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Abstract
Clonally variant protein expression in the malaria parasite Plasmodium falciparum generates phenotypic variability and
allows isogenic populations to adapt to environmental changes encountered during blood stage infection. The underlying
regulatory mechanisms are best studied for the major virulence factor P. falciparum erythrocyte membrane protein 1
(PfEMP1). PfEMP1 is encoded by the multicopy var gene family and only a single variant is expressed in individual parasites,
a concept known as mutual exclusion or singular gene choice. var gene activation occurs in situ and is achieved through the
escape of one locus from epigenetic silencing. Singular gene choice is controlled at the level of transcription initiation and
var 59 upstream (ups) sequences harbour regulatory information essential for mutually exclusive transcription as well as for
the trans-generational inheritance of the var activity profile. An additional level of control has recently been identified for
the var2csa gene, where an mRNA element in the 59 untranslated region (59 UTR) is involved in the reversible inhibition of
translation of var2csa transcripts. Here, we extend the knowledge on post-transcriptional var gene regulation to the
common upsC type. We identified a 59 UTR sequence that inhibits translation of upsC-derived mRNAs. Importantly, this 59
UTR element efficiently inhibits translation even in the context of a heterologous upstream region. Further, we found var 59
UTRs to be significantly enriched in uAUGs which are known to impair the efficiency of protein translation in other
eukaryotes. Our findings suggest that regulation at the post-transcriptional level is a common feature in the control of
PfEMP1 expression in P. falciparum.
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pressure acting on this immune-dominant antigen [10–12].
Notably, of the 60 var genes encoded in the haploid parasite
genome, only a single variant is active at any given time [13]. This
singular var gene choice is regulated at the level of RNA
polymerase II-mediated transcription initiation and results in
mutually exclusive expression of PfEMP1 [14]. Each var gene
represents a fully functional genomic unit that is associated with
either of four conserved 59 upstream (ups) regions (upsA, B, C and E)
[15]. var promoters are equipped with cis-acting elements to
control transcriptional activation and repression and the inclusion
of each gene into the programme of singular var activity [16–20].
Several studies identified a central contribution of epigenetic
mechanisms to the control of var gene transcription. Subtelomeric
and chromosome-internal var genes reside within heterochromatic,
transcriptionally inert domains that cluster at the nuclear
periphery [12,21–25]. The silenced and active states of var genes
are earmarked by the differential occurrence of specific posttranslational histone modifications. Most prominently, transcriptionally silenced var loci are associated with nucleosomes that
harbour histone 3 tri-methylated at lysine 9 (H3K9me3) and
heterochromatin protein 1 (HP1) [24,26–28]. HP1 binds to
H3K9me3 and represents a major component of transcriptionally
silent chromatin in eukaryotes [29]. The process of var gene

Introduction
During intra-erythrocytic development, the human malaria
parasite Plasmodium falciparum exports the major virulence factor
erythrocyte membrane protein 1 (PfEMP1) to the red blood cell
(RBC) surface [1]. The highly polymorphic N-terminal portion of
PfEMP1 interacts specifically with a diverse set of endothelial host
cell receptors such as CD36, ICAM1 or CSA [2,3]. Due to the
adhesive properties of this integral membrane component, infected
RBCs (iRBCs) disappear from peripheral circulation and thus
avoid clearance in the spleen. The resulting aggregation of infected
erythrocytes within the microvasculature of various organs is
linked to severe forms of the disease such as cerebral or placental
malaria [4].
In order to escape humoral immune responses P. falciparum
employs antigenic variation of PfEMP1. The underlying mechanisms are based on a complex interplay of transcriptional and
epigenetic control processes [5]. PfEMP1 is encoded by the
multicopy var gene family, the members of which predominantly
locate within subtelomeric domains [6–9]. In addition, some var
genes occur in tandem clusters in central areas of some
chromosomes. Frequent recombination events generated a virtually limitless PfEMP1 sequence diversity that reflects the selective
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activation occurs in situ and is accompanied by nuclear repositioning of a formerly silenced locus into a transcriptionally
competent perinuclear compartment [13,18,30,31]. In contrast to
silenced loci, the active var gene is associated with H3K9
acetylation and H3K4me2/3 as well as with the histone variants
H2A.Z and H2B.Z in the ups region [26,32]. While in most of all
cases daughter cells recapitulate the var transcription pattern of
their progenitors due to epigenetic inheritance, occasional
switching events result in antigenic variation of PfEMP1 [33,34].
In line with the essential roles of histone modifying enzymes in this
process, recent studies observed the partial or complete breakdown
of singular var gene choice in response to interfering with histone
de-acetylation [30,35] or H3K36 methylation [36].
Generally, the molecular mechanisms regulating gene expression in P. falciparum are only poorly understood. Transcriptome
profiling studies revealed that most genes, including the vars,
exhibit a specific temporal activity pattern during the 48 hour
intra-erythrocytic developmental cycle (IDC), suggesting that
malaria parasites use gene-specific transcriptional activation and
repression to produce transcripts only when their gene products
are required [37–40]. However, in spite of similarities between the
wave-like transcript and protein abundance profiles, crude mRNA
and protein levels are only rarely in direct correlation [41–44],
indicating that post-transcriptional mechanisms significantly contribute to the control of protein expression in P. falciparum. More
specifically, according to mathematical models, the rates of mRNA
translation and protein degradation account for most of the
observed discrepancies [41].
In other life cycle stages, parasites make use of diverse strategies
to store and re-access pre-synthesised transcripts. The release of
mRNA from translational repression in gametocytes and salivary
gland sporozoites allows for a fast adaptation upon the change of
host. Prior to gametocyte transmission, transcripts essential for
ookinete formation are repressed and stabilised with the help of
DOZI, a conserved DEAD-box RNA helicase [45,46]. At least for
a subset these transcripts, translational repression is mediated by a
conserved U-rich element found in either of the 59 or 39
untranslated region (UTR) [47]. Sporozoites employ a different
mechanism to inhibit protein synthesis. Here, the phosphorylation
of eukaryotic initiation factor 2a (eIF2a) by IK2, a serine/
threonine protein kinase, results in a global suppression of
translation and thus prevents cells in the salivary gland from
pre-mature development into liver stage parasites [48]. Interestingly, the expression of a particular var gene, var2csa, is also under
specific post-transcriptional control [49–51]. VAR2CSA mediates
adherence of iRBCs to chondroitin sulphate A (CSA) on placental
syncytiotrophoblasts, which is responsible for pregnancy-associated malaria [3,52,53]. var2csa expression is controlled by the unique
upsE upstream sequence [9,15], and translation of the var2csa
mRNA is reversibly repressed by the presence of a 360 bp
upstream open reading frame (uORF) [49]. This process is
independent from expression of the uORF-encoded polypeptide
and translational re-initiation was recently reported as the ratelimiting step of VAR2CSA synthesis [51]. Other documented
evidence for the involvement of post-transcriptional mechanisms
in the control of var genes is lacking.
We recently identified a 101 bp target sequence (MEE) in the
upstream region of an upsC var gene that is essential for singular var
gene choice [54]. Here, we show that in addition to its role as a cisacting DNA sequence, the MEE element acts on the level of the
mRNA by inhibiting translation of upsC-derived transcripts. Our
data suggest that post-transcriptional regulation of var gene
expression may be a common mechanism in the control of
mutually exclusive expression of PfEMP1.
PLOS ONE | www.plosone.org

