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Abstract

Malaria remains a major health problem worldwide. All clinical symptoms of malaria are attributed to the asexual
blood stages of the parasite life cycle. Proteins resident in apical organelles and present on the surface of P.
falciparum merozoites are considered promising candidates for the development of blood stage malaria vaccines. In
the present study, we have identified and characterized a microneme associated antigen, PfMA [PlasmoDB Gene ID:
PF3D7_0316000, PFC0700c]. The gene was selected by applying a set of screening criteria such as transcriptional
upregulation at late schizogony, inter-species conservation and the presence of signal sequence or transmembrane
domains. The gene sequence of PfMA was found to be conserved amongst various Plasmodium species. We
experimentally demonstrated that the transcript for PfMA was expressed only in the late blood stages of parasite
consistent with a putative role in erythrocyte invasion. PfMA was localized by immunofluorescence and immuno-
electron microscopy to be in the micronemes, an apical organelle of merozoites. The functional role of the PfMA
protein in erythrocyte invasion was identified as a parasite adhesin involved in direct attachment with the target
erythrocyte. PfMA was demonstrated to bind erythrocytes in a sialic acid independent, chymotrypsin and trypsin
resistant manner and its antibodies inhibited P. falciparum erythrocyte invasion. Invasion of erythrocytes is a complex
multistep process that involves a number of redundant ligand-receptor interactions many of which still remain
unknown and even uncharacterized. Our work has identified and characterized a novel P. falciparum adhesin
involved in erythrocyte invasion.
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Introduction

Malaria still remains a major infectious disease that plagues
the world despite extensive efforts spanning more than a
century to control this disease. Every year about 300–500
million malaria cases are detected that lead to about 1 million
deaths worldwide [1]. Most of the clinical symptoms of P.
falciparum malaria are attributed to asexual propagation of the
parasite within human erythrocytes. The blood stage life cycle
involves merozoite invasion, growth, multiplication within the
infected erythrocyte (schizogony), followed by egress of the
daughter merozoites that go onto invade new uninfected

erythrocytes. Thus parasite entry into the host erythrocyte is
the most critical step of its life cycle with respect to malaria
pathogenesis. It involves primary contact via proteins coated
on its surface, followed by release of proteins resident in apical
secretory organelles to form a tight junction [2-4]. The tight
junction powered by the parasite actin-myosin motor moves as
a circumferential ring along the parasite-erythrocyte interface
facilitating merozoite entry into the host cell. During the
invasion process, the parasite creates a parasitophorous
vacuole within which it resides in the host erythrocyte [2,3].

P. falciparum erythrocyte invasion involves a number of
redundant ligand-receptor interactions that allow the parasite to
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invade through multiple alternate pathways [2-4]. The P.
falciparum genome encodes 5300 genes of which an estimated
2700 are expressed during the blood stages [5,6]. The entire
set of parasite ligands involved in erythrocyte invasion still
remains unknown. Understanding the complex process of P.
falciparum merozoite invasion requires the identification and
characterization of novel parasite ligands and their interactions
with receptors on erythrocytes. The availability of the P.
falciparum transcriptome data has provided opportunities for
the identification of novel antigens, which are involved in
merozoite invasion [5-7].

Transcriptome analysis of the complete asexual
intraerythrocytic developmental cycle (IDC) of P. falciparum
identified 262 ORFs that showed an expression induction
during late schizont stages similar to leading malaria vaccine
candidates and other well characterized merozoite surface/
apical proteins that are known to play a role in erythrocyte
invasion [6]. Of the 262 ORFs, 189 were of unknown function,
representing a list of novel putative antigens. Recent reports
also enlist an invadome sub-network wherein 418 genes have
been hypothesized to be involved in P. falciparum merozoite
invasion [7]. However their localization and functional role in
merozoite invasion process remains to be elucidated.

In the current study, we have identified a novel P. falciparum
merozoite protein, PF3D7_0316000 (PFC0700c) and have
characterized its role in erythrocyte invasion. The protein was
demonstrated to be expressed at the schizont stage of the
asexual life cycle, localized in the micronemes and thus named
as PfMA (P. falciparum Microneme Associated Antigen). PfMA
was identified as a novel parasite adhesin that exhibited
specific erythrocyte binding activity and whose antibodies
blocked erythrocyte invasion. This study has validated the
functional role of a novel parasite protein (PfMA) in erythrocyte
invasion.

Results

Identification and sequence analysis of
PF3D7_0316000- a P. falciparum microneme associated
antigen (PfMA)

In our efforts to identify novel merozoite proteins that might
be involved in erythrocyte invasion, we screened three
transcription databases to identify genes whose expression
profile matched that of well characterized genes known to be
involved in the invasion process [5-7]. These genes were
further sorted, on the basis of their conservation among
different Plasmodium species and the presence of either a
signal peptide or transmembrane domain in their encoded
proteins. On this basis, PF3D7_0316000 was selected for
further validation of its role in erythrocyte invasion.
PF3D7_0316000 is a 307 amino acid protein (~ 37.1 kDa) that
contains an N-terminal stretch of hydrophobic residues, a C-
terminal single transmembrane domain and a short cytoplasmic
tail. A schematic representation of the PfMA protein is
represented in Figure 1A. PfMA homologues were identified in
P. vivax (PVX_095435), P. berghei (PBANKA_041380), P.
chabaudi (PCHAS_041470), P. yoelii (PY03459) and P.
cynomolgi (PCYB_083370). An alignment of the predicted

protein sequences of these putative MA genes from different
Plasmodium species (Figure S1) showed a 22.9% identity in
terms of the number of identical residues amongst the six PfMA
orthologues. A pair wise identity of 46.2% was analyzed by the
Geneious R6 software (Biomatters) that represents the
average identity of all possible pairs between the species.

Expression of recombinant PfMA
The DNA sequence of the PfMA gene encoding a 244 amino

acid region of the ectodomain of the parasite protein was
cloned in the T7 promoter based plasmid pET-28a(+)
(Novagen). The recombinant protein was expressed in E. coli
BL21 (DE3) cells (Codon plus, Stratagene) with a 6×His-tag.
The protein got expressed in inclusion bodies and was purified
by metal affinity chromatography (Ni-NTA column) and followed
by removal of the denaturant by dilution in an L-Arginine based
Tris buffer pH 7.4. The protein was further dialyzed in 50 mM
Tris pH 7.4 and 150 mM NaCl. The purified recombinant PfMA
protein (rPfMA) migrated as a single band on SDS-PAGE
(Figure 1B), which was also detected by immunoblotting using
an anti-polyHistidine tag antibody (Sigma) (Figure 1C).
Reverse phase-HPLC analysis of rPfMA on a C8 column
showed a single symmetrical peak indicating that rPfMA had
been purified to homogeneity (Figure S2A). rPfMA was
subjected to trypsin digestion followed by MALDI/TOF/TOF.
The mass spectrometric analysis revealed peptides
corresponding to rPfMA that confirmed its identity (Figure S2B).
The purified protein was formulated with complete Freund’s
adjuvant or incomplete Freund’s adjuvant and used to
immunize mice and rabbit. Terminal bleeds were collected on
Day 70 and the antibody titres were analyzed by ELISA. Both
mice and rabbit sera showed end point titres for the PfMA
antibodies around 1:240000 (Figure S3A,B). The ELISA results
represent an average of two independent experiments
performed in triplicate. These antibodies detected rPfMA in
immunoblotting, in which pre-immune antibodies failed to
detect rPfMA confirming the specificity of anti-PfMA antibodies
(Figure S3C).

Expression analysis of PfMA during the different
stages of the asexual erythrocytic life cycle

To confirm the expression of PfMA transcripts during the
asexual blood stage of the parasite’s life cycle, cDNA were
prepared from synchronized cultures (P. falciparum clone 3D7)
at the ring, trophozoite and schizont stage parasites and
analyzed by RT-PCR. Maximum expression of PfMA
transcripts were observed at the schizont stage with a much
lower expression detected in ring and trophozoite stages
(Figure 1D). As a control for stage specificity, the transcript for
EBA-175 was detected only in the schizont stage preparation
as reported previously (Figure 1D) [8]. As a loading control,
RT-PCR was performed with 18S rRNA primers that showed
equal transcript expression at all three stages indicating that an
equal amount of cDNA was used from the three different
stages (Figure 1D). RT-PCR analysis with intron specific
primers was performed as a control for checking any possible
genomic DNA contamination in our cDNA preparations. The
results clearly showed amplification of the 180 bp intron region
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Figure 1.  Expression of recombinant PfMA and transcriptional analysis of PfMA in different blood stages of P.
falciparum.  (A) Schematic representation of the primary structure of the 307 amino acid PfMA protein (PlasmoDB ID
PF3D7_0316000). PfMA comprises of an N-terminal hydrophobic stretch (residues 1 to 21), a transmembrane TM domain (residues
245-267), and a cytoplasmic tail (CT) at the carboxyl terminal (residues 268-307). The ectodomain (1-244 residues) was expressed
in a recombinant form (shown as a bar) and antibodies were raised to this region. (B) SDS-PAGE showing purified recombinant
PfMA (rPfMA) at the expected size of 30kDa (shown with arrow). (C) Detection of rPfMA by anti-polyHistidine tag antibody (Sigma)
by immunoblotting (shown with arrow) (D) RT-PCR analysis of PfMA in different blood stages of P. falciparum cDNA prepared from
different blood stages i.e. ring (R), trophozoite (T) and schizont (S) were used to amplify PfMA transcripts using gene specific
primers. The level of PfMA transcription increased from the ring to schizont stages. As a control for equal amounts of RNA from the
three stages, RT-PCR was performed with the 18S rRNA primers. RT-PCR of EBA-175 was analyzed as a control for stage
specificity. Intronic primers showed amplification only in genomic DNA (g) and not in cDNA from all the stages.
doi: 10.1371/journal.pone.0074790.g001
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only with genomic DNA and not with cDNA preparations
(Figure 1D). Thus, we experimentally demonstrated that PfMA
transcription followed a cyclic pattern during the blood stage life
cycle with peak expression at the schizont stage. These
findings are consistent with the expression profile observed
with other P. falciparum genes known to be involved in
erythrocyte invasion [5-7].

