorless to yellow. 
These colloidal suspensions were subjected to character-
ization for the confirmation of nanoparticles synthesis.

Characterization of silver nanoparticles
The conjugated AgNPs were characterized by using 
Ultraviolet–Visible Spectrophotometer (UV–Vis) 
(Thermo Fischer, Evolution 210) and atomic force 
microscopy (AFM). The solvents for each drug were used 
as the blank and obtained a wavelength graph after run-
ning the test. For AFM, samples were loaded on mica 
surface and air dried, finally these samples were imaged 
on AFM instrument (Agilent, 5500) in tapping mode.

Amoebicidal assay for Acanthamoeba castellanii
5 × 105 A. castellanii were incubated with 5 and 10 µM 
concentrations of natural products and their nano-
conjugates with RPMI-1640 in each well (Sissons et al. 
2006). Chlorhexidine was used as a positive control 
while RPMI-1640 alone as a negative control. Well 
plates were incubated for 24 h at 30 °C. The viability of 
A. castellanii was determined by adding 0.1% Trypan 
blue and counting live (unstained) amoeba.

Encystation assay for Acanthamoeba castellanii
To assess the effects of these compounds on the inhibi-
tion of cyst formation, 5 × 105 A. castellanii trophozoites 
were incubated with natural products and their nano-
conjugates at 5 and 10 µM concentrations with encysta-
tion media (10% glucose and 5 µM MgCl2) (Anwar et al. 
2018b). Chlorhexidine was used as a positive control 
while encystation media as a negative control. Plates were 
incubated for 72 h at 30  °C. The formation of A. castel-
lanii cysts was determined by adding 0.05% SDS which 
dissolves all trophozoites and live amoeba cysts  were 
counted using haemocytometer.
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Excystation assay for Acanthamoeba castellanii
The cysts were prepared by inoculating 1 mL of cell sus-
pension (cell pellet dissolved in PBS) onto non-nutrient 
agar plate and incubated at 30  °C for at least 14  days. 
The cysts were removed from the plates by adding PBS 
and scraping by using a cell scraper and were trans-
ferred into a 50  mL conical tubes. These tubes were 
centrifuged at 3000×g for 10 min, and the cell density 
was estimated by haemocytometer. 1 × 105 A. castella-
nii cysts were incubated with 5 and 10 μM concentra-
tions of natural products and their nanoconjugates in 
PYG for 72 h at 30 °C (Anwar et al. 2018b). Trophozo-
ites were counted by adding 0.1% Trypan blue for the 
cell viability.

HaCaT keratinocyte cells culture
Human keratinocyte skin cells (HaCaT) (CVCL-0038, 
CLS, 300493) were purchased from Cell Line Service 
(CLS), Germany. HaCaT cells were routinely cultured 
in Roswell Park Memorial Institute (RPMI)-1640 sup-
plemented with 10% of each foetal bovine serum and 
Nu-serum, 2 mM glutamine, 1 mM pyruvate, penicillin, 
streptomycin (100 units/mL and 100  μg/mL, respec-
tively), vitamins and non-essential amino acids in 75-cm2 
culture flasks as reported previously (Anwar et al. 2019a). 
After formation of confluent, uniform mono-layer (24 h), 
old media was aspirated, and cells were detached by 
using 2 mL trypsin. The cell suspension was centrifuged 
at 2500×g for 5  min. The obtained pellet was then re-
suspended in 25  mL fresh cell growth media, and each 
well of a 96-well plate was seeded with 200 μL of this cell 
suspension and the plates were incubated in a 5% CO2 
incubator with 95% humidity (at 37  °C for 24  h) until 
the uniform monolayer of cells was observed under light 
microscope.