Results
A var Gene Upstream Element Inhibits Heterologous
Promoter Activity
The 101 bp MEE element is located downstream of the
transcriptional start site (TSS) in the upsC upstream region and
controls inclusion of the locus into the programme of mutually
exclusive var activity [54]. Here, we aimed at a more detailed
functional characterisation of this regulatory sequence. First, we
asked whether an upsC upstream sequence including the MEE is
able to modulate gene expression autonomously when placed in a
conserved position downstream of the TSS of a heterologous
promoter. To achieve this, we used our previously published
transfection vector pBKmin as a vehicle to target the endogenous
kahrp (knob-associated histidine rich protein) locus [54]. pBKmin
contains the blasticidin deaminase (bsd) resistance gene followed by
a reporter cassette in which a minimal kahrp promoter (Kmin)
controls expression of the hdhfr-gfp (human dihydrofolate reductase
fused to green fluorescent protein) reporter gene that confers
resistance to the antifolate WR99210 (WR). Here, we replaced the
region spanning bps 2445 to 21 downstream of the TSS of the
minimal kahrp promoter with the upsC sequence (bps 2519 to 21)
containing the MEE (Figure 1A). Transfected 3D7 parasites were
selected on blasticidin-S-HCl (BSD) and the plasmid was
integrated into the endogenous kahrp locus by single-crossover
homologous recombination (3D7/pBKminC). This event created
the kahrp-upsC hybrid upstream sequence kahrpC that drives
expression of the hdhfr-gfp gene (Figure 1B). In this context, the
wild-type kahrp promoter drives transcription of hdhfr-gfp and
produces transcripts in which the 59 UTR of kahrp had been
swapped with that of var upsC. Each of the downstream reporter
cassettes on the integrated concatamer is flanked by the minimal
KminC 59 upstream region, whereas the endogenous kahrp gene is
controlled by the minimal Kmin sequence. Note that these units are
essentially inactive because Kmin has negligible promoter activity
[54].
Surprisingly, 3D7/pBKminC parasites were completely refractory to WR selection in numerous independent challenge
experiments. To test if this was due to a block in transcription
we performed quantitative reverse transcription-PCR (qRT-PCR)
analysis. 3D7/pBKminC parasites consistently displayed two-fold
lower hdhfr-gfp transcript levels (52.04% +/2 17.3 s.d.) compared
to the control line 3D7/pBKmin [54] where the wild-type kahrp
upstream sequence controls hdhfr-gfp transcription (Figure 1C).
While this result indicated that the upsC upstream sequence has a
negative impact on kahrp promoter activity, a two-fold reduction in
steady state transcript levels alone was unlikely to account for the
irrevocable sensitivity of 3D7/pBKminC to WR. Sequencing of
reporter transcripts further excluded a scenario in which
deleterious mutations may have been responsible for this
prominent phenotype (data not shown).