To further confirm PfMA expression at the protein level,
synchronised parasites (P. falciparum 3D7 clone) from the
three stages [ring (R), trophozoite (T), schizont (S)] were
harvested, treated with saponin and the total proteins were
extracted using the detergent based RIPA lysis buffer. Equal
amounts of the total protein lysates from the three parasite
stages were subjected to immunoblotting using specific anti-
PfMA antibodies. A ~35kDa band corresponding to the
expected size of the native parasite protein was detected only
in the schizont stage consistent with our RNA transcription data
described above (Figure 2A). In order to ensure equal loading
of the three lysates, we performed a BCA estimation of the
protein content in each of the three lysate samples and loaded
an equal amount (30 µg) on the gel (Figure S3D)

PfMA protein expression was also analyzed in three other P.
falciparum clones, HB3, Dd2 and MCamp by immunoblotting
using anti-PfMA antibodies. A ~35kDa band similar to that
observed in 3D7 was also detected in the three strains
confirming PfMA expression among these strains (Figure 2B).
The nucleosome assembly protein, NapL [9] was probed as a
control in the immunoblot experiment.

The expression of PfMA protein was also evaluated by
immunofluorescence confocal microscopy. PfMA expression
was detected in the schizont stage and neither in the ring or
trophozoite stage parasites (Figure 2C). No fluorescence
staining was observed in the schizont stage with pre-immune
sera (Figure 2C). In schizonts, PfMA showed punctate staining
towards the apex of individual merozoites consistent with the
staining observed with invasion proteins known to reside in the
apical organelles [10-14]. These results confirm that PfMA is
expressed during the schizont stage of the erythrocytic life
cycle of the parasite.

Sub-cellular localization of PfMA in P. falciparum
To define the sub-cellular localization of PfMA in the

merozoites, co-localization studies were performed by
immunofluorescence microscopy using antibodies against
different parasite proteins known to localize in different apical
organelles or merozoite surface such as EBA-175
(micronemes), PfRH2 (rhoptry), apical sushi protein (ASP;
rhoptry) and merozoite surface protein-1(MSP-119)
[11,12,13,15]. Co-staining with the surface marker MSP-119
showed that PfMA is located at the apical pole of the intra-
schizont merozoites and not on the merozoite surface (Figure
3A). PfMA showed a punctate staining that was distinct from
the nuclear staining of DAPI but similar to that observed with
EBA-175, PfRH2 and ASP. The PfMA signal was observed to
co-localize with that of EBA-175 suggesting that PfMA may
reside in the micronemes (Figure 3B). This was consistent with
the observation that PfMA staining was very distinct from that

of the rhoptry markers, PfRH2 or ASP confirming that PfMA is
not localized in the rhoptries (Figure 3C, Figure 3D).

Furthermore the co-localization of PfMA was studied by both
confocal (A1, Nikon) and structured illumination microscopy (N-
SIM, Nikon) with antibodies against the marker proteins,
EBA-175 (micronemes) and PfRH2 (rhoptry). The staining of
PfMA showed a complete merge with staining of EBA-175 in
schizonts and free merozoites (Figure 4A), while it was quite
distinct from the staining of PfRH2 (Figure 4A). The z stacks of
the confocal images were analyzed by the ‘‘Coloc’’ module of
the Imaris x 64 7.2.1 software (Bitplane Scientific). Results of
the correlation analysis between the staining intensities
observed for the two antibodies were expressed as Pearson
correlation coefficient. The analysis revealed coefficients of
0.82 and 0.41 with EBA-175 and PfRH2 respectively (Figure
4A). Smears of free merozoites immunostained with PfMA and
EBA-175 and PfRH2 antibodies were also subjected to 2D
SIM. SIM provides a resolution in the range of 80-100nm in the
XY plane. The staining of PfMA was found to merge with
EBA-175 and not with PfRH2, strongly suggesting its
localization in the micronemes of P. falciparum merozoites
(Figure 4B).

Micronemal localization of PfMA was further confirmed by
immuno-electron microscopy (IEM). Ultra thin sections of free
merozoites and schizont stage parasites were probed with anti-
PfMA mouse antibodies. PfMA staining was specifically
detected in small vesicular structures i.e. micronemes at the
apical end of merozoites, away from the nucleus and near the
rhoptries (Figure 5A). No staining was observed in the rhoptries
(Figure 5B; Figure 5C). A similar staining in the small vesicles
was also observed with the known micronemal marker,
EBA-175 (Figure 5 D, Figure 5E) further confirming that PfMA
is located in the micronemes of the P. falciparum merozoites.

PfMA binds to the surface of human erythrocytes
The erythrocyte binding activity of the native PfMA protein

was studied with untreated and different enzyme treated
erythrocytes using culture supernatants obtained from purified
P. falciparum schizonts in standard assays as reported earlier
[12]. The presence of native PfMA among the proteins eluted
from the erythrocytes incubated with parasite culture
supernatants was detected by immunoblotting using anti-PfMA
antibodies. The native ~32 kDa fragment of PfMA was
observed to bind to untreated (U), neuraminidase (N),
chymotrypsin (C) and trypsin (T) treated erythrocytes (Figure
6A). As a control, RPMI medium containing no parasite protein
was incubated with the normal human erythrocytes and no
protein was detected in the eluate (B) confirming that the
detection of the ~32 kDa PfMA protein was a specific
phenomenon. More so, like many invasion proteins that have
been reported to be processed during invasion and detected as
smaller fragments in culture supernatants [12,14,16,17], we
also observed that the PfMA protein in culture supernatants
was smaller (3-4 kDa) than that observed in the parasite lysate.

In a similar assay, rPfMA protein was also found to bind
erythrocytes with the same specificity as observed for the
native PfMA. As a control for the enzymatic treatments, the
erythrocyte binding of the native EBA-175 parasite protein from
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Figure 2.  Protein expression of PfMA in different blood stages of P. falciparum.  (A) Immunoblot analysis of equal amount of
total protein from highly synchronized 3D7 parasites at ring (R), trophozoite (T) and schizont stage (S) with anti-PfMA antibodies
showed a band in the schizont stage preparation at ~ 35 kDa representing full length fragment of PfMA. (B) Immunoblot analysis of
PfMA expression amongst different P. falciparum strains showed a band of ~ 35 kDa similar to that of 3D7. The P. falciparum
nuclear accessory protein NapL was probed as a loading control. (C) PfMA protein expression was analyzed in different stages of
the asexual blood-stage life cycle by confocal immune-fluorescence microscopy using anti-PfMA mouse serum (green). Parasite
nuclei were counterstained with DAPI (blue). No detectable PfMA staining was observed in ring and trophozoite stages. In
schizonts, PfMA was detected as a punctate staining characteristic of many apical organelle resident proteins. No staining was
detected with pre-immune sera. The scale bar indicates 2 µm.
doi: 10.1371/journal.pone.0074790.g002
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culture supernatants and its recombinant receptor binding
domain, PfF2 was also analyzed. As reported earlier, native
EBA-175 is known to bind with glycophorin A on the
erythrocyte surface and this interaction is sensitive to
neuraminidase or trypsin and resistant to chymotrypsin
treatment [18,19]. Consistent with this report, both native

EBA-175 and recombinant PfF2 bound untreated and
chymotrypsin treated erythrocytes but failed to bind with
neuraminidase and trypsin treated erythrocytes (Figure 6A,
Figure 6B).

Figure 3.  PfMA localization in schizont stages analyzed by fluorescence microscopy.  Sub-cellular localization of PfMA was
studied by co-immunostaining with surface protein (A), microneme (B), rhoptry (C, D) resident proteins. P. falciparum schizonts
were co-immunostained with mouse anti-PfMA (green) and rabbit antibodies against one of the 4 marker proteins (EBA175/PfRH2,
ASP, MSP-119) (red). The nuclei of schizont were stained with DAPI (blue) and slides were visualized by fluorescence microscope.
All apical marker proteins and PfMA showed punctate staining in schizonts. PfMA was localized in the micronemes as it signal co-
stained with micronemal marker EBA-175. The scale bar indicates 2 µm.
doi: 10.1371/journal.pone.0074790.g003
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Figure 4.  Micronemal localization of PfMA in merozoites analyzed by confocal and super resolution microscopy.  (A) Co-
localization of PfMA was studied with micronemal resident protein EBA-175 and rhoptry protein PfRH2 in mature schizonts and free
merozoites by confocal microscopy. PfMA (green) co-localizes with EBA-175 (red) but does not co-localize with PfRH2 (red). [Scale
bar 2 µm (schizont); 1µm (merozoite)]. 2D scatter plots of the voxel intensities in the red and green channels as observed for the
respective images are shown in the right-hand column. The Pearson’s correlation coefficient was determined for voxel intensity
correlation between the red and green channels and is displayed in the lower right-hand corner of the scatter plot. The inset image
shows the snapshot of three-dimensional reconstruction of the confocal z-stack images of merozoites (scale bar 0.3 µm). (B) 2D
Structured illumination microscopy (SIM) also showed complete co-localization between the staining of PfMA and EBA-175 and not
with PfRH2, confirming its localization in the micronemes of P. falciparum merozoites. [Scale bar 1µm].
doi: 10.1371/journal.pone.0074790.g004
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PfMA antibodies block the erythrocyte binding of the
native parasite protein

We also determined whether the PfMA antibodies blocked
the erythrocyte binding of the native parasite protein. Purified
rabbit IgG against PfMA was tested for inhibition of binding in
standard erythrocyte binding assay at a concentration range of
25-500µg/ml. The PfMA purified IgG specifically blocked the
erythrocyte binding of the PfMA parasite protein with complete
inhibition obtained at a concentration of 100µg/ml (Figure 6C).
Even at a concentration of 500 µg/ml, PfMA antibodies had no
effect on the binding of the native EBA-175 protein further
confirming the specificity of the PfMA antibodies (Figure 6C).