Cell cytotoxicity assays
Cytotoxicity of QT, PGEA, CPFLM, and their nanocon-
jugates towards human keratinocytes cells was tested by 
treating 5 and 10 µM with HaCaT monolayers in 96-well 
plates by using Lactate dehydrogenase (LDH) assay as 
described previously (Anwar et  al. 2019a). The cells 
were incubated in a 37  °C, 5% CO2 incubator for 24  h. 
Untreated cells in RPMI-1640 only were taken as nega-
tive controls and 1% Triton X-100 was used as a positive 
control. Following the 24  h incubation, cell death was 
determined as extent of LDH release from damaged cells 
detected by LDH detection kit (Invitrogen) at 490 nm. % 
Cytotoxicity was calculated as follows: 

Statistical analysis
The significant differences were determined by using 
two sample T-test; two-tailed distribution comparing the 
average of two independent groups on an Excel sheet. A 
critical value of P < 0.05 is used for all the evaluations. In 
the graphical presentation, y-axis error bars are indica-
tive of the mean ± standard errors of three experiments 
performed in duplicates.

Results
Natural compounds‑conjugated AgNPs characterization
The natural compounds-conjugated with AgNPs were 
characterized by UV–Vis spectrophotometry for the con-
firmation of AgNPs. Quercetin-AgNPs (QT-AgNPs) gave 
a characteristic surface plasmon resonance band (maxi-
mum absorption) at 443 nm as a representative example of 

(

Sample absorbance− negative control absorbance
)

/

(Positive control absorbance

− negative controlabsorbance) × 100.

Fig. 2  a UV–Vis spectra of quercetin conjugated silver nanoparticles (QT-AgNPs) showing characteristic surface plasmon resonance band at 443 nm 
confirming the formation of QT-AgNPs. b AFM topographic image recorded on an AFM instrument
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stable silver nanoparticles of medium size (Fig. 2a) as com-
pared to pure quercetin having a maximum absorption at 
370 nm (He et al. 2012). AFM analysis was performed with 
QT-AgNPs as a representative example for the size and 
morphology of the AgNPs conjugated with natural com-
pounds. The nanoconjugates were found to be spherical in 
shape and have an average diameter of 45 nm (Fig. 2b).

QT, PGEA and CPFLM exhibited significant amoebicidal 
effects while silver nanoparticles conjugation enhanced 
their antiamoebic activity
Amoebicidal assay was performed to observe the effects 
of the natural products and their nanoconjugates on the 
viability of A. castellanii. 10 µM QT, PGEA and CPFLM 
significantly reduced the number of A. castellanii from 
5 × 105 to 2.3 × 105, 2.18 × 105 and 8.12 × 104 respectively 
(Fig.  3). Furthermore, the conjugates showed significant 
reduction in amoebae viability as compared to natural 
products and AgNPs alone. Figure 4 shows representative 
images of the wells after A. castellanii treatment.

QT‑AgNPs showed enhanced effects against encystation 
of A. castellanii
QT alone did not show tendency to inhibit the encysta-
tion of A. castellanii, however, QT-AgNPs significantly 

inhibited the encystment. In case of PGEA and CPFLM, 
natural products showed significant inhibition of encys-
tation by reducing the number of A. castellanii cysts to 
5 × 103 and 8.75 × 103 when compared to the encysta-
tion medium alone which was considered as negative 
control (Fig.  5). As for nanoconjugates, PGEA-AgNPs 
and CPFLM-AgNPs also significantly reduced the num-
ber of cysts to 3.125 × 104 and 1 × 105 respectively as 
compared to negative control, but when compared 
to the natural products alone the PGEA-AgNPs and 
CPFLM-AgNPs did not show statistical significance.

QT‑AgNPs significantly inhibited the excystation of A. 
castellanii
The compound QT alone did not exhibit a significant 
result in the excystation assay, however, 5  µM QT-
AgNPs significantly reduced the number of viable 
amoeba cysts to 5 × 103 as compared to the negative 
control (1.925 × 105), AgNPs alone as well as QT alone 
(Fig. 6). Moreover, A. castellanii cysts were fully killed 
by treating with 10  µM of QT-AgNPs. On the other 
hand, PGEA and CPFLM decreased the viable number 
of amoeba cysts to 6.25 × 103 and 2.75 × 104 respec-
tively, however their conjugation with AgNPs did not 