The var Gene 59 UTR Inhibits Translation of hdhfr-gfp
Reporter Transcripts
In order to assess possible effects of the upsC 59 UTR on the
post-transcriptional level we performed parallel semi-quantitative
Northern and Western blot analyses (Figure 2). These experiments
confirmed the reduced hdhfr-gfp transcript levels in 3D7/pBKminC
compared to the control line 3D7/pBKmin, which we already
observed by qRT-PCR (Figure 1C). As expected, kahrpC-derived
transcripts had a slightly increased size compared to those
originating from the wild-type promoter, demonstrating that the
hdhfr-gfp mRNA was correctly transcribed in 3D7/pBKminC.
Strikingly, however, despite the presence of substantial amounts of
2
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Figure 1. Integration of the upsC 59 upstream sequence into a heterologous context at the kahrp locus. (A) Schematic map of the
transfection construct pBKminC. Single-crossover integration was guided by kahrp 59 homology. The position of the kahrp TSS is indicated [81].
Numbers refer to the nucleotide positions relative to the ATG start codon. The bsd resistance cassette selects for stably transfected parasites. The var
intron is indicated by a bold dashed line. hsp86 59, hsp86 promoter; Pb DT 39, P. berghei dhfr-thymidylate synthase terminator; rep20, 0.5 kb TARE6
repeat element; hrp2 39; histidine-rich protein 2 terminator. MEE, location of the 101 bp mutual exclusion element MEE [54]. (B) Genomic situation
after integration of the pBKminC concatamer into the endogenous kahrp locus. Restriction sites used in Southern analysis and fragment lengths are
indicated and colour-coded. S, StuI; B, BglII. The Southern blot on BglII/StuI-digested gDNA shows integration of pBKminC into the endogenous locus
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of kahrp. The membrane was hybridised with hdhfr (top) and kahrp (bottom). Fragments are colour-coded according to the integration map. wt, size
of the kahrp fragment in 3D7 wild-type parasites. i, integration event; p, plasmid fragment. (C) The upsC 59 UTR sequence represses kahrp promoter
activity. The bars represent the ratio of relative hdhfr-gfp and msp8 transcript levels in 3D7/pBKminC parasites (open bars) compared to the 3D7/
pBKmin control (black bars) cultured in absence of WR. Results are the mean +/2 s.d. of three independent experiments. Values are normalised for
PF3D7_1331700 transcripts.
doi:10.1371/journal.pone.0100183.g001

possesses bi-directional promoter activity [55,56]. Indeed, qRTPCR using primers specific to this recombined locus unambiguously identified active var intron-driven hdhfr-gfp transcription in
WR-selected 3D7/pBKminC parasites (Figure 3C), which resulted
in successful expression of hDHFR-GFP (Figure 3D). In line with
the peak of intron promoter activity late during the IDC [55],
synthesis of intron-derived hdhfr-gfp transcripts was higher in
trophozoites/early schizonts compared to ring stages (Figure 3C).
Attempts to identify intron-derived mRNA by Northern blotting
were unsuccessful (data not shown). We explain this by the low
abundance of intron-derived transcripts and similar expected size
compared to those originating from the kahrpC promoter.
Furthermore, intron-mediated antisense transcription initiates at
variable sites [55], which additionally hampers detectability in
Northern analysis.
The emergence of intron-derived hdhfr-gfp mRNA in WRselected cells confirms that the lack of hDHFR-GFP expression in
unselected 3D7/pBKminC parasites is solely caused by translational inhibition of kahrpC-derived transcripts through the upsC 59
UTR. Importantly, the fact that bypassing this restriction was only
possible through an extremely rare recombination event underscores the efficiency at which the upsC 59 UTR inhibits translation.
In summary, we conclude that the upsC 59 upstream sequence
investigated here exhibits a dual role in regulating expression; (i) as
a DNA element it has a repressive effect on RNA PolII-dependent
transcription, and (ii) as a 59 UTR element it efficiently prevents
translation.

steady state hdhfr-gfp transcripts, 3D7/pBKminC parasites hardly
expressed the hDHFR-GFP protein (Figure 2). This result provides
direct evidence for an important function of the upsC 59 UTR in
translational inhibition and explains the refractoriness of 3D7/
pBKminC parasites to WR selection.
Noteworthy, after twelve unsuccessful drug challenges we were
eventually able to select for a WR-resistant 3D7/pBKminC
population. In light of these difficulties in generating a WRresistant line, we considered a genomic rearrangement the most
plausible cause for this altered phenotype. Indeed, Southern blot
analysis revealed an additional hdhfr-gfp fragment in WR-selected
compared to unselected parasites (Figure 3A). To determine this
recombination event in exact detail, we carried out an elaborate
mapping strategy based on further Southern blotting, ligationmediated PCR and DNA sequencing (Figures S1 and S2). These
efforts uncovered a major gene conversion event that resulted in
the exchange of the end of chromosome 4 with a duplicated
version of the end of chromosome 2 (Figure 3B). This occurred
through the homologous recombination between a 10 bp
sequence directly upstream of the most telomere-proximal hdhfrgfp gene on chromosome two and an identical 10 bp sequence at
the exon 1-intron boundary of var gene PF3D7_0400100 (Figures
S1 and S2). Consequently, transcription of a single hdhfr-gfp gene
in WR-resistant 3D7/pBKminC parasites was now under control
of the reverse strand of a var gene intron. Notably, the var intron