PfMA antibodies exhibit invasion inhibitory activity
PfMA antibodies were analyzed for their invasion inhibitory

activity against the P. falciparum clone 3D7 in a one-cycle in
vitro FACS-based invasion inhibition assay [12]. Purified total
IgG against PfMA from rabbit sera exhibited a dose dependent
invasion inhibitory activity (Figure S4A) with a 35-37% inhibition
at an IgG concentration of 20 mg/ml (Figures S4A and 7).
PfAMA-1 antibodies were used as a positive control in the

assay and showed 71% invasion inhibition at an IgG
concentration of 5 mg/ml (Figure 7). Invasion inhibition of PfMA
IgG was also tested with different enzyme treated erythrocytes
at 20 mg/ml (Figure 7). With all three enzymatically treated
erythrocytes, the invasion inhibitory activity of the PfMA IgG
was observed to be higher (54.6% - neuraminidase, 44.9% -
trypsin, 42.3% - chymotrypsin) than that of untreated normal
erythrocytes (35%) (Figure 7). The experiments were
performed thrice in duplicates. The increase in invasion
inhibition with the neuraminidase (p=0.0022) or trypsin treated
erythrocytes (p=0.026) was statistically significant over the
inhibition with untreated erythrocytes as calculated by the
student’s t-test (p<0.05).

The invasion of the three enzymatically treated erythrocytes
by the 3D7 parasite clone compared to untreated erythrocytes
was in the range of 78-80% (Figure S4B), which is consistent
with previous reports [20,21]. Thus, the increase of PfMA
antibody mediated invasion inhibition with the enzymatically
treated erythrocytes was not due to poor invasion of the
enzymatically treated erythrocytes by the parasite. The higher
invasion inhibitory activity of PfMA antibodies with the enzyme

Figure 5.  Localization of PfMA by Immuno-electron microscopy.  Ultra thin sections of P. falciparum parasites at schizont/
merozoite stages were labelled with mouse anti-PfMA or anti-EBA-175 antibodies followed with anti-mouse secondary antibody
conjugated with 15nm colloidal gold particle. (A) Labelling with the PfMA antibody was confined only to the micronemes (arrows) in
the apical end of the free merozoite and was absent from the rhoptry (Rh) or nucleus (Nu). (B, C) Similarly PfMA staining in the
schizonts was observed only in the micronemes and not in the rhoptries. (D, E) A similar pattern of staining in the schizonts was
observed with the micronemal marker EBA-175.
doi: 10.1371/journal.pone.0074790.g005
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Figure 6.  PfMA exhibits erythrocyte binding activity and anti-rPfMA antibodies blocked the erythrocyte binding of native
PfMA.  (A) The erythrocyte binding activity of native PfMA was analyzed with a panel of untreated and different enzymatically
treated erythrocytes. The ~32 kDa PfMA protein from parasite culture supernatants bound to untreated (U), neuraminidase (N),
chymotrypsin (C) and trypsin (T) treated erythrocytes. Binding of native PfEBA-175 from the same parasite culture supernatants
was analyzed as a positive control. (B) Recombinant rPfMA exhibited a similar binding specificity with the same set of enzymatically
treated erythrocytes. Binding of rPfF2 was analyzed as a positive control. No PfMA protein was detected when the erythrocytes
were incubated with an RPMI only control (B). (C) Anti-rPfMA antibodies specifically blocked erythrocyte binding of the native PfMA
protein. 3D7 culture supernatant was incubated with normal erythrocytes in the presence of purified rabbit anti-PfMA IgG at different
concentrations of 0–500 µg/µl. Anti-PfMA IgG had no effect on the binding of the native EBA-175 parasite protein.
doi: 10.1371/journal.pone.0074790.g006
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treated erythrocytes is consistent with native PfMA binding with
all three enzymatically treated erythrocytes as described
above. Thus, restricting the repertoire of receptors accessible
to the parasite by enzymatic treatment enhanced the role of
PfMA in the invasion of these erythrocytes and as a result
increased the inhibitory effect of the PfMA antibodies. Although
PfMA antibodies exhibit a low invasion inhibitory activity, the
dose dependent increase in invasion inhibition and the higher

inhibition observed with enzymatically treated erythrocytes do
suggest that the inhibitory effect is specific.

Discussion

The transcriptome data for P. falciparum has provided the
much needed impetus to identify novel antigens involved in the
crucial process of erythrocyte invasion and validate their
potential as vaccine targets [5-7]. With such a large number of

Figure 7.  Invasion inhibitory activity of PfMA antibodies.  PfMA antibodies were evaluated for their invasion inhibition activity
against the P. falciparum 3D7 clone. Purified rabbit IgG at a concentration of 20 mg/ml was tested with different enzyme treated
erythrocytes. The antibodies exhibited 35% inhibition of untreated erythrocytes (U), 54.6% inhibition of neuraminidase treated
erythrocytes (N), 44.95% inhibition of trypsin (T) treated erythrocytes and 42.3% inhibition of chymotrypsin (C) treated erythrocytes.
The control PfAMA-1 antibodies at 5mg/ml exhibited 71% inhibition. Three independent experiments were done in duplicate. The
error bars represent the standard error of the mean between the assays. Statistical significance between invasion inhibition of
untreated and enzyme-treated erythrocytes was calculated by the Student’s t-test with a p value < 0.05 indicating statistical
significance (*p < 0.05; ** p < 0.01).
doi: 10.1371/journal.pone.0074790.g007
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genes expressed in the asexual blood stage still remaining
uncharacterized, it cannot be denied that the most efficacious
blood-stage target antigen for an effective malaria vaccine may
have still not been identified. More so, functional
characterization of novel parasite proteins many termed as
hypothetical remains important for us to get a complete
understanding of the biology of the blood stage parasites. On
the basis of a bioinformatics approach that involved sorting
novel P. falciparum genes that may have a putative role in
erythrocyte invasion, we have identified and characterized a
novel P. falciparum protein, PlasmoDB ID: PF3D7_0316000
(www.plasmodb.org) and named it as P. falciparum Microneme
Associated Antigen (PfMA). A similar approach has been
reported previously to identify P. falciparum genes involved in
the process of erythrocyte invasion [10,22]. PfMA contains an
N-terminal hydrophobic sequence that encodes a weak signal,
a predicted single transmembrane domain, and a small
cytoplasmic tail. PfMA orthologues have been found in different
Plasmodium species. The structural features of PfMA, it’s
timing of expression during the schizont stage and cross
species conservation led us to speculate that PfMA could be a
potential invasion related protein.

To confirm our hypothesis, we analyzed the expression of
PfMA at both the level of RNA transcription and protein
translation, and confirmed that its expression was up-regulated
during the schizont stage of the parasite life cycle. These
findings are in coherence with the transcription data generated
from previous microarray studies that placed PfMA in the group
of parasite proteins already known or predicted to play a role in
the invasion of human erythrocytes [5-7]. Furthermore the
expression of PfMA was also detected in 3 other strains of P.
falciparum.

Our findings on the localization of PfMA by IFA suggested
that it is located in the micronemes of merozoites. SIM and
immuno–electron microscopy further confirmed that PfMA is
resident in the micronemes. Micronemes are vesicles about
160 nm long and 65 nm wide. They are around 40 in number
and located at the apex of merozoite [23]. Apart from
micronemes, merozoites also possess a secretory network at
the apical end comprising of rhoptries and dense granules.
These organelles harbour many proteins required for
attachment and formation of the junction at the site of parasite
entry in the host erythrocyte [2-4,24,25]. Micronemes contain a
repertoire of proteins known to be involved in the process of
erythrocyte invasion such as the erythrocyte binding antigens
(EBA-175, EBA-140,EBA-181), that bind with the host
erythrocyte in a sialic acid dependent manner [2-4,11,26-28].
P. falciparum microneme proteins are Type 1 integral
membrane proteins with a hydrophobic N-terminal signal
sequence, a single transmembrane domain and small
cytoplasmic tail [29,30,31]. Recently, a GPI-anchored protein
GAMA was also found to be localized in the micronemes [14].
PfMA has a single transmembrane domain and a short
cytoplasmic tail. However, the prediction of well defined signal
sequence is not strong but a stretch of hydrophobic residues at
the N-terminus indicates the presence of putative weak signal
peptide, which could mediate trafficking through the
endoplasmic reticulum-trans golgi network (TGN) [32].