*
*

#

*
*

#
#

*

*

#
#

0

1

2

3

4

5

6

N
o.

 o
f V

ia
bl

e 
A.

ca
ste

lla
ni

i x 
10

00
00

Fig. 3  Amoebicidal effects of QT, PGEA, CPFLM and the nanoconjugates of the natural compounds above mentioned against A. castellanii. 5 × 105 
A. castellanii was incubated with 5 and 10 μM (or mg/mL) of the natural compounds and the nanoconjugates for 24 h at 30 °C then the viability 
of A. castellanii was determined by staining with 0.1% Trypan Blue. The natural products QT, PGEA and CPFLM showed significant inhibition 
of A. castellanii growth when compared to the negative control (amoeba alone) (*P < 0.05, using two sample T-test, two-tailed distribution). 
Nanoparticles conjugation enhanced the antimaoebic activity of natural products as compared to AgNPs and compounds alone (*P < 0.05, using 
two sample T-test, two-tailed distribution). #shows significance as compared to compound and AgNPs alone
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a  Amoeba alone  Amoeba + solvent  Amoeba + 
Chlorhexidine Amoeba + QT 10µM  Amoeba + QT-AgNPs

10µM

Amoeba + PGEA-AgNPs
10µM

Amoeba + CPFLM 
10mg/ml

 Amoeba + CPFLM-AgNPs
10mg/ml  Amoeba + AgNPs 10µMAmoeba + PGEA 10µM

b c d e

jihgf

Fig. 4  Representative effects of naturals compounds and nanoconjugates on inhibiting the viability of A. castellanii. a Amoeba alone; b 
amoeba + solvent control; c amoeba + chlorhexidine 100 μM (positive control); d amoeba + QT 10 μM; e amoeba + QT-AgNPs 10 μM; f 
amoeba + PGEA 10 μM; g amoeba + PGEA-AgNPs 10 μM; h amoeba + CPFLM 10 mg/mL; i amoeba + CPFLM-AgNPs 10 mg/mL; j amoeba + AgNPs 
alone 10 μM
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Fig. 5  Effects of QT, PGEA, CPFLM and the nanoconjugates of the natural compounds above mentioned on the encystation of A. castellanii. 5 × 105 
amoebae were incubated with encystation media (E.M, including 10% glucose and 5 μM MgCl2) and respective 5 and 10 μM of compounds or 
nanoconjugates for 72 h at 30 °C. Then the cysts were counted after adding 0.05% of Sodium dodecyl sulfate (SDS). 10 μM of QT-AgNPs showed 
significantly enhanced encystation activity as compared to QT and AgNPs alone (#P < 0.05, using two sample T-test, two-tailed distribution). PGEA 
and CPFLM alone showed significant inhibition of A. castellanii encystation when compared to the negative control (amoeba + E.M) (*P < 0.05, using 
two sample T-test, two-tailed distribution)
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Fig. 6  Effects of QT, PGEA, CPFLM, and the nanoconjugates of natural compounds mentioned above on the excystation inhibition of A. castellanii 
cysts. 1 × 105 cysts were incubated with 5 and 10 μM (or mg/mL) of natural compounds or nanoconjugates for 72 h at 30 °C then the viability 
of A. castellanii trophozoites were determined by staining with 0.1% Trypan blue. The nanoconjugates of quercetin (10 μM) showed significantly 
increased results as compared to AgNPs and QT alone (#P < 0.05, using two samples T-test, two-tailed distribution). PGEA and CPFLM alone showed 
significant inhibition of A. castellanii excystation when compared to the negative control (cysts alone) (*P < 0.05, using two samples T-test, two-tailed 
distribution)
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Fig. 7  QT, PGEA, CPFLM and their silver nanoconjugates showed limited cytotoxicity to HaCaT cells. Briefly, 10 μM of test samples were added to 
HaCaT cells and incubated for 24 h at 37 °C in a 5% CO2 incubator. The compounds and nanoparticles showed less than 30% cytotoxicity at 10 μM
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exhibit significant inhibition of excystation as com-
pared to natural products alone (Fig. 6).

