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Malaria parasites have a complex life cycle that requires invasion of several different cell types
in both vertebrate and mosquito hosts. In Plasmodium falciparum, the merozoite must attach
to and invade a new erythrocyte in order to continue parasite development in the blood of an
infected host. Merozoite entry into erythrocytes is a multi-step process requiring merozoite
adhesion, re-orientation, junction formation, and invasion [1]. Each step is thought to be
mediated by the coordinated interactions of numerous specific merozoite ligands and
erythrocyte surface receptors [2]. A number of mediators involved in the invasion process are
positioned on the merozoite surface and in the organelles of the apical complex. However, the
functions of molecules involved in this interaction are still poorly characterized.

Understanding the complex process of P. falciparum merozoite invasion requires identification
and characterization of numerous potential parasite ligands and their potential interactions.
MAEBL is a paralogue of the DBL-EBP family (Duffy binding like-erythrocyte binding
protein), but has a chimerical structure and shares similarity with AMAL [3]. M1 and M2 are
tandem cysteine-rich regions with similarity to AMAZ1 and are present in the N-terminal portion
of the MAEBL ectodomain. MAEBL was identified in P. yoelii and P. falciparum blood stage
parasites as a minor membrane protein with erythrocyte binding activity expressed in the apical
organelles and on the surface of invasive merozoites [3-6]. Expressed abundantly in
sporozoites, MAEBL appears to be important for sporozoite invasion into the mosquito salivary
glands and in establishing exoerythrocytic schizonts [6-12]. It has been reported that sera from
infected individuals living in a malaria endemic region of western Kenya recognized M2
recombinant antigen and had the ability to inhibit M2-erythrocyte binding [6]. However,
whether MAEBL is essential or even has a significant role for erythrocytic stage growth is
unclear.

To evaluate MAEBL expression in P. falciparum erythrocyte stages and its potential role in
merozoite invasion of erythrocytes, maebl disrupted parasite lines were created and examined
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for possible importance of MAEBL in erythrocytic invasion pathways (Fig. 1A). Homologous
integration into the maebl locus was carried out by using the plasmid pHH1/Amaebl containing
the selection marker hDHFR and targeting sequence that disrupted maebl coding sequence
(CDS) after the second ligand domain (M2). A cloned parasite line of the P. falciparum W2mef
isolate was transfected with this construct and two independent clones, B7 and D8, were
obtained through intermittent selection with WR99210. In order to confirm that pHH1/
hDHFRAmaebl had integrated through single crossover homologous recombination into the
maebl locus, genomic DNA from parental wild-type W2mef and W2mef Amaebl clones were
analyzed by Southern blot hybridization probed with hDHFR and maebl M2 CDS (Fig. 1B).
Integration of multiple copies of the whole plasmid into the maebl locus was observed in B7
and D8 clones.

RT-PCR analysis in parental and maebl clones indicated that maebl continued to be actively
transcribed down stream to the disruption site (Fig. 1C). In order to determine if normal mRNA
splicing occurred we analyzed primary transcript in the region at the 3’ end of maebl spanning
introns 2—4. Comparable RT-PCR analysis of eba-175 was included as a control. Similarly
spliced transcripts were detected in both wild-type (3D7, W2mef) and Amaebl clones (B7, D8)
of P. falciparum. Standard PCR was performed as a reference for the size of the unspliced
primary transcript or genomic DNA. We detected both the canonical ORF1 mRNA and
alternative ORF2 mRNA of splicing patterns of the maebl 3’ exons (Fig. 1C), which were
verified by sequence analysis (data not shown).

Despite the gene disruption, splicing of the 3’ exons was indistinguishable from that of the
intact gene of wild-type parasites. The 3’ end of the gene was still actively transcribed and the
MRNA processed in a manner indistinguishable from that in the wild-type parasites.
Orientation of the hDHFR selection cassette within the plasmid is inverse to the ORF of the
maebl targeting sequence [13], so the 5" CAM regulatory region lies adjacent to the 3’ CDS of
the disrupted maebl locus. This strong bidirectional promoter is likely driving mRNA synthesis
of the 3’ end of maebl after the disruption instead of the resident maebl promoter, which would
be over 20,000 nt upstream [14]. In higher eukaryotes, transcription and pre-mRNA processing
are functionally linked so analogous experimental changes in promoter structure have been
shown to alter splicing patterns, presumably through altering associated co-factors responsible
for splicing [15-18]. Our results show that definition of exon structure, including recognition
of suboptimal alternative splicing junctions, occurs independently of promoter usage. This
suggests that maebl pre-mRNA processing is an inherent property of the RNA.