A number of parasite proteins that reside in the apical
organelles (Micronemes or Rhoptries) are known to mediate
the attachment of the merozoite with the erythrocyte by binding
to different erythrocyte surface receptors [2-4,10-12,14,26-31].
Therefore, we evaluated the role of PfMA as an adhesin that
binds to human erythrocytes. We demonstrated that PfMA is a
parasite adhesin that specifically binds erythrocytes in a sialic
acid independent, trypsin and chymotrypsin resistant manner
similar to that observed for other parasite ligands such as
PfTRAMP, PfRH5 and some variants of BAEBL [16,17,33-35].
The native PfMA protein from culture supernatants observed to
bind to erythrocytes was smaller to the one observed in the
schizont lysate, which could be attributed to the shedding of
PfMA in culture supernatant by cleavage near the
transmembrane domain. Similar processing has been observed
for several invasion related proteins [12,14,16,17]. In addition,
we were able to produce the recombinant PfMA protein that
also bound erythrocytes with the same specificity as that of the
native parasite protein. Furthermore our results demonstrated
that the antibodies against rPfMA specifically blocked the
binding of native PfMA to erythrocytes, confirming its role as an
adhesin.

We further evaluated the efficacy of antibodies generated
against PfMA to inhibit merozoite invasion in a one cycle assay
in a dose dependent manner. We tested PfMA purified IgG at a
concentration range of 2.5-20 mg/ml as has been reported
previously [36,37]. At a total IgG concentration of 20 mg/ml,
35% inhibition of parasite invasion was observed with
untreated erythrocytes which further significantly increased with
the enzymatic treatments similar to previous reports for other
invasion ligands [12,38]. The increase in invasion inhibition
efficiency of the PfMA antibodies with enzyme treated
erythrocytes is due to the restriction of multiple alternate
pathways to the parasite during which PfMA gains a more
prominent role as it is still able to bind the enzymatically treated
erythrocytes. Thus, the invasion inhibitory activity displayed by
the PfMA antibodies is in line with previous reports on other
key invasion ligands, whose antibodies have also shown an
increase in invasion inhibition with treated erythrocytes
compared to untreated erythrocytes [12,38]. The low inhibitory
effects of antibodies against parasite ligands is primarily due to
the redundancy exhibited by P. falciparum due to which it does
not remain dependent on any one parasite ligand and
possesses the ability to invade erythrocytes through multiple
pathways [2-4]. In enzymatically treated erythrocytes, both the
erythrocyte receptors and the invasion pathways accessible to
the parasite are reduced. Thus, in such a case the parasite
proteins whose receptors are resistant to the enzymatic
treatments acquire a more prominent role in mediating
erythrocyte invasion. This can be further explained by the
previously suggested hypothesis of hierarchically placed
invasion pathways wherein, the silencing of a dominant
invasion pathway results in significant utilization of alternative
invasion pathways by the parasite [39-43]. In both scenarios,
the antibodies against the key resistant ligand exhibit a higher
potency in blocking erythrocyte invasion by the parasite.

The invasion inhibition with the PfMA antibodies is lower
compared to that of other previously reported antigens such as
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PfRH2 [12,44], PfRH5 [45], EBA-175 [46], which could be
attributed to the quality of the antibodies raised against the
recombinant protein per se or could reflect a secondary role of
PfMA among the large number of redundant pathways involved
in P. falciparum erythrocyte invasion [43]. Our results are
similar to those reported with PfRH4, a parasite ligand that
binds with CR1 and is known to mediate invasion through the
sialic acid independent pathway [38,41,42,47,48]. It was also
reported that PfRH4 IgG targeting a 261 amino acid receptor
binding region exhibited no invasion inhibitory activity although
these antibodies blocked the erythrocyte binding of the native
PfRH4 protein [47]. In a later study, PfRH4 antibodies raised
against a larger 730 amino acid region also exhibited poor
inhibition with untreated erythrocytes but demonstrated potent
inhibition with neuraminidase treated erythrocytes [38] as
observed in our current study on PfMA.

Thus, following previous studies in which different regions of
the same parasite protein have elicited antibodies with variable
invasion inhibitory activity, it would be interesting to assess
whether a smaller functional region of the PfMA protein would
induce more potent invasion inhibitory antibodies. In addition,
PfRH4 antibodies have also been shown to exhibit additive
inhibition of invasion when targeted in combination with other
parasite ligands [49]. Therefore, it would also be important to
test whether PfMA antibodies produce any additive or
synergistic inhibition in combination with antibodies against
other key ligands involved in erythrocyte invasion as reported
previously [33,49-52]. These all are interesting lines for future
research studies on PfMA, which will further help in validating
its potential as a target of antibody mediated blockade of
erythrocyte invasion.

In summary, the present study reports a novel P. falciparum
protein PfMA that is expressed during the schizont stage,
resides in the micronemes and binds with the erythrocyte
during invasion. Our study adds another novel adhesin to the
ever increasing portfolio of P. falciparum antigens involved in
erythrocyte invasion.

Materials and Methods

Ethics Statement
The animal studies described below were approved by the

ICGEB Institutional Animal Ethics Committee (IAEC Reference
No. MAL52). ICGEB is licensed to conduct animal studies for
research purposes under the registration number 18/1999/
CPCSEA (dated 10/1/99).

Parasite culture
Parasites were cultured in vitro as per the standard protocol

first reported by Trager and Jensen [53]. The P. falciparum
strain 3D7 was cultured in O+ human erythrocytes in
RPMI-1640 medium (GIBCO) supplemented with 0.5%
Albumax II (GIBCO), 24mM HEPES, 360 µM hypoxanthine,
24mM sodium bicarbonate and 10 µg/ml gentamycin at 37°C
[53]. Parasite cultures were synchronized by two sorbitol
treatments at 48 h intervals as reported previously [54].

Isolation of DNA and total RNA
The genomic DNA was isolated from in vitro culture of P.

falciparum following a standard protocol [55]. Total RNA was
isolated from synchronized P. falciparum 3D7 parasite cultures
using the mini-RNA isolation kit (Qiagen). 500 ng total RNA
was used to synthesize cDNA using the cDNA synthesis kit
(Invitrogen) following the manufacturer’s protocol. Gene
specific primers were designed for RT-PCR that are as follows:
PfMAFwd1 (5’-AACATTCTGAGTAGCCCGTT-3’), PfMARev1
(5’-GGTTCATATTCCTGTTCTTCG-3’), EBA-175Fwd (5’-
AATTTCTGTAAAATATTGTG ACCATATG), EBA-175Rev (5’-
GATACTGCACAACACAGATTTCTTG-3’), Intron Fwd (5’-
GACTTCCACCTTATATTCCATG-3’), IntronRev (5’-
TATAAGCCGTAGTTT TATCCCTA-3’), 18S rRNA control
primers 18SFwd (5’-CCGCCCGTCGCTCCTACC G-3’),
18SRev (5’- CCTTGTTACGACTTCTCCTTCC-3’).

Cloning, expression and generation of antisera against
PfMA

The region of the native PF3D7_0316000 gene encoding the
amino acid sequence of (Met 1 to Lys 244) was PCR amplified
from 3D7 genomic DNA using the following primers:
PfMAFwd2 (5’-TACGACCCATGGGCATGCACGATTTTT
TTTTAAAATC-3’); PfMARev2 (5’-
CACGTACTCGAGTCAATGGTGATGGTGATGGT
GTTCTAGTTTTTTTAACAAAATATACATGGTT-3’). The PCR
product encoding PfMA was digested with NcoI and XhoI (New
England Biolabs) and inserted downstream of the T7 promoter
in the E. coli expression vector pET-28a(+) (Novagen) to obtain
the plasmids pPfMA-pET-28a. Sequencing of the ligated
plasmids confirmed the correct sequence of the PfMA gene
fragments and that the insertions were in the correct reading
frame. The plasmids were transformed in E. coli BL21 (DE3)
cells (Codon plus, Stratagene). Recombinant protein with C-
terminus His tag was expressed in E. coli, following induction in
autoinduction medium (Formedium) for 22 hours. Harvested
cell pellets were lysed by sonication and the protein was found
in inclusion bodies. The inclusion bodies were collected by
centrifugation at 15000xg and solubilized in 6 M Guanidine-
HCL. The protein was purified from solubilized inclusion bodies
by Ni-NTA (nitrilotriacetic acid) metal affinity chromatography
and further diluted 25-fold in an L-Arginine based buffer (50
mM Tris pH 7.4, 10 mM L-Arginine, 2M urea, 150 mM NaCl).
The solution was incubated for 24 hours at 4°C with continuous
stirring, dialyzed against Tris Buffer Saline (TBS, pH 7.4) and
concentrated. The purified protein was processed for in gel
trypsin digestion by standard protocols and its identity was
confirmed by mass spectrometry.