The MEE Inhibits Translation of var Transcripts
In light of the above findings, we reasoned that deletion/
truncation of the corresponding 59 UTR sequence from the
context of the upsC upstream region will lead to enhanced
translation. To confirm this hypothesis we used a previously
established set of WR-selected parasite lines carrying episomal
plasmids [54] to investigate the effect of upsC 59 UTR truncations
on steady state hdhfr-gfp transcript levels and hDHFR-GFP
expression using parallel qRT-PCR and semi-quantitative Western blot analyses (Figure 4). In pBC the ‘‘full length’’ 2.5 kb upsC
upstream sequence (22488 to 21 with respect to the ATG start
codon) controls transcription of the hdhfr-gfp reporter. In pBC8,
pBC7, pBC5 and pBC4 deletions of increasing length have been
introduced directly upstream of the ATG (Figure 4A). Note that
none of these truncations alters the temporal activity profile of the
upsC promoter, but the 1057 bp deletion in pBC4 affects the TSS
and transcription initiates from a weak alternative upstream TSS
[54]. As shown in Figure 4B all WR-selected cell lines expressed
similar amounts of hDHFR-GFP protein. However, 3D7/pBC
and 3D7/pBC8 parasites displayed five- to over ten-fold higher
total hdhfr-gfp transcript levels per parasite compared to 3D7/
pBC7, 3D7/pBC5 and 3D7/pBC4 (Figure 4C, top panel). This
shows that both pBC- and pBC8-derived transcripts are indeed
translated with substantially lower efficiency than those produced
from pBC7, pBC5 and pBC4. Interestingly, these latter three
constructs all lack the MEE element (2316 to 2215 with respect
to the ATG start codon [54]) (Figure 4A) suggesting the inhibitory
effect may be mediated by this region.

Figure 2. The upsC 59 UTR element inhibits translation. Semiquantitative analysis of transcript and protein abundance in 3D7/pBKmin
(control) and 3D7/pBKminC ring stage parasites (6–14 hpi) cultured in
absence of WR (2WR). Top panels: hdhfr-gfp and hsp86 (loading
control) transcripts were detected by Northern blot. Ethidium bromidestained 18S and 28S rRNAs serve as second loading control. Bottom
panels: expression of hDHFR-GFP and GAPDH (loading control) in the
same parasite samples were analysed by Western blot.
doi:10.1371/journal.pone.0100183.g002
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Figure 3. A gene conversion event revokes translational inhibition of hdhfr-gfp transcripts. (A) Southern analysis on digested gDNA from
unselected and WR-selected 3D7/pBKminC parasites. Additional hdhfr-containing fragments detected in WR-selected parasites only are highlighted by
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pink arrows. S, StuI; B, BglII; K, KpnI; i, integration event; p, plasmid fragment. (B) The ends of chromosome 2 and 4 in unselected and 4/2 in WRselected parasites are schematically depicted. Gene IDs (www.plasmoDB.org) are indicated for a subset of genes as reference. The dashed arrow
highlights the site of gene conversion. The blue box represents the duplicated region of chromosome 2. The green box represents the region of
chromosome 4 that was deleted. The brown box displays a zoom-in view of the gene conversion event and the resulting recombined locus. Detailed
mapping and identification of the recombination site is presented in Figures S1 and S2. (C) hdhfr-gfp transcripts are produced from the var gene
intron on chromosome 4 in WR-selected 3D7/pBKminC parasites. Values represent relative var intron-derived hdhfr-gfp (grey bars) and ring stagespecific msp8 (open bars, control) transcript levels at three consecutive time points in WR-selected 3D7/pBKminC parasites (normalised to
PF3D7_1331700 transcripts). hpi, hours post invasion. (D) Semi-quantitative analysis of transcript and protein abundance in 3D7/pBKmin (control) and
3D7/pBKminC ring stage parasites (6–14 hpi) cultured in presence of WR99210 (+WR). Top panels: hdhfr-gfp and hsp86 (loading control) transcripts
were detected by Northern blot. Ethidium bromide-stained 18S and 28S rRNAs serve as second loading control. Bottom panels: expression of hDHFRGFP and GAPDH (loading control) in the same parasite samples were analysed by Western blot.
doi:10.1371/journal.pone.0100183.g003