We confirmed expression of MAEBL in P. falciparum erythrocytic stages using a newly
developed monoclonal antibody (MAB) 2C11 against the M2 domain. Anti-M2 MAB 2C11
identified MAEBL as a 140~155 kDa protein present in 3D7 and W2mef, but this protein was
absent in the Amaebl parasite clones (Fig. 2A). MAB 2C11 identified a MAEBL protein
migrating at 140-155 kDa (Fig. 2Ab), which was immunoprecipitated from the SDC-extracted
parasite fraction but not the TX-100-extracted parasite fraction (Fig. 2Aa). This result was
consistent with previous studies that identified the mature form of MAEBL as a 140/150-kDa
protein in erythrocyte stages of P. falciparum and P. yoelii, using antisera to the M2 or C-CYS
regions, respectively [6,19]. These MAEBL products in schizonts were soluble in ionic
detergent, but not non-ionic detergent. Targeted disruption of maebl in P. falciparum caused
a total loss of this 140~155 kDa protein expressed in erythrocytic stages as determined by
immunoprecipitation using MAB 2C11. Indirect immunofluorescence assays using MAB
2C11 against MAEBL in wild-type parasites showed punctate apical fluorescence in free
merozoites and in late stage schizonts of 3D7 and W2mef, but not B7 and D8 clones (Fig. 2B).
No reactivity was observed in either ring stages or trophozoite-infected erythrocytes (data not
shown). The insertion of the plasmid in the maebl locus disrupted its coding sequence after the
M2 ligand domain and so a truncated form MAEBL was expected. However, unlike a similar
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disruption of eba-175 [20-22], such a truncated MAEBL was not detected. There is a
significant difference in transcript abundance as well as the time of expression between
maebl and ebal75, which may account for the total loss of the MAEBL protein [12,23].

The ability to disrupt P. falciparum maebl demonstrated that MAEBL is not required for
parasite survival in blood-stage development under ideal culture conditions, but MAEBL may
have a conditional role in P. falciparum blood-stage growth evident under certain conditions.
Erythrocyte invasion by P. falciparum is a very complex process that requires multiple ligand-
receptor interactions, with apparent redundancies at different steps and with different pathways,
so phenotypes may not be evident except under restrictive growth conditions. To explore the
possible role of MAEBL in P. falciparum blood-stage development, we determined the
invasion phenotype of the W2mef Amaebl clones by an in vitro assay that measured their short-
term growth rates in intact and enzyme-treated human erythrocytes (Fig. 2C). Neuraminidase
(N), trypsin (T), and chymotrypsin (C) were used to treat A+ human erythrocytes. W2mef, the
parent clone of the Amaebl, and clone 3D7 of P. falciparum were included for reference.
Invasion rates were inferred from the growth rates, which were determined relative to growth
rates in intact untreated erythrocytes. Assay data were averaged from results of at least three
experiments and standard error was calculated for each (Fig. 2C). Although growth rates of
B7 and D8 in neuraminidase-treated erythrocytes (14.8%, 10.0%, respectively) were
consistently higher than W2mef (5.1%), these differences were not significant. Surprisingly,
the growth of Amaebl clones B7 and D8 in trypsin-treated erythrocytes was higher compared
to W2mef (131%, 126%, respectively). These differences in B7 and D8 growth rates for
trypsin-treated erythrocytes were significant compared to W2mef and 3D7 (p<0.05 ANOVA).
Similar results were found when using the 3H-hypoxanthine incorporation method [24] to
measure the growth of parasites (data not shown). There was no significant difference in any
of these four clones when grown in chymotrypsin-treated erythrocytes.