Group of five Balb/c mice were immunized intra-peritoneally
with 25 µg protein emulsified with complete Freund’s adjuvant,
CFA (Sigma) on day 0 followed by three boosts emulsified with
incomplete Freund’s adjuvant on days 21, 42 and 63. One New
Zealand white rabbit was immunized sub-cutaneously with
150µg protein emulsified with CFA on day 0 and boosted
intramuscularly twice on day 28 and day 56 with incomplete
Freund’s adjuvant. The sera were collected on day 70.
Antibody levels were measured in the sera by ELISA.
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ELISA and Immunoblot analysis
Antibody responses in mice and rabbit were quantified by

ELISA. Briefly, wells of flat bottom micro titre plates (Nunc)
were coated with 200 ng of the recombinant protein in 0.06 M
carbonate-bicarbonate buffer, pH 9.6 (Sigma). The plates were
washed thrice with 0.05% Tween in PBS (PBST) for 5 minutes
each and blocked with 5% skimmed milk in PBS for 1 hour at
room temperature. The antigen-coated wells were sequentially
incubated with the appropriate dilutions (1:1000-10,24,000) of
the respective test sera followed with optimal dilutions of anti-
mouse or anti-rabbit horse radish peroxidise (HRP) conjugated
secondary antibody (Sigma). The enzyme reaction was
developed with o-phenylenediamine as a chromogen and
hydrogen peroxide as a substrate prepared in citrate
phosphate buffer, pH 5.0 (Sigma). The reaction was stopped
with 2N H2SO4 and the optical density was measured at 490
nm using an ELISA micro-plate reader (Molecular Devices).
The experiments were performed twice in triplicate. End point
titre was defined as the dilution of the test sera at which OD490

was greater than the mean OD490 of the pre-immune sera plus
two times the standard deviation.

For immunoblot blot analysis, parasites were isolated from
tightly synchronized culture by lyzing infected erythrocytes with
0.15% saponin. Parasite pellets were re-suspended in RIPA
buffer (100mM Phosphate buffer pH 7.2, 150mM NaCl, 1%
NP40, 0.5% sodium deoxycholate, 0.1% SDS, 50mM EDTA
and 1mM PMSF) and resultant lysate was quantified by BCA
protein estimation method (Pierce). Equal amount of total
protein (30µg) from each stage was boiled with SDS buffer and
separated on a 12% SDS–PAGE gel. The fractionated proteins
were transferred from gel onto the PVDF membrane (Millipore)
and blocked in blocking buffer (PBS, 5% milk powder) for 2
hours. The blot was washed twice with PBST (0.10%
Tween-20) followed by PBS and incubated for 1 hour with
primary antibody (mouse anti-PfMA) diluted in dilution buffer
(PBS, and 1% milk powder). Later, the blot was washed and
incubated for 1 hour with appropriate secondary antibody (anti-
mouse, 1:2500) conjugated to HRP. Bands were visualized by
using the Super Signal West Pico ECL detection kit (Pierce).

Immunofluorescence assay (IFA)
IFAs were performed on the P. falciparum 3D7 clone as

described earlier [10,13]. Thin smears of schizont, trophozoite,
and ring stage parasites were made on glass slides, air dried
and fixed with methanol (ice cold) for 45 minutes and blocked
overnight at 4°C in 3% (wt/vol) BSA in PBS. After blocking, the
slides were washed twice with PBS containing 0.05%
Tween-20 (PBST) and PBS. Following washing, slides were
incubated with anti-PfMA mouse serum (1:50), anti-
EBA-175(1:100), PfRH2 (1:100), PfMSP-119 (1:100) and PfASP
(1:100) raised in rabbits at 37°C for 1 hour. Slides were
washed and incubated with an Alexa Fluor 488 conjugated
anti-mouse IgG at dilution of 1:200 (molecular probes,
Invitrogen) and Alexa Fluor 594 conjugated rabbit antibody at a
dilution of 1:500 for 1 hour. The slides were washed and
mounted in ProLong Gold antifade reagent with DAPI (4',6-
diamidino-2-phenylindole) (Invitrogen) and were viewed on a
Nikon TE 2000-U fluorescence microscope.

Confocal Microscopy and Image Analysis
For Confocal and Structured Illumination Microscopy A1 and

N-SIM Nikon microscope was used. All images were collected
as 3D data sets (z-stacks) with a step size of 0.1 µm between
the 21 successive optical sections. De-convolved images were
saved and analyzed through Imaris image analysis software
(version Imaris x 64 7.2.1, Bitplane Scientific). For the ease of
presentation, images in this study are displayed as maximum
projection of the 3D image stacks. Co-localization analysis was
performed by using ‘‘Coloc’’ module of Imaris which provides
functionality for the visualization, segmentation and
interpretation of 3D microscopy datasets. The result of co-
localization analysis is expressed as a Pearson’s correlation
coefficient generated for each co-localization experiment.

Immunoelectron microscopy (IEM)
For IEM, schizont stage of parasite was fixed for 15 minutes

on ice in a mixture of 1% paraformaldehyde-0.1%
glutaraldehyde in 0.1 M phosphate buffer (pH 7.4). Fixed
specimens were washed, dehydrated, and embedded in LR
White resin (Polysciences). Ultra thin sections were blocked at
37°C for 30 minutes containing 2% non-fat milk in water. The
grids were then incubated at 4°C overnight with anti-PfMA
mouse sera and anti-EBA-175 mouse sera in 1% fish gelatin
prepared in 10mM PB (pH 7.2). After washing with 1% fish
gelatin, the grids were incubated at 37°C for 2 hours with goat
anti-mouse IgG conjugated to 15 nm gold particles diluted 1:50.
The grids were stained with uranyl acetate for 2 minutes and
examined with a transmission electron microscope (Tecnai).

Enzymatic Treatment of Erythrocytes
Enzymatic treatments of the erythrocytes were performed by

standard protocol described previously [20,46,48]. For
Chymotrypsin/Trypsin treatment, 109 erythrocytes in 10 ml of
incomplete RPMI (iRPMI) were incubated with TPCK-treated
trypsin (Sigma) or TLCK-treated chymotrypsin (Sigma) at a
final concentration of 1 mg/ml with rocking at 37°C for 1 hour
and then washed with incomplete RPMI (iRPMI). The
erythrocytes were then treated with 1 mg/ml of trypsin-
chymotrypsin inhibitor (Sigma) at room temperature for 15
minutes. Cells were washed with iRPMI and stored at 4°C for a
maximum of 24 hour prior to the assay. For Neuraminidase
treatment, erythrocytes (2.5x109) in 5 ml of iRPMI, pH 6.7, were
incubated with 0.037 U of Vibrio cholerae neuraminidase
(Roche) at 37°C for 1 hour, with rocking, and then washed
twice with iRPMI.

Erythrocyte Binding Assays (EBA)
EBAs were performed as described earlier [12,48]. Soluble

parasite proteins were obtained from P. falciparum 3D7 culture
supernatants of schizont-infected erythrocytes as described
previously [12,48]. Briefly, culture supernatants were incubated
with human erythrocytes at 37°C following which the
suspension was centrifuged through dibutyl phthalate (Sigma).
The supernatant and oil were removed by aspiration. Bound
parasite proteins were eluted from the erythrocytes with 1.5 M
NaCl. The eluate fractions were analyzed for the presence of
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the proteins of interest (PfMA, EBA-175) by immunoblotting
using specific antibodies.

Invasion Inhibition Assay
Invasion inhibition assays with purified rabbit IgGs were

performed as described earlier [12,49]. Rabbit IgG were
purified using Protein G sepharose (GE Healthcare) and
dialyzed against RPMI. In these assays, 6x104 schizont-
infected erythrocytes were incubated with 2x107 target
erythrocytes along with the purified total IgG in a reaction
volume of 100 µl. The efficacy of the antibodies was compared
with pre-immune IgG control purified from the pre-bleeds of the
same rabbits immunized with PfMA. Parasitemia in cultures
was estimated after an incubation of 40 hours (one cycle of
invasion in target erythrocytes) by flow cytometry. The whole
sample was collected and washed twice with PBS and
subjected to staining with ethidium bromide (10 µM) for 15
minutes at room temperature in dark. The cells were washed
with PBS, and analyzed by flow cytometry on FACSCalibur
(Becton Dickinson) using CellQuest software. Fluorescence
signal (FL-2) was detected with the 590 nm band pass filter
using an excitation laser of 488 nm collecting 100,000 cells per
sample. Following acquisition, data was analyzed for %
parasitemia of each sample by determining the proportion of
FL-2-positive cells using Cell Quest. The % inhibition was
calculated by applying the formula:

% Inhibition = [1-Invasion PfMA IgG/Invasion Pre-im m une IgG *100

Three independent experiments were done in duplicate. The
inhibition data with untreated and enzyme treated erythrocytes
was analyzed statistically using Student’s t-test. Statistical
analyses were performed using Graph Pad Prism software
(version 5.01; Graph Pad Software Inc. USA). Significant
difference between two groups was calculated in terms of exact
P-values by two-tailed non-parametric Mann–Whitney test.
A p value < 0.05 was considered statistically significant (Figure
7).