When interpreting these results, it is important to consider the
fact that episomal plasmids in P. falciparum exist as concatamers of
tandemly repeated units [57]. Hence, unlike in 3D7/pBKminC
parasites where a single promoter is responsible for the production
of all hdhfr-gfp transcripts, the total hdhfr-gfp transcript levels in the
3D7/pBC series reflect the sum of transcripts produced simultaneously by multiple expression cassettes in each parasite. To
account for this we determined the mean plasmid copy number
per parasite in each transfected population and used these values
to calculate the hdhfr-gfp transcript levels generated by a single
promoter. Consistent with previous findings [54], all upsC
upstream regions comprising an intact promoter and TSS (pBC,
pBC8, pBC7, pBC5) generated similar amounts of steady state
transcripts per unit, suggesting that the 59 UTR deletions had no
major impact on mRNA stability (Figure 4C, middle panel).
However, 3D7/pBC and 3D7/pBC8 parasites carried five- to tenfold more plasmids per parasite compared to 3D7/pBC7 and
3D7/pBC5 (Figure 4C, bottom panel) and this entirely explains
the high levels of total hdhfr-gfp transcripts observed in 3D7/pBC
and 3D7/pBC8 (Figure 4C, top panel). Most importantly, the
increased plasmid copy numbers in both 3D7/pBC and 3D7/
pBC8 are a direct result of WR selection itself; prior to WR
challenge these parasites contained similarly low plasmid copy
numbers as 3D7/pBC7 and 3D7/pBC5 (Figures 4D and S3). This
demonstrates that unlike in 3D7/pBC7 and 3D7/pBC5, the
amount of hdhfr-gfp transcripts available in 3D7/pBC and 3D7/
pBC8 parasites prior to WR challenge was insufficient to facilitate
expression of hDHFR-GFP levels required to confer WR
resistance. Hence, since the upsC promoter in all transfected lines
produced similar levels of steady state hdhfr-gfp mRNA, the
transcripts flanked by a MEE-positive 59 UTR (pBC and pBC8)
were translated with lower efficiency compared to those where this
element was absent (pBC7 and pBC5). Notably, two additional
upsC constructs retaining the MEE (pBC1 and pBC2 [54]) also
increase in copy numbers upon WR selection to a similar extent as
pBC and pBC8. In contrast, WR challenge did neither select for
increased plasmid copy numbers in 3D7/pBC7 and 3D7/pBC5
nor in two additional lines where upsC constructs also lack the
MEE (3D7/pBC6.2 and 3D7/pBC5.2), or a control line where the
unrelated mahrp1 promoter controls hdhfr-gfp transcription (3D7/
pBM [54]) (Figures 4D and S3). This clearly shows that in order to
acquire WR resistance parasites expressing MEE-positive upsC
transcripts must compensate for their poor translation efficiency by
augmenting total hdhfr-gfp transcript levels through increasing
plasmid copy numbers. Our findings obtained with 3D7/pBC4
parasites further corroborate these results. The regulatory region
in pBC4 (which lacks the MEE element) generated very low
amounts of hdhfr-gfp transcripts, which is due to the low activity of
the alternative upstream TSS employed by this promoter [54]
(Figure 4C, middle panel). Similar to pBC and pBC8, WR
selection of 3D7/pBC4 parasites led to a substantial increase in
plasmid copy numbers showing that the low level of hdhfr-gfp
PLOS ONE | www.plosone.org

transcripts in these parasites was insufficient to confer WR
resistance (Figure 4C, bottom panel and Figure 4D). However,
the crucial difference between 3D7/pBC4 compared to 3D7/pBC
and 3D7/pBC8 is that, although WR challenge selects for
parasites carrying high plasmid copy numbers in all three lines,
3D7/pBC4 parasites acquire WR resistance with over 10-fold
lower total hdhfr-gfp steady state transcripts compared to 3D7/pBC
and 3D7/pBC8 (Figure 4C, top panel).

Discussion
Here we describe the identification of an autonomous cis-acting
element implicated in post-transcriptional var gene regulation.
First, insertion of bps 2519 to 21 of the upsC 59 UTR into the
context of the endogenous kahrp promoter rendered the corresponding hybrid transcripts incompetent for efficient translation.
Second, the independent analysis of several truncated upsC
sequences consistently showed that transcripts carrying a deletion
of the 59 UTR MEE element (nucleotides 2316 to 2215) gave rise
to significantly higher hDHFR-GFP protein levels compared to
transcripts carrying this region. These combined results demonstrate that the upsC 59 UTR, or more precisely the MEE element,
has a function in reducing the efficiency of translation.
Since hDHFR expression is subject to auto-regulation it is
important to exclude the possibility that this mechanism may have
been responsible for our observations. The hDHFR enzyme
represses translation of its cognate mRNA by binding specifically
to an 82 bp RNA element in the coding region [58–60]. In
presence of substrates or inhibitors the enzyme dissociates from the
mRNA, leading to a rapid release from translational inhibition
and consequently increased hDHFR expression [58,59,61].
hDHFR auto-regulation occurs not only in human cells but also
in P. falciparum transfected with hdhfr-encoding plasmids [62].
Zhang and Rathod reported that in presence of 500 nM WR a P.
falciparum line expressing hdhfr displayed six-fold increased hDHFR
expression at unchanged mRNA levels compared to the same
parasites cultured in absence of drug [62]. The important
difference between our and the above studies is that we did not
compare hDHFR-GFP expression levels between identical cell
lines cultured in presence or absence of inhibitor but rather
between different parasites lines cultured under identical growth
conditions. In this controlled setup, we observed that different
hdhfr-gfp transcripts showed dramatically different capacities to
support efficient translation. Parasites expressing hdhfr-gfp from the
endogenous kahrp promoter expressed hDHFR-GFP and were
easily selected on WR when transcripts were flanked by the wild
type kahrp 59 UTR. In striking contrast, when these transcripts
were flanked by the upsC 59 UTR parasites failed to translate
functional levels of hDHFR-GFP and were completely refractory
to WR selection. Since inhibitor-induced release of hDHFR autoinhibition occurs rapidly within 24 hours after challenge [62] it is
clear that the poor translation efficiency of these kahrpC-derived
6