The enzyme treatments employed in this study commonly are used as a tool to characterize
Plasmodium merozoite invasion pathways: sialic acid-dependent/trypsin-sensitive (associated
with glycophorin A); sialic acid-dependent/trypsin-insensitive (glycophorin B); and sialic acid-
independent/trypsin-sensitive (receptor X)[24]. Using these defined invasion pathways, the
Amaebl clones exhibited a minor erythrocyte invasion phenotype compared to their parental
clone W2mef. Erythrocyte invasion by both W2mef and Amaebl clones were almost eliminated
by treatment with neuraminidase, indicating that invasion is dependent on sialic acid residues
on the erythrocyte surface (Fig. 2C left). However, invasion into erythrocytes treated with
trypsin was significantly enhanced in the parasites with the disrupted maebl gene (Fig. 2C
middle). This invasion pathway was different from the glycophorin B pathway, because
treatment by chymotrypsin (which removes glycophorin B) had no effect on invasion in these
parasites (Fig. 2C right). This result showed that loss of MAEBL expression in merozoites
alters the W2mef invasion pathway to a novel alternative pathway, which is sialic acid
dependent and trypsin insensitive. This pathway may be similar to several isolates of P.
falciparum (e.g. Indochina I) that invade erythrocytes through a sialic acid dependent/trypsin-
resistant pathway independent of glycophorin B [24]. The enhanced invasion of MAEBL null
parasites by this alternative pathway presents the possibility that some ligands such as MAEBL
have a function to control or restrict invasion mechanisms or processes of other invasion-related
proteins.
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Figure 1.

(A) The region of maebl encoding the M2 domain was cloned into the Xhol site of plasmid
pHH1/hDHFR and introduced into P. falciparum W2mef parasites by electroporation as
described previously [21]. Parasites were cultivated using standard techniques in the presence
of 10 nM WR99210 in order to select for parasites carrying the plasmid and resulted in two
independent maebl knockout clones designated B7 and D8. EcoRI(E) and Haelll (Ha)
restriction sites used in mapping the plasmid integration events are shown. Solid bars indicate
the probes from maebl M2 region and hdhfr used for Southern blot analysis in B. (B) Southern
blot hybridizations were performed using standard protocols to confirm integration in the
maebl locus [5]. 2 ug genomic DNA from P. falciparum 3D7(reference clone), w2mef, and
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Amaebl clones was digested with EcoRI, Haelll or Hinfl. The restricted fragments were
separated by 0.8% agarose gel, transferred to nylon membranes, and hybridized with 32P-
labeled probes of hdhfr and maebl M2 domain. Clones B7 and D8 showed disruption of the
endogenous maebl locus. (C) Products from PCR and RT-PCR reaction in P. falciparum clones
(3D7, W2mef) and W2mefAmaebl clones (B7, D8) were analyzed by agarose gel
electrophoresis. Approximate locations of each primer pair are shown as arrows.
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(A) Immunoprecipitation of 3°S-Met/Cys metabolically labeled 3D7 parasites with MAB 2C11
(a, b). The MAB 2C11 precipitated MAEBL only from the detergent extract containing the
ionic detergent sodium deoxycholate (SDC)(b). MAB 2C11 immunoprecipitated the 140~155
kDa MAEBL protein from the SDC-extracted fraction of W2mef parasites (c), but not from
the W2mef maebl clone D8 (d). (B) Indirect Immunofluoresent assay (IFA). Schizont-enriched
P. faciparum infected erythrocytes were smeared on glass slides and air-dried. Slides were
fixed in 1% formaldehyde, preincubated with 3% BSA 1%Triton in PBS, and then reacted with
primary antibody (MAB 2C11). Secondary antibody was FITC-conjugated goat anti-mouse
IgG antibody. The slides were mounted and viewed by fluorescent microscopy. Anti-MAEBL
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MAB 2C11 reacted with late stage schizonts in wild-type 3D7 and W2mef, demonstrating a
punctuate apical localization pattern. Consistent with the immunoprecipitation results the MAB
did not react with the Amaebl clones. (C) Comparison of parasite growth rates in untreated and
enzyme-treated erythrocytes between wild-type and Amaebl clones. Prior to the assay, parasites
were propagated in 25 cm? flasks in 5 ml cultures using standard methods in RPMI 1640 with
5% hematocrit. A+ human erythrocytes were treated with either Img/ml trypsin (TPCK
treated), 1Img/ml chymotrypsin type-VII, or 0.5 Unit/ml neuraminidase type Il for 1 hr at 37°
C, followed by treatment with the appropriate protease inhibitor for 10 min, and washed with
RPMI-1640. Parasites were grown at 37°C in 96 well culture plates placed in a sealed
environmental chamber gassed daily with a mix of 5% CO,/5% 0O,/90% N,. The parasitemia
was counted microscopically after 60 hours of incubation with the treated erythrocytes. The
percentage of growth represents the average of three independent assays. Asterisk (*) indicates
the treatment groups for Amaebl clones B7 and D8 that had a significant difference (p<0.05
ANOVA) in growth in trypsin-treated erythrocytes compared to W2mef and 3D7.
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