Cytotoxicity of natural products and their nanoconjugates 
against human cells
The compounds and their nanoconjugates while tested 
against human keratinocytes HaCaT cell line only showed 
minimal cytotoxicity as determined by LDH determina-
tion. None of the test samples were found to exhibit more 
than 30% damage to HaCaT cells (Fig. 7).

Discussion
Acanthamoeba infections are challenging to treat 
mainly due to sturdy nature of cysts. The resistance of 
Acanthamoeba cysts has been a major obstacle in the 
antimicrobial chemotherapy. Several drugs have been 
developed to treat amoeba i.e. chlorhexidine, ampho-
tericin B, pentamidine etc. (Niyyati et al. 2016), however, 
there are several difficulties faced by the treatment intro-
duced including toxicity of the drugs towards human 
cells, limited penetration through the blood brain barrier, 
and the morphological transformation of the trophozo-
ites into cysts which are more tough to kill (Khan 2006).

Silver nanoparticles have been recently known to 
enhance the antiacanthamoebic effects of the drugs 
(Anwar et al. 2018a). Using the help of the nanosized par-
ticles, the drugs for treatment may access to the target 
easier (Ahmed et  al. 2016). Silver nanoparticles help to 
improve the ability of the compounds use for treatment 
as the drugs have poor bioavailability, therefore the con-
jugation with silver nanoparticles are likely to improve 
the transportation of the drugs to infected areas (Radwan 
et al. 2017). Recently, natural products coated nanoparti-
cles have shown potent antiacanthamoebic effects. Tan-
nic acid, Oleic acid, Cinnamic acid, Hesperidin, Naringin, 
Periglaucine A, and Betulinic acid coated nanoparti-
cles have shown the step forward in the development of 
nanomedicine against challenging infections caused by 
Acanthamoeba (Padzik et  al. 2018; Anwar et  al. 2018b, 
2019a, b; Mahboob et al. 2018). Moreover, various plant 
extracts coated nanoparticles have also shown prom-
ise in the drug discovery against Acanthamoeba infec-
tions. Nanoparticles coated with the extracts of following 
plants Nigella sativa, Pterocaulon balansae, Jatropha 
curcas, Jatropha gossypifolia, Euphorbia milii, Aloe vera, 
Pongamia pinnata have produced natural products based 
and safer alternatives against Acanthamoeba (Elkadery 
et al. 2019; Panatieri et al. 2017; Borase et al. 2013; Dinesh 
et al. 2015; Sundrarajan et al. 2015). However, the exact 
mechanism by which natural products coated nanoparti-
cles exhibit antiacanthamoebic activities is yet not com-
pletely understood. Albeit, these in vitro studies suggest 
potential for drug development, but further mechanistic 

and in vivo studies are required before these can be rec-
ommended for any clinical implications.

The natural products used in this study QT, PGEA 
and CPFLM exhibited potent antiamoebic activities 
against Acanthamoeba. The killing effect of these com-
pounds and extracts on amoebae hold promise as only 
low doses are required against both trophozoites and 
cyst stages. Moreover, these compounds and plants are 
widely distributed in a variety of environments which 
makes them easily accessible. According to the amoebi-
cidal assays performed, QT, PGEA and CPFLM exhib-
ited significant amoebicidal effects which were further 
improved in their nanoconjugates. The properties of 
the QT-AgNPs preventing the morphological transfor-
mation of trophozoites into cysts and vice versa have 
been found which is of immense importance in terms 
of drug development against A. castellanii. Notably, in 
excystation assay, 10 μM of QT-AgNPs had fully killed 
the trophozoites that transformed from the cysts in 
an advantageous environment (PYG; growth media). 
However, in the case of PGEA and CPFLM, the natural 
products alone showed better inhibition of encystation 
and excystation as compared to the nanoconjugates. 
QT and most of the flavonoids are known to possess 
antimicrobial activities against bacteria, fungi and 
parasites. Their mode of antiparasitic action against a 
common protist Entamoeba histolytica is considered to 
be a combination of various factors such as inhibition 
of energetic metabolism, cell proliferation and protein 
kinases. Moreover, several flavonoids are also known to 
damage DNA and induce apoptosis in Entamoeba his-
tolytica (Martínez-Castillo et  al. 2018). PGEA belongs 
to clerodane diterpene class of natural products. These 
compounds are known to produce permeabilization of 
fungal cell membrane (Cotoras et  al. 2004). Although 
not much biological studies have been conducted 
on this compound, but it has also shown antifungal 
effects against phytopathogenic fungus Botrytis cinerea 
(Salah et  al. 2003). CPFLM extract on the other hand 
is a known folklore medicine for eye inflammation and 
has been tested against various pathogenic bacteria 
and fungi. The high associated antimicrobial effects of 
CPFLM extracts are attributed to the presence of phe-
nolic and polyphenolic compounds (Vivek et al. 2013).