June 2014 | Volume 9 | Issue 6 | e100183

Translational Inhibition of var Gene Expression

Figure 4. The MEE inhibits translation in the natural context of the upsC promoter. (A) Schematic depiction of upsC var promoter reporter
constructs [54]. Deletions are represented by dashed lines. Numbers refer to the nucleotide positions relative to the ATG start codon. The position of
the MEE is highlighted. (B) Expression of hDHFR-GFP and GAPDH (loading control) in WR-selected parasites was analysed by semi-quantitative
Western blot. (C) Top panel: Proportion of total steady-state hdhfr-gfp transcripts in WR-selected parasites carrying truncated upstream sequences
relative to the control line 3D7/pBC. Values are derived from three independent experiments (mean +/2 s.d.) (normalised to PF3D7_1331700
transcripts). Middle panel: Proportion of steady-state hdhfr-gfp transcripts produced by a single promoter in WR-selected parasites carrying truncated
upstream sequences relative to the control line 3D7/pBC. Values represent the data displayed in the top panel divided by the average plasmid copy
number determined from the same batch of parasites (bottom panel). (D) Mean increase in plasmid copy numbers (+/2 s.d.) after WR selection in
parasites transfected with constructs carrying MEE-positive upstream sequences (red) or MEE-negative upstream sequences (green). The increase in
plasmid copy numbers in WR-selected 3D7/pBC4 is shown in black. Individual plasmid copy numbers determined for each population are shown in
Figure S3. Asterisk, p = 0.0015 (Student’s t-test).
doi:10.1371/journal.pone.0100183.g004
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specific transcripts (Figure 5). The investigated upsC sequence in
pBKminC is no exception to that rule. In fact, the 519 bp 59 UTR
sequence contains the remarkable number of 33 uAUGs.
Moreover, the 101 bp MEE sequence element alone carries six
uAUGs that may serve as initiation sites for the translation of 6-11
amino acid (aa) peptides. If uORF-translation indeed plays a role
in regulating expression of var genes other than var2csa remains to
be investigated. Whereas the similar average size (4-6aa) of uORFs
with a predicted function in yeast [67] supports such an
assumption, conserved uORF-encoded peptides in Drosophila
(70aa) [68] and the var2csa gene (120aa) [49] are much larger.
Importantly, however, irrespective of whether translation is
initiated within the upsC 59 UTR or not, uAUGs can lead to a
substantial decrease in translation efficiency and they were shown
to have important roles in translational control during development and conditions of cell stress [69,70]. Clearly, P. falciparum
must have evolved mechanisms to bypass the ‘‘first AUG rule’’ in
order to express PfEMP1. This may be achieved through the wellknown mechanisms of leaky uAUG scanning, re-initiation after
uORF translation (as demonstrated for VAR2CSA expression
[51]), or by using cap-independent strategies to guide ribosomes
directly to the regular start site [65]. Although the exact
mechanism by which translation of upsC-derived mRNA is
inhibited remains to be determined, our findings demonstrate
that P. falciparum uses this type of control to modulate expression of
PfEMP1 variants. Similar to our observations, the 59 UTR of a P.
falciparum house-keeping gene was recently identified to reduce
translation efficiency [71], and a recent study based on polysome
profiling suggests the regulation of translation by 59 UTRs may be
a widespread mechanism to control protein expression in P.
falciparum [72].

transcripts is not due to this mechanism but is mediated by the
519 bp upsC 59 UTR instead. We obtained the same results with
WR-selected parasite lines in which episomal upsC promoters drive
hdhfr-gfp transcription. We consistently observed that hdhfr-gfp
transcripts carrying a deletion of the corresponding 59 UTR
sequence were efficiently translated and these parasites readily
acquired WR resistance with the pool of transcripts available prior
to WR challenge. In contrast, transcripts retaining this sequence
were inefficiently translated, which is entirely expected given that
kahrpC- and upsC-derived transcripts are identical apart from the
region upstream of position 2519. However, unlike 3D7/
pBKminC parasites, in which hdhfr-gfp transcription occurs from
a single chromosomal locus, these populations were able to
overcome WR sensitivity but this always required an increase in
plasmid copy numbers (and consequently hdhfr-gfp transcript levels)
by up to eight-fold compared to unselected parasites. Hence, even
if the addition of 4 nM WR triggered partial or full release of
hDHFR auto-inhibition in our cell lines (note that this concentration is 125-fold lower than that used by Zhang and Rathod
[62]) this was clearly insufficient to relieve translational inhibition
of transcripts flanked by the upsC 59 UTR.
The process of translation can be divided into initiation,
elongation and termination. Among these phases, protein synthesis
in eukaryotes is most highly regulated during initiation [63], i.e.
the rate at which ribosomes launch proper genesis of the peptide
chain. Usually, initiation is characterised by the recruitment of the
translation pre-initiation complex (PIC) to the m7G cap at the 59
end of transcripts [64]. Once associated with mRNA, the PIC
scans the untranslated region for downstream AUG start codons
[65]. Both PIC recruitment and scanning can be impeded by
secondary RNA structures, resulting in reduced initiation efficiency [66]. 59 polarity of the scanning mechanism provides further
means to regulate translation as the first encountered start codon
usually serves as a unique site of initiation [65]. Because of this
‘‘first AUG rule’’, upstream start codons (uAUGs) can interfere
with translation, often through creating small upstream open
reading frames (uORFs). The encoded peptides, however, are only
rarely involved in translational inhibition. In the case of P.
falciparum var2csa, initiation at an uORF indeed prevents translation from the regular start codon in a reversible manner and it has
been suggested that this process may allow for rapid switching to
the VAR2CSA PfEMP1 variant under favouring environmental
conditions [49]. The mechanisms underlying upsC-mediated
translational inhibition identified in this study appear to be distinct
from those operating in var2csa regulation. This hypothesis is based
on the observation that the inhibitory effect of the upsC 59 UTR is
irreversible, demonstrating that inefficient translation is a hardwired feature of upsC-derived transcripts. This is evident from the
fact that the poor translation efficiency of upsC 59 UTR-containing
transcripts could either not be reverted (in case of 3D7/pBKminC
parasites) or had to be compensated for by increasing plasmid copy
numbers and therefore hdhfr-gfp transcripts (in case of 3D7/pBC
and related lines). Hence, in contrast to the uORF in var2csa, the
upsC element is unlikely to be involved in adaptive processes but
rather fulfils gene-intrinsic post-transcriptional regulatory functions.
At this stage we do not know whether translation initiation at
uAUGs and/or translation of uORFs is involved in the inhibitory
function of the upsC 59 UTR. It is plausible that translational
inhibition is mediated in a uORF-independent fashion, for
instance by secondary mRNA structures and/or sequence-specific
RNA/protein interactions that may block PIC recruitment and/or
scanning. Notably, however, we observed a prominent enrichment
of uAUGs in var 59 UTRs in general compared to other ring stagePLOS ONE | www.plosone.org