Supporting Information

Figure S1.  Alignment of PfMA protein sequences from
different Plasmodium species. Schematic representation of
alignment of PfMA with that of five homologues from P. vivax
strain SaI-1 (PVX_095435), P. berghei (PBANKA_041380), P.
chabaudi (PCHAS_041470), P. yoelii yoelii strain 17XNL
(PY03459) and P. cynomolgi (PCYB_083370). Amino acids
that are identical in at least five of six species are coloured in
dark, amino acids that are similar in at least three of six species
are marked in light grey. The consensus sequence amongst
the alignment is also shown.
(TIF)

Figure S2.  Analysis of the purified recombinant rPfMA
protein. (A) Reverse-phase HPLC profile of rPfMA showed
that the recombinant protein was purified to homogeneity. (B)
Mass spectrometric analysis of tryptic digests of rPfMA
confirmed it’s identity. E. coli expressed and purified PfMA was

subjected to in-gel trypsin digestion followed by MALDI TOF/
TOF. MS spectra of two identified non-overlapping peptides
corresponding to rPfMA are shown.
(TIF)

Figure S3.  Measurement of the antibody responses (end
point titers) against rPfMA. Immunogenicity of rPfMA in (A)
mouse and (B) rabbit was analyzed by ELISA. Sera were
serially diluted and assessed for end point titers (blue). Pre-
immune sera were taken as controls (red). The data points for
the mouse antibodies represent average values of the five mice
included in each of the groups. The data points for the rabbit
antibodies represent average values of the triplicate readings.
Two independent experiments were done in triplicate. The error
bars represent the standard error of the mean. (C) Immunoblot
analysis of rPfMA with immune sera raised in mouse and rabbit
(I) in comparison to Pre-immune serum (PI). (D) Coomassie
stained SDS-PAGE gel, depicting equal loading of lysate
samples from the Ring (R), Trophozoite (T) and Schizont (S)
stage of the parasite.
(TIF)

Figure S4.  Invasion inhibitory activity of anti-PfMA
antibodies. (A) Purified total IgG raised against PfMA in rabbit
were tested for their invasion inhibitory activity at a
concentration range of 2.5-20 mg/ml. A dose dependent
increase in inhibition was observed with 37% inhibition
observed at an IgG concentration of 20 mg/ml. Two
independent experiments were done in duplicate. The error
bars represent the standard error of the mean. (B) Invasion of
enzymatically treated erythrocytes by the P. falciparum clone
3D7 in the absence of PfMA antibodies. In these assays, the
control (parasite + treated erythrocytes) was set at initial 0.3%
parasitemia and after 40 hours (one cycle) was observed by
FACS. The parasitemia was found to be 2.12% for untreated
(U), 1.67% for neuraminidase (N) (79% of untreated), 1.70%
for trypsin (T) (80% of untreated) and 1.70 in chymotrypsin (C)
(80% of untreated) treated erythrocytes. The assay was
performed thrice in duplicates. The error bars represent the
standard error of the mean.
(TIF)

Acknowledgements

We thank K. Sarvanan Kumar and Dr. V.S. Reddy for helping
us with MALDI/MS analysis. We thank Dr. Chetan E. Chitins for
providing us the antibody against EBA-175, Apical sushi
protein and for providing the recombinant PfF2 (EBA-175)
protein. We thank Puneet Kumar Gupta for providing us the
antibody against MSP-119. We appreciate Ms Surbhi Dabral for
technical help at the super resolution imaging facility of Malaria
group, ICGEB. We thank Dr. T.K Das and Anurag Singh from
the Sophisticated Analytical Instrumentation Facility (SAIF) at
the All India Institute of Medical Sciences, New Delhi for their
help in conducting the immuno-electron microscopy labelling
experiments. The technical assistance of Dr Alka Galav, Dr D.
B. Chandramouli, Rakesh Kumar Singh and Ashok Das from

A Microneme Associated Antigen of P. falciparum

PLOS ONE | www.plosone.org 14 September 2013 | Volume 8 | Issue 9 | e74790



the ICGEB animal facility in performing the animal experiments
is deeply appreciated.

Author Contributions

Conceived and designed the experiments: NH SS DG VSC.
Performed the experiments: NH SS AKP KSR. Analyzed the

data: NH SS AKP KSR DG VSC. Contributed reagents/
materials/analysis tools: DG VSC. Wrote the manuscript: NH
KSR DG VSC.

References

1. Snow RW, Guerra CA, Noor AM, Myint HY, Hay SI (2005) The global
distribution of clinical episodes of Plasmodium falciparum malaria.
Nature 434: 214–217. doi:10.1038/nature03342. PubMed: 15759000.

2. Gaur D, Mayer DC, Miller LH (2004) Parasite ligand-host receptor
interactions during invasion of erythrocytes by Plasmodium merozoites.
Int J Parasitol 34: 1413–1429. doi:10.1016/j.ijpara.2004.10.010.
PubMed: 15582519.

3. Cowman AF, Crabb BS (2006) Invasion of red blood cells by malaria
parasite. Cell 124(755): 755–766.

4. Gaur D, Chitnis CE (2011) Molecular interactions and signaling
mechanisms during erythrocyte invasion by malaria parasites. Curr
Opin Microbiol 14: 422–428. doi:10.1016/j.mib.2011.07.018. PubMed:
21803641.

5. Le Roch, Zhou Y, Blair PL, Grainger M, Moch JK et al. (2003)
Discovery of gene function by expression profiling of the malaria
parasite life cycle. Science 301(5639): 1503–1508. doi:10.1126/
science.1087025. PubMed: 12893887.

6. Bozdech Z, Llinás M, Pulliam BL, Wong ED, Zhu J et al. (2003) The
transcriptome of the intraerythrocytic developmental cycle of
Plasmodium falciparum. PLOS Biol 1: E5. doi:10.1371/journal.pbio.
0000035. PubMed: 12929205.

7. Hu G, Cabrera A, Kono M, Mok S, Chaal BK et al. (2010)
Transcriptional profiling of growth perturbations of the human malaria
parasite Plasmodium falciparum. Nat Biotechnol 28(1): 91-98. doi:
10.1038/nbt.1597. PubMed: 20037583.

8. Blair PL, Witney A, Haynes JD, Moch JK, Carucci DJ et al. (2002)
Transcripts of developmentally regulated Plasmodium falciparum genes
quantified by real-time RT-PCR. Nucleic Acids Res 30(10): 2224-2231.
doi:10.1093/nar/30.10.2224. PubMed: 12000842.

9. Chandra BR, Olivieri A, Silvestrini F, Alano P, Sharma A (2005)
Biochemical characterization of the two nucleosome assembly proteins
from Plasmodium falciparum. Mol Biochem Parasitol 142(2): 237–247.
doi:10.1016/j.molbiopara.2005.04.006. PubMed: 15899528.

10. Wickramarachchi T, Devi YS, Mohmmed A, Chauhan VS (2008)
Identification and characterization of a novel Plasmodium falciparum
merozoite apical protein involved in erythrocyte binding and invasion.
PLOS ONE 3(3): e1732. doi:10.1371/journal.pone.0001732. PubMed:
18320051.

11. Healer J, Crawford S, Ralph S, McFadden G, Cowman AF (2002)
Independent translocation of two micronemal proteins in developing
Plasmodium falciparum merozoites. Infect Immun 70: 5751–5758. doi:
10.1128/IAI.70.10.5751-5758.2002. PubMed: 12228305.

12. Sahar T, Reddy KS, Bharadwaj M, Pandey AK, Singh S et al. (2011)
Plasmodium falciparum reticulocyte binding-like homologue protein 2
(PfRH2) is a key adhesive molecule involved in erythrocyte invasion.
PLOS ONE 6(2): e17102. doi:10.1371/journal.pone.0017102. PubMed:
21386888.

13. Srivastava A, Singh S, Dhawan S, Mahmood Alam M, Mohmmed A et
al. (2010) Localization of apical sushi protein in Plasmodium falciparum
merozoites. Mol Biochem Parasitol 174(1): 66-69. doi:10.1016/
j.molbiopara.2010.06.003. PubMed: 20540969.

14. Hinds L, Green JL, Knuepfer E, Grainger M, Holder AA (2009) Novel
putative glycosylphosphatidylinositol-anchored micronemal antigen of
Plasmodium falciparum that binds to erythrocytes. Eukaryot Cell 8(12):
1869-1879. doi:10.1128/EC.00218-09. PubMed: 19820120.

15. McBride JS, Heidrich H-G (1987) Fragments of the polymorphic Mr
185,000 glycoprotein from the surface of isolated Plasmodium
falciparum merozoites form an antigenic complex. Mol Biochem
Parasitol 23: 71–84. doi:10.1016/0166-6851(87)90189-7. PubMed:
2437453.

16. Hayton K, Gaur D, Liu A, Takahashi J, Henschen B et al. (2008)
Erythrocyte binding protein PfRH5 polymorphisms determine species-
specific pathways of Plasmodium falciparum invasion. Cell Host
Microbe 4(1): 40-51. doi:10.1016/j.chom.2008.06.001. PubMed:
18621009.

17. Baum J, Chen L, Healer J, Lopaticki S, Boyle M et al. (2009)
Reticulocyte-binding protein homologue 5 - an essential adhesin
involved in invasion of human erythrocytes by Plasmodium falciparum.
Int J Parasitol Volumes 3: 371-380. PubMed: 19000690.

18. Sim BK, Chitnis CE, Wasniowska K, Hadley TJ, Miller LH (1994)
Receptor and ligand domains for invasion of erythrocytes by
Plasmodium falciparum. Science 264: 1941–1944. doi:10.1126/
science.8009226. PubMed: 8009226.

19. Pandey KC, Singh S, Pattnaik P, Pillai CR, Pillai U et al. (2002)
Bacterially expressed and refolded receptor binding domain of
Plasmodium falciparum EBA-175 elicits invasion inhibitory antibodies.
Mol Biochem Parasitol 23(1): 23-33. PubMed: 12165386.

20. Gaur D, Storry JR, Reid ME, Barnwell JW, Miller LH (2003)
Plasmodium falciparum is able to invade erythrocytes through a trypsin-
resistant pathway independent of glycophorin B. Infect Immun 71(12):
6742-6746. doi:10.1128/IAI.71.12.6742-6746.2003. PubMed:
14638759.

21. Duraisingh MT, Maier AG, Triglia T, Cowman AF (2003) Erythrocyte-
binding antigen 175 mediates invasion in Plasmodium falciparum
utilizing sialic acid-dependent and -independent pathways. Proc Natl
Acad Sci U S A 100(8): 4796-4801. doi:10.1073/pnas.0730883100.
PubMed: 12672957.