In conclusion, results obtained in this study showed 
potential use of the natural compounds QT and PGEA, 
plant extract CPFLM and their nanoconjugates against 
A. castellanii. These natural products showed potent 
antiacanthamoebic effects as well as the inhibition of 
the encystation and excystation activity. Moreover, 
when conjugated with AgNPs, QT-AgNPs showed over-
all enhanced antiamoebic effects. However, mechanistic 
and in vivo studies should be carried out to determine 
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the activity of the natural compounds and their nano-
conjugates for drug development against A. castellanii.

Acknowledgements
Authors would like to acknowledge Sunway University lab staff.

Authors’ contributions
AA and ELST performed the antiamoebic studies. NUA and SF worked on isola-
tion and synthesis of compounds. AA and ELST synthesized the nanoparticles. 
MRS and NAK characterized the materials. AA and RS analysed the data and 
supervised the studies. AA conceived the idea and prepared the manuscript 
with AA and NAK. All authors read and approved the final manuscript.

Funding
This work is supported by Sunway University, Malaysia.

 Availability of data and materials
Data will be provided upon request on case to case basis.

Ethics approval and consent to participate
This article does not contain any studies with human participants or animals 
performed by any of the authors.

Consent for publication
The manuscript was submitted with approval of all authors.

Competing interests
The authors declare that they have no competing interests.

Author details
1 Department of Biological Sciences, School of Science and Technology, 
Sunway University, Subang Jaya, 47500, Selangor, Malaysia. 2 Department 
of Chemistry, University of Karachi, Karachi 75270, Pakistan. 3 HEJ Research 
Institute of Chemistry, International Center for Chemical and Biological Sci-
ences, University of Karachi, Karachi 75270, Pakistan. 4 Department of Biol-
ogy, Chemistry and Environmental Sciences, American University of Sharjah, 
Sharjah 26666, United Arab Emirates. 

Received: 8 September 2019   Accepted: 18 January 2020

References
Ahmed S, Ahmad M, Swami BL, Ikram S (2016) A review on plants extract 

mediated synthesis of silver nanoparticles for antimicrobial applications: 
a green expertise. J Adv Res 7:17–28

Amin M, Khurram M, Khan T, Faidah H, Ullah Shah Z, Ur Rahman S, Haseeb 
A, Ilyas M, Ullah N, Umar Khayam S, Iriti M (2016) Effects of luteolin and 
quercetin in combination with some conventional antibiotics against 
methicillin-resistant Staphylococcus aureus. Int J Mol Sci 17:1947

Anwar A, Siddiqui R, Hussain MA, Ahmed D, Shah MR, Khan NA (2018a) Silver 
nanoparticle conjugation affects antiacanthamoebic activities of ampho-
tericin B, nystatin, and fluconazole. Parasitol Res 117:265–271

Anwar A, Siddiqui R, Shah MR, Khan NA (2018b) Gold nanoparticle-conjugated 
cinnamic acid exhibits antiacanthamoebic and antibacterial properties. 
Antimicrob Agents Chemother 62:e00630–18