Figure 5. uAUGs are enriched in var 59 UTRs. For each gene,
sequences ranging from bp 2500 to 21 relative to the ATG start codon
were downloaded from PlasmoDB version 7.2 (www.plasmoDB.org) and
the counts of the trinucleotide sequence ‘ATG’ were assessed in sliding
windows of 50 bps using custom-made Perl scripts. The average ATG
counts for each sequence set were plotted using the statistical analysis
package R (www.r-project.org). The var gene set includes 60 sequences,
subdivided into groups ‘‘upsA’’, ‘‘upsB’’, ‘‘upsC’’ and ‘‘others’’ (upsB/C,
upsB/A, upsE) according to the classification by Lavstsen and colleagues
[15]. The control set consists of 59 UTR sequences of 403 genes with
peak transcription in ring stages. Selection of these sequences was
based on RNASeq data [39] according to the following criteria: timing of
maximal expression: 8 hpi and 16 hpi; maximal expression ratio: 8-fold
induction; maximum expression percentile: 30th percentile. uAUGs are
significantly enriched in var 59 UTRs compared to the control set of ring
stage-specific genes (p = 7.56610211; Welch t-test).
doi:10.1371/journal.pone.0100183.g005
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was isolated using Tri Reagent (Ambion) and further purified
using the RNeasy Plus Mini Kit (Qiagen) for removal of gDNA.
Residual gDNA was digested with TURBO DNA-free DNAse
(Ambion). All samples were tested negative for contaminating
gDNA by qPCR. RNA was reverse transcribed using the
RETROscript Kit (Ambion). qPCR reactions for absolute
transcript quantification of hdhfr-gfp, PF3D7_1331700 (glutamine-tRNA ligase), msp8 and var intron-derived hdhfr-gfp were
performed at final primer concentrations of 0.4 mM using SYBR
Green Master Mix (Applied Biosystems) on a StepOnePlus RealTime PCR System (Applied Biosystems) in a reaction volume of
12 ml. Plasmid copy numbers were determined by qPCR on
gDNA isolated from the same parasite samples and calculated by
dividing the absolute hdhfr-gfp copy numbers by the average value
obtained for msp8 or PF3D7_1331700. All reactions were run in
duplicate yielding virtually identical Ct values. Serial dilutions of
gDNA and plasmid DNA were used as standards for absolute
quantification. Relative transcript values were calculated by
normalisation against the house-keeping gene PF3D7_1331700.
Primer sequences are listed in Table S1.

What could be the function of this type of regulation in the
control of var gene expression? The answer to this question may lie
in limitations of epigenetic mechanisms to strictly control singular
expression of var genes. var transcription occurs through the escape
of a single family member from transcriptionally inert heterochromatin that is associated with var loci. This process is linked to locus
repositioning and the removal of local repressive epigenetic marks
within a specialised perinuclear zone dedicated to var gene
transcription [18,22,23,26–28,30,31,36]. It has also been speculated that a unique trans-acting DNA-sequence, similar to the Helement-mediated activation of mammalian olfactory receptor
genes [73,74], may be involved in singular var gene choice [5].
However, recent efforts based on genome conformation capture
technologies failed to detect such an element [75]. Irrespective of
the exact mechanism underlying mutually exclusive var activation,
silencing of all other var genes may not be entirely efficient. Indeed,
there is evidence for the co-appearance of low levels of additional
full-length var transcripts in individual parasites [76,77]. Hence,
the repressive effect of var 59 UTRs may minimise the risk of
translating low abundance var transcripts derived from incompletely silenced loci.
In summary, we show that the upsC 59 UTR autonomously
mediates efficient translational inhibition. Our data are indicative
for an involvement of upstream AUGs in this process, potentially
leading to uORF expression. While beyond any doubt transcriptional and epigenetic control mechanisms dominate mutually
exclusive var gene control, the strength of the observed effect
indicates that translational inhibition may significantly contribute
to the control of PfEMP1 expression. In this context, it is
interesting to note that both translational inhibition and mutually
exclusive locus recognition are dependent on the MEE sequence
element. It is therefore tempting to speculate that P. falciparum may
have evolved a control strategy that utilises a single regulatory
element to control var gene expression at both the transcriptional
and the translational levels.