22. Haase S, Cabrera A, Langer C, Treeck M, Struck N et al. (2008)
Characterization of a conserved rhoptry-associated leucine zipper-like
protein in the malaria parasite Plasmodium falciparum. Infect Immun
76(3): 879-887. doi:10.1128/IAI.00144-07. PubMed: 18174339.

23. Bannister LH, Hopkins JM, Dluzewski AR, Margos G, Williams IT et al.
(2003) Plasmodium falciparum apical membrane antigen 1 (PfAMA-1)
is translocated within micronemes along subpellicular microtubules
during merozoite development. J Cell Sci 116(18): 3825-3834. doi:
10.1242/jcs.00665. PubMed: 12902400.

24. Iyer J, Grüner AC, Rénia L, Snounou G, Preiser PR (2007) Invasion of
host cells by malaria parasites: a tale of two protein families. Mol
Microbiol 65: 231–249. doi:10.1111/j.1365-2958.2007.05791.x.
PubMed: 17630968.

25. Preiser P, Kaviratne M, Khan S, Bannister L, Jarra W (2000) The apical
organelles of malaria merozoites: host cell selection, invasion, host
immunity and immune evasion. Microbes Infect Volumes 12:
1461-1477. PubMed: 11099933.

26. Sim BK, Toyoshima T, Haynes JD, Aikawa M (1992) Localization of the
175-kilodalton erythrocyte binding antigen in micronemes
of Plasmodium falciparum merozoites. Mol Biochem Parasitol 51: 157–
159. doi:10.1016/0166-6851(92)90211-2. PubMed: 1565131.

27. Mayer DC, Kaneko O, Hudson-Taylor DE, Reid ME, Miller LH (2001)
Characterization of a Plasmodium falciparum erythrocyte-binding
protein paralogous to EBA-175. Proc Natl Acad Sci U S A 98(9):
5222-5227. doi:10.1073/pnas.081075398. PubMed: 11309486.

28. Mayer DC, Mu JB, Kaneko O, Duan J, Su XZ et al. (2004)
Polymorphism in the Plasmodium falciparum erythrocyte-binding ligand
JESEBL/EBA-181 alters its receptor specificity. Proc Natl Acad Sci U S
A 101(8): 2518-2523. doi:10.1073/pnas.0307318101. PubMed:
14983041.

29. Adams JH, Hudson DE, Torii M, Ward GE, Wellems TE et al. (1990)
The Duffy receptor family of Plasmodium knowlesi is located within the
micronemes of invasive malaria merozoites. Cell 63(1): 141-153. doi:
10.1016/0092-8674(90)90295-P. PubMed: 2170017.

30. Adams JH, Sim BK, Dolan SA, Fang X, Kaslow DC et al. (1992) A
family of erythrocyte binding proteins of malaria parasites. Proc Natl
Acad Sci U S A 89(15): 7085-7089. doi:10.1073/pnas.89.15.7085.
PubMed: 1496004.

31. Adams JH, Blair PL, Kaneko O, Peterson DS (2001) An expanding ebl
family of Plasmodium falciparum. Trends Parasitol 17(6): 297-299. doi:
10.1016/S1471-4922(01)01948-1. PubMed: 11378038.

32. Kats LM, Cooke BM, Coppel RL, Black CG (2008) Protein trafficking to
apical organelles of malaria parasites - building an invasion machine.
Traffic 9(2): 176-186. PubMed: 18047549.

A Microneme Associated Antigen of P. falciparum

PLOS ONE | www.plosone.org 15 September 2013 | Volume 8 | Issue 9 | e74790

http://dx.doi.org/10.1038/nature03342
http://www.ncbi.nlm.nih.gov/pubmed/15759000
http://dx.doi.org/10.1016/j.ijpara.2004.10.010
http://www.ncbi.nlm.nih.gov/pubmed/15582519
http://dx.doi.org/10.1016/j.mib.2011.07.018
http://www.ncbi.nlm.nih.gov/pubmed/21803641
http://dx.doi.org/10.1126/science.1087025
http://dx.doi.org/10.1126/science.1087025
http://www.ncbi.nlm.nih.gov/pubmed/12893887
http://dx.doi.org/10.1371/journal.pbio.0000035
http://dx.doi.org/10.1371/journal.pbio.0000035
http://www.ncbi.nlm.nih.gov/pubmed/12929205
http://dx.doi.org/10.1038/nbt.1597
http://www.ncbi.nlm.nih.gov/pubmed/20037583
http://dx.doi.org/10.1093/nar/30.10.2224
http://www.ncbi.nlm.nih.gov/pubmed/12000842
http://dx.doi.org/10.1016/j.molbiopara.2005.04.006
http://www.ncbi.nlm.nih.gov/pubmed/15899528
http://dx.doi.org/10.1371/journal.pone.0001732
http://www.ncbi.nlm.nih.gov/pubmed/18320051
http://dx.doi.org/10.1128/IAI.70.10.5751-5758.2002
http://www.ncbi.nlm.nih.gov/pubmed/12228305
http://dx.doi.org/10.1371/journal.pone.0017102
http://www.ncbi.nlm.nih.gov/pubmed/21386888
http://dx.doi.org/10.1016/j.molbiopara.2010.06.003
http://dx.doi.org/10.1016/j.molbiopara.2010.06.003
http://www.ncbi.nlm.nih.gov/pubmed/20540969
http://dx.doi.org/10.1128/EC.00218-09
http://www.ncbi.nlm.nih.gov/pubmed/19820120
http://dx.doi.org/10.1016/0166-6851(87)90189-7
http://www.ncbi.nlm.nih.gov/pubmed/2437453
http://dx.doi.org/10.1016/j.chom.2008.06.001
http://www.ncbi.nlm.nih.gov/pubmed/18621009
http://www.ncbi.nlm.nih.gov/pubmed/19000690
http://dx.doi.org/10.1126/science.8009226
http://dx.doi.org/10.1126/science.8009226
http://www.ncbi.nlm.nih.gov/pubmed/8009226
http://www.ncbi.nlm.nih.gov/pubmed/12165386
http://dx.doi.org/10.1128/IAI.71.12.6742-6746.2003
http://www.ncbi.nlm.nih.gov/pubmed/14638759
http://dx.doi.org/10.1073/pnas.0730883100
http://www.ncbi.nlm.nih.gov/pubmed/12672957
http://dx.doi.org/10.1128/IAI.00144-07
http://www.ncbi.nlm.nih.gov/pubmed/18174339
http://dx.doi.org/10.1242/jcs.00665
http://www.ncbi.nlm.nih.gov/pubmed/12902400
http://dx.doi.org/10.1111/j.1365-2958.2007.05791.x
http://www.ncbi.nlm.nih.gov/pubmed/17630968
http://www.ncbi.nlm.nih.gov/pubmed/11099933
http://dx.doi.org/10.1016/0166-6851(92)90211-2
http://www.ncbi.nlm.nih.gov/pubmed/1565131
http://dx.doi.org/10.1073/pnas.081075398
http://www.ncbi.nlm.nih.gov/pubmed/11309486
http://dx.doi.org/10.1073/pnas.0307318101
http://www.ncbi.nlm.nih.gov/pubmed/14983041
http://dx.doi.org/10.1016/0092-8674(90)90295-P
http://www.ncbi.nlm.nih.gov/pubmed/2170017
http://dx.doi.org/10.1073/pnas.89.15.7085
http://www.ncbi.nlm.nih.gov/pubmed/1496004
http://dx.doi.org/10.1016/S1471-4922(01)01948-1
http://www.ncbi.nlm.nih.gov/pubmed/11378038
http://www.ncbi.nlm.nih.gov/pubmed/18047549


33. Siddiqui FA, Dhawan S, Singh S, Singh B, Gupta P et al. (2013) A
thrombospondin structural repeat containing rhoptry protein from
Plasmodium falciparum mediates erythrocyte invasion. Cell Microbiol
15(8): 1341-1356. doi:10.1111/cmi.12118. PubMed: 23387921.

34. Mayer DC, Mu JB, Feng X, Su XZ, Miller LH (2002) Polymorphism in a
Plasmodium falciparum erythrocyte-binding ligand changes its receptor
specificity. J Exp Med 196(11): 1523-1528. doi:10.1084/jem.20020750.
PubMed: 12461087.

35. Rodriguez M, Lustigman S, Montero E, Oksov Y et al. (2008) PfRH5:a
novel reticulocyte-binding family homolog of Plasmodium falciparum
that binds to the erythrocyte, and an investigation of its receptor. PLOS
ONE 3(10): e3300. doi:10.1371/journal.pone.0003300. PubMed:
18827878.

36. Arumugam TU, Takeo S, Yamasaki T, Thonkukiatkul A, Miura K et al.
(2011) Discovery of GAMA,
a Plasmodium falciparum merozoite micronemal protein, as a novel
blood-stage vaccine candidate antigen. Infect Immun 79(11):
4523-4532. doi:10.1128/IAI.05412-11. PubMed: 21896773.

37. Sakamoto H, Takeo S, Maier AG, Sattabongkot J, Cowman AF et al.
(2012)
Antibodies against a Plasmodium falciparum antigen PfMSPDBL1 inhib
it merozoite invasion into human erythrocytes. Vaccine 30(11):
1972-1980. doi:10.1016/j.vaccine.2012.01.010. PubMed: 22248820.