Anwar A, Abdalla SAO, Aslam Z, Shah MR, Siddiqui R, Khan NA (2019a) Oleic 
acid–conjugated silver nanoparticles as efficient antiamoebic agent 
against Acanthamoeba castellanii. Parasitol Res 118:2295–2304

Anwar A, Masri A, Rao K, Rajendran K, Khan NA, Shah MR, Siddiqui R (2019b) 
Antimicrobial activities of green synthesized gums-stabilized nanoparti-
cles loaded with flavonoids. Sci Rep 9:3122

Borase HP, Patil CD, Sauter IP, Rott MB, Patil SV (2013) Amoebicidal activity of 
phytosynthesized silver nanoparticles and their in vitro cytotoxicity to 
human cells. FEMS Microbiol Lett 345:127–131

Brown TJ, Cursons RT (1977) Pathogenic free-living amebae (PFLA) from frozen 
swimming areas in Oslo, Norway. Scand J Infect Dis 9:237–240

Brown FA, Fox DL, Burtt EH, Losey GS (2019) Coloration. Encyclopædia 
Britannica

Cope JR, Collier SA, Nethercut H, Jones JM, Yates K, Yoder JS (2017) Risk 
behaviours for contact lens-related eye infections among adults and 
adolescents—United States, 2016. MMWR 66:841

Cotoras M, Folch C, Mendoza L (2004) Characterization of the antifungal 
activity on Botrytis cinerea of the natural diterpenoids kaurenoic acid and 
3β-hydroxy-kaurenoic acid. J Agric Food Chem 52:2821–2826

David AVA, Arulmoli R, Parasuraman S (2016) Overviews of biological impor-
tance of quercetin: a bioactive flavonoid. Pharmacogn Rev 10:84

De Jonckheere J, Van de Voorde H (1976) Differences in destruction of cysts 
of pathogenic and nonpathogenic Naegleria and Acanthamoeba by 
chlorine. Appl Environ Microbiol 31:294–297

De Padua LS, Lugod GC, Pancho JV (1978) Handbook on Philippine Medicinal 
Plants, vol 2. University Publication Office, Las Banos

Degerli S, Tepe B, Celiksoz A, Berk S, Malatyali E (2012) In vitro amoebicidal 
activity of Origanum syriacum and Origanum laevigatum on Acantham-
oeba castellanii cysts and trophozoites. Exp Parasitol 131:20–24

Dinesh D, Murugan K, Madhiyazhagan P, Panneerselvam C, Kumar PM, Nico-
letti M, Jiang W, Benelli G, Chandramohan B, Suresh U (2015) Mosquito-
cidal and antibacterial activity of green-synthesized silver nanoparticles 
from Aloe vera extracts: towards an effective tool against the malaria 
vector Anopheles stephensi. Parasitol Res 114:1519–1529

Elkadery AAS, Elsherif EA, Eldin HME, Fahmy IAF, Mohammad OS (2019) 
Efficient therapeutic effect of Nigella sativa aqueous extract and chitosan 
nanoparticles against experimentally induced Acanthamoeba keratitis. 
Parasitol Res. https​://doi.org/10.1007/s0043​6-019-06359​-x

El-Sayed NM, Ismail KA, Ahmed SAEG, Hetta MH (2012) In vitro amoebicidal 
activity of ethanol extracts of Arachis hypogaea L., Curcuma longa L. and 
Pancratium maritimum L. on Acanthamoeba castellanii cysts. Parasitol Res 
110:1985–1992

Fuerst PA, Booton GC, Crary M (2015) Phylogenetic analysis and the evolu-
tion of the 18S rRNA gene typing system of Acanthamoeba. J Eukaryot 
Microbiol 62:69–84

He Y, He Z, He F, Wan H (2012) Determination of quercetin, plumbagin and 
total flavonoids in Drosera peltata Smith var. glabrata YZ Ruan. Pharma-
cogn Mag 8:263