38. Tham WH, Wilson DW, Reiling L, Chen L, Beeson JG et al. (2009)
Antibodies to reticulocyte binding protein-like homologue 4 inhibit
invasion of Plasmodium falciparum into human erythrocytes. Infect
Immun 77(6): 2427-2435. doi:10.1128/IAI.00048-09. PubMed:
19307208.

39. Dolan SA, Miller LH, Wellems TE (1990) Evidence for a switching
mechanism in the invasion of erythrocytes by Plasmodium falciparum. J
Clin Invest 86(2): 618-624. doi:10.1172/JCI114753. PubMed: 2200806.

40. Reed MB, Caruana SR, Batchelor AH, Thompson JK, Crabb BS et al.
(2000) Targeted disruption of an erythrocyte binding antigen in
Plasmodium falciparum is associated with a switch toward a sialic acid-
independent pathway of invasion. Proc Natl Acad Sci U S A 97(13):
7509-7514. doi:10.1073/pnas.97.13.7509. PubMed: 10861015.

41. Stubbs J, Simpson KM, Triglia T, Plouffe D, Tonkin CJ et al. (2005)
Molecular mechanism for switching of P. falciparum invasion pathways
into human erythrocytes. Science 309(5739): 1384-1387. doi:10.1126/
science.1115257. PubMed: 16123303.

42. Gaur D, Furuya T, Mu J, Jiang LB, Su XZ et al. (2006) Upregulation of
expression of the reticulocyte homology gene 4 in the Plasmodium
falciparum clone Dd2 is associated with a switch in the erythrocyte
invasion pathway. Mol Biochem Parasitol 145(2): 205-215. doi:10.1016/
j.molbiopara.2005.10.004. PubMed: 16289357.

43. Baum J, Maier AG, Good RT, Simpson KM, Cowman AF (2005)
Invasion by P. falciparum merozoites suggests a hierarchy of molecular

interactions. PLOS Pathog 1(4): e37. doi:10.1371/journal.ppat.
0010037. PubMed: 16362075.

44. Triglia T, Chen L, Lopaticki S, Dekiwadia C, Riglar DT et al. (2011)
Plasmodium falciparum merozoite invasion is inhibited by antibodies
that target the PfRh2a and b binding domains. PLOS Pathog 7(6):
e1002075.

45. Douglas AD, Williams AR, Illingworth JJ, Kamuyu G, Biswas S et al.
(2011) The blood-stage malaria antigen PfRH5 is susceptible to
vaccine-inducible cross-strain neutralizing antibody. Nat Commun 2:
60147. PubMed: 22186897.

46. Jiang L, Gaur D, Mu J, Zhou H, Long CA et al. (2011) Evidence for
EBA- 175 as a component of a ligand blocking blood stage malaria
vaccine. Proc Natl Acad Sci U S A 108: 7553–7558. doi:10.1073/pnas.
1104050108. PubMed: 21502513.

47. Gaur D, Singh S, Singh S, Jiang L, Diouf A et al. (2007) Recombinant
Plasmodium falciparum reticulocyte homology protein 4 binds to
erythrocytes and blocks invasion. Proc Natl Acad Sci U S A 104:
17789–17794. doi:10.1073/pnas.0708772104. PubMed: 17971435.

48. Tham WH, Wilson DW, Lopaticki S, Schmidt CQ, Tetteh-Quarcoo PB et
al. (2010) Complement receptor 1 is the host erythrocyte receptor for
Plasmodium falciparum PfRh4 invasion ligand. Proc Natl Acad Sci U S
A 107: 17327–17332. doi:10.1073/pnas.1008151107. PubMed:
20855594.

49. Pandey AK, Reddy KS, Sahar T, Gupta S, Singh H et al. (2013)
Identification of a potent combination of key Plasmodium falciparum
merozoite antigens that elicit strain-transcending parasite-neutralizing
antibodies. Infect Immun 81(2): 441-451. doi:10.1128/IAI.01107-12.
PubMed: 23184525.

50. Lopaticki S, Maier AG, Thompson J, Wilson DW, Tham WH et al.
(2011) Reticulocyte and erythrocyte binding-like proteins function
cooperatively in invasion of human erythrocytes by malaria parasites.
Infect Immun 79(3): 1107-1117. doi:10.1128/IAI.01021-10. PubMed:
21149582.

51. Ord RL, Rodriguez M, Yamasaki T, Takeo S, Tsuboi T et al. (2012)
Targeting sialic acid dependent and independent pathways of invasion
in Plasmodium falciparum. PLOS ONE 7(1): e30251. doi:10.1371/
journal.pone.0030251. PubMed: 22253925.

52. Williams AR, Douglas AD, Miura K, Illingworth JJ, Choudhary P et al.
(2012) Enhancing blockade of Plasmodium falciparum erythrocyte
invasion: assessing combinations of antibodies against PfRH5 and
other merozoite antigens. PLOS Pathog 8(11): e1002991. PubMed:
23144611.

53. Trager W, Jensen JB (1976) Human malaria parasite in continuous
culture. Science 193: 673–675. doi:10.1126/science.781840. PubMed:
781840.

54. Lambros C, Vanderberg JP (1979) Synchronization of Plasmodium
falciparum erythrocytic stage in culture. J Parasitol 65: 418–420. doi:
10.2307/3280287. PubMed: 383936.

55. Schlichtherle M, Wahlgren M, Perlmann H, Scherf A (2000) Methods in
malaria research. Manassas, Virginia: MR4/ATCC.

A Microneme Associated Antigen of P. falciparum

PLOS ONE | www.plosone.org 16 September 2013 | Volume 8 | Issue 9 | e74790

http://dx.doi.org/10.1111/cmi.12118
http://www.ncbi.nlm.nih.gov/pubmed/23387921
http://dx.doi.org/10.1084/jem.20020750
http://www.ncbi.nlm.nih.gov/pubmed/12461087
http://dx.doi.org/10.1371/journal.pone.0003300
http://www.ncbi.nlm.nih.gov/pubmed/18827878
http://dx.doi.org/10.1128/IAI.05412-11
http://www.ncbi.nlm.nih.gov/pubmed/21896773
http://dx.doi.org/10.1016/j.vaccine.2012.01.010
http://www.ncbi.nlm.nih.gov/pubmed/22248820
http://dx.doi.org/10.1128/IAI.00048-09
http://www.ncbi.nlm.nih.gov/pubmed/19307208
http://dx.doi.org/10.1172/JCI114753
http://www.ncbi.nlm.nih.gov/pubmed/2200806
http://dx.doi.org/10.1073/pnas.97.13.7509
http://www.ncbi.nlm.nih.gov/pubmed/10861015
http://dx.doi.org/10.1126/science.1115257
http://dx.doi.org/10.1126/science.1115257
http://www.ncbi.nlm.nih.gov/pubmed/16123303
http://dx.doi.org/10.1016/j.molbiopara.2005.10.004
http://dx.doi.org/10.1016/j.molbiopara.2005.10.004
http://www.ncbi.nlm.nih.gov/pubmed/16289357
http://dx.doi.org/10.1371/journal.ppat.0010037
http://dx.doi.org/10.1371/journal.ppat.0010037
http://www.ncbi.nlm.nih.gov/pubmed/16362075
http://www.ncbi.nlm.nih.gov/pubmed/22186897
http://dx.doi.org/10.1073/pnas.1104050108
http://dx.doi.org/10.1073/pnas.1104050108
http://www.ncbi.nlm.nih.gov/pubmed/21502513
http://dx.doi.org/10.1073/pnas.0708772104
http://www.ncbi.nlm.nih.gov/pubmed/17971435
http://dx.doi.org/10.1073/pnas.1008151107
http://www.ncbi.nlm.nih.gov/pubmed/20855594
http://dx.doi.org/10.1128/IAI.01107-12
http://www.ncbi.nlm.nih.gov/pubmed/23184525
http://dx.doi.org/10.1128/IAI.01021-10
http://www.ncbi.nlm.nih.gov/pubmed/21149582
http://dx.doi.org/10.1371/journal.pone.0030251
http://dx.doi.org/10.1371/journal.pone.0030251
http://www.ncbi.nlm.nih.gov/pubmed/22253925
http://www.ncbi.nlm.nih.gov/pubmed/23144611
http://dx.doi.org/10.1126/science.781840
http://www.ncbi.nlm.nih.gov/pubmed/781840
http://dx.doi.org/10.2307/3280287
http://www.ncbi.nlm.nih.gov/pubmed/383936

	Identification and Characterization of a Novel Plasmodium falciparum Adhesin Involved in Erythrocyte Invasion
	Introduction
	Results
	Identification and sequence analysis of PF3D7_0316000- a P. falciparum microneme associated antigen (PfMA)
	Expression of recombinant PfMA
	Expression analysis of PfMA during the different stages of the asexual erythrocytic life cycle
	Sub-cellular localization of PfMA in P. falciparum
	PfMA binds to the surface of human erythrocytes
	PfMA antibodies block the erythrocyte binding of the native parasite protein
	PfMA antibodies exhibit invasion inhibitory activity

	Discussion
	Materials and Methods
	Ethics Statement
	Parasite culture
	Isolation of DNA and total RNA
	Cloning, expression and generation of antisera against PfMA
	ELISA and Immunoblot analysis
	Immunofluorescence assay (IFA)
	Confocal Microscopy and Image Analysis
	Immunoelectron microscopy (IEM)
	Enzymatic Treatment of Erythrocytes
	Erythrocyte Binding Assays (EBA)
	Invasion Inhibition Assay

	Supporting Information
	Acknowledgements
	Author Contributions
	References