Katkar KV, Suthar AC, Chauhan VS (2010) The chemistry, pharmacologic, and 
therapeutic applications of Polyalthia longifolia. Pharmacogn Rev 4:62

Khan NA (2006) Acanthamoeba: biology and increasing importance in human 
health. FEMS Microbiol Rev 30:564–595

Khan AK, Ahmed A, Hussain M, Khan IA, Ali SA, Farooq AD, Faizi S (2017) 
Antibiofilm potential of 16-oxo-cleroda-3, 13 (14) E-diene-15 oic acid 
and its five new γ-amino γ-lactone derivatives against methicillin resist-
ant Staphylococcus aureus and Streptococcus mutans. Eur J Med Chem 
138:480–490

Kim JS, Kuk E, Yu KN, Kim JH, Park SJ, Lee HJ, Kim SH, Park YK, Park YH, Hwang 
CY, Kim YK (2007) Antimicrobial effects of silver nanoparticles. Nanomed 
Nanotechnol Biol Med 3:95–101

Kolören O, Kolören Z, Şekeroğlu ZA, Çolayvaz M, Karanis P (2019) Amoebicidal 
and amoebistatic effects of Artemisia argyi methanolic extracts on Acan-
thamoeba castellanii trophozoites and cysts. Acta Parasitol 64:63–70

Kuppusamy P, Yusoff MM, Maniam GP, Govindan N (2016) Biosynthesis of 
metallic nanoparticles using plant derivatives and their new avenues 
in pharmacological applications—an updated report. Saudi Pharm J 
24:473–484

Lloyd D, Turner NA, Khunkitti W, Hann AC, Furr JR, Russell AD (2001) Encysta-
tion in Acanthamoeba castellanii: development of biocide resistance. J 
Eukaryot Microbiol 48:11–16

Mahboob T, Nawaz M, Tian-Chye T, Samudi C, Wiart C, Nissapatorn V (2018) 
Preparation of poly (dl-lactide-co-glycolide) nanoparticles encapsulated 
with periglaucine A and betulinic acid for in vitro anti-Acanthamoeba and 
cytotoxicity activities. Pathogens 7:62

Marciano-Cabral F, Cabral G (2003) Acanthamoeba spp. as agents of disease in 
humans. Clin Microbiol Rev 16:273–307

Martinez AJ, Visvesvara GS (1997) Free-living, amphizoic and opportunistic 
amebas. Brain Pathol 7:583–598

Martínez-Castillo M, Pacheco-Yepez J, Flores-Huerta N, Guzmán-Téllez P, 
Jarillo-Luna RA, Cárdenas-Jaramillo LM, Campos-Rodríguez R, Shibayama 
M (2018) Flavonoids as a natural treatment against Entamoeba histolytica. 
Front Cell Infect Microbiol 8:209

Miller DW (1999) Immunobiology of the blood–brain barrier. J Neurovirol 
5:570–578

https://doi.org/10.1007/s00436-019-06359-x


Page 10 of 10Anwar et al. AMB Expr           (2020) 10:24 

Niyyati M, Dodangeh S, Lorenzo-Morales J (2016) A review of the current 
research trends in the application of medicinal plants as a source for 
novel therapeutic agents against Acanthamoeba infections. Iran J Pharm 
Res 15:893

Padzik M, Hendiger EB, Chomicz L, Grodzik M, Szmidt M, Grobelny J, Lorenzo-
Morales J (2018) Tannic acid-modified silver nanoparticles as a novel 
therapeutic agent against Acanthamoeba. Parasitol Res 117:3519–3525

Panatieri LF, Brazil NT, Faber K, Medeiros-Neves B, von Poser GL, Rott MB, Zorzi 
GK, Teixeira HF (2017) Nanoemulsions containing a coumarin-rich extract 
from Pterocaulon balansae (Asteraceae) for the treatment of ocular Acan-
thamoeba keratitis. AAPS PharmSciTech 18:721–728

Patel SS, Verma NK, Chatterjee C, Gauthaman K (2010) Screening of Caesalpinia 
pulcherrima linn flowers for analgesic and anti-inflammatory activities. Int 
J Appl Res Nat Prod 3:1–5

Polat ZA, Vural A, Ozan F, Tepe B, Özcelik S, Cetin A (2008) In vitro evaluation of 
the amoebicidal activity of garlic (Allium sativum) extract on Acan-
thamoeba castellanii and its cytotoxic potential on corneal cells. J Ocul 
Pharmacol Ther 24:8–14

Radwan MA, AlQuadeib BT, Šiller L, Wright MC, Horrocks B (2017) Oral adminis-
tration of amphotericin B nanoparticles: antifungal activity, bioavailability 
and toxicity in rats. Drug Deliv 24:40–50

Rashid MA, Hossain MA, Hasan CM, Reza MS (1996) Antimicrobial diterpenes 
from Polyalthia longifolia var. pendulla (Annonaceae). Phytother Res 
10:79–81

Salah MA, Bedir E, Toyang NJ, Khan IA, Harries MD, Wedge DE (2003) Antifungal 
clerodane diterpenes from Macaranga monandra (L) Muell. et Arg. 
(Euphorbiaceae). J Agric Food Chem 51:7607–7610

Sissons J, Alsam S, Stins M, Rivas AO, Morales JL, Faull J, Khan NA (2006) Use of 
in vitro assays to determine effects of human serum on biological charac-
teristics of Acanthamoeba castellanii. J Clin Microbiol 44:2595–2600

Sundrarajan M, Ambika S, Bharathi K (2015) Plant-extract mediated synthesis 
of ZnO nanoparticles using Pongamia pinnata and their activity against 
pathogenic bacteria. Adv Powder Technol 26:1294–1299

Turner NA, Harris J, Russell AD, Lloyd D (2000) Microbial differentiation and 
changes in susceptibility to antimicrobial agents. J Appl Microbiol 
89:751–759

Visvesvara GS, Moura H, Schuster FL (2007) Pathogenic and opportunistic free-
living amoebae: Acanthamoeba spp., Balamuthia mandrillaris, Naegleria 
fowleri, and Sappinia diploidea. FEMS Immunol Med Microbiol 50:1–26

Vivek MN, Manasa M, Pallavi S, Kambar Y, Asha MM, Chaithra M, Mallikarjun N, 
Onkarappa R (2013) Antimicrobial and antioxidant activity of leaf and 
flower extract of Caesalpinia pulcherrima, Delonix regia and Peltaphorum 
ferrugineum. J Appl Pharm Sci 3:64

Vunda SLL, Sauter IP, Cibulski SP, Roehe PM, Bordignon SAL, Rott MB, Apel MA, 
von Poser GL (2012) Chemical composition and amoebicidal activity of 
Croton pallidulus, Croton ericoides, and Croton isabelli (Euphorbiaceae) 
essential oils. Parasitol Res 111:961–966

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in pub-
lished maps and institutional affiliations.


	Antiamoebic activity of plant-based natural products and their conjugated silver nanoparticles against Acanthamoeba castellanii (ATCC 50492)
	Abstract 
	Introduction
	Materials and methods
	Materials
	Acanthamoeba castellanii culture
	Silver nanoparticles synthesis
	Characterization of silver nanoparticles
	Amoebicidal assay for Acanthamoeba castellanii
	Encystation assay for Acanthamoeba castellanii
	Excystation assay for Acanthamoeba castellanii
	HaCaT keratinocyte cells culture
	Cell cytotoxicity assays
	Statistical analysis

	Results
	Natural compounds-conjugated AgNPs characterization
	QT, PGEA and CPFLM exhibited significant amoebicidal effects while silver nanoparticles conjugation enhanced their antiamoebic activity
	QT-AgNPs showed enhanced effects against encystation of A. castellanii
	QT-AgNPs significantly inhibited the excystation of A. castellanii
	Cytotoxicity of natural products and their nanoconjugates against human cells

	Discussion
	Acknowledgements
	References