Southern and Northern Blot Analysis
gDNA was digested with appropriate restriction enzymes
overnight and separated on 0.5% TBE-buffered 0.7% agarose
gels. Total RNA was isolated from saponin-released parasites using
TriReagent (Ambion). RNA was glyoxylated for 1 h at 55uC in
five volumes glyoxal reaction mixture and electrophoresis was
performed using 16BPTE-buffered 1.5% agarose gels. Blots were
probed with 32P-dATP-labeled hdhfr, kahrp and hsp86 PCR
fragments (primers are listed in Table S1). Membranes were
stripped by boiling in 0.1% SDS for 15 min in between
hybridisations.

Supporting Information
Figure S1 Confirmation of the gene conversion event by
Southern blotting and ligation-mediated PCR. (A) The upper
map schematically depicts the end of chromosome 2 including the
integrated plasmid concatamer (blue box) in 3D7/pBKminC
parasites. kahrp promoter sequences are depicted by thick black
lines. The upsC 59 UTR sequence is depicted in red. The grey
circles and squares represent the telomeric tract and telomereassociated repeat elements (TAREs) 1–6, respectively. Arrowheads
indicate ORFs. The gene accession number refers to the most
telomere-proximal upsB var gene PF3D7_0200100. The lower map
shows a zoom-in view of the integrated concatamer (blue box).
Restriction sites used in Southern analysis are shown by vertical
dashed arrows, and expected fragment lengths are indicated and
colour-coded. The hdhfr probe used for hybridisation is shown
below the hdhfr-gfp coding sequence (grey box). (B) The
autoradiograph shows the hybridisation results obtained with the
hdhfr probe after digesting 3D7/pBKminC gDNA from unselected
(2WR) and selected (+WR) populations with EcoRV/NcoI (red),
EcoRV/SpeI (blue) or EcoRV/StuI (green). Note the presence of an
additional hdhfr-containing fragment after each double-digest
specifically in WR-selected, but not in unselected parasites
(highlighted by purple arrows). In each case, the size of the
additional fragment (schematically depicted to the bottom right) is
approximately 2 kb smaller than the size of the EcoRV/NcoI,
EcoRV/SpeI or EcoRV/StuI plasmid fragments (depicted to the top
right). This result suggested the presence of a novel EcoRV site
upstream of a single copy of hdhfr-gfp (highlighted in purple). i,
integration event; p, plasmid fragment. (C) Ligation-mediated
PCR. gDNA from WR-selected 3D7/pBKminC parasites was

Materials and Methods
Parasite Culture and Transfection
P. falciparum 3D7 parasites were cultured as described previously
[78]. Growth synchronisation was achieved by repeated sorbitol
lysis [79]. Transfections were performed as described [18].
Parasites were selected on 2.5 mg/ml BSD-S-HCl and 4 nM
WR99210. To obtain pBKminC, the Kmin promoter in pBKmin
[54] was replaced by a BglII/NotI-digested kahrp promoter
fragment (21115 to 2445 bps) containing an additional BamHI
restriction site at the 39 end directly upstream of the NotI site. The
resulting plasmid was digested with BamHI/NotI to insert the upsC
59 UTR element (2519 to 21) of var gene PF3D7_1240600.
Plasmids pBC5.2 and pBC6.2 were obtained by replacing the var
upstream region in pBC with truncated upsC sequences using BglII
and NotI. All other cell lines analysed in this paper have been
described previously [54]. Primers are listed in Table S1.

Western Blot Analysis
Detection of hDHFR-GFP and GAPDH (loading control) was
performed on whole cell lysates of parasites harvested at 6–14 hpi.
Primary antibody dilutions were: mouse anti-GFP (Roche
Diagnostics, 11814460001), 1:500; monoclonal mouse antiGAPDH 1-10B [80], 1:20,000.

Quantitative Reverse Transcription PCR
Pre-synchronised parasites cultures were synchronised twice 16
hours apart to obtain an eight-hour growth window. Total RNA
PLOS ONE | www.plosone.org
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digested with EcoRV and NcoI and ligated into EcoRV/NcoIdigested pET-41 (EMD Biosciences). To amplify EcoRV/NcoI
restriction fragments containing the hdhfr coding sequence, a
primary PCR reaction was performed using T7 and hdhfr_R1 (R1)
as forward and reverse primers, respectively. The primary PCR
product was diluted 1:200 and used as template for a semi-nested
PCR reaction using T7 and hdhfr_R2 (R2) as forward and reverse
primers, respectively. This amplicon was then sequenced using
primer hdhfr_R3 (R3). The nucleotide sequence is shown at the
bottom (reversed sequence). It begins with an EcoRV site within the
intron of var gene PF3D7_0400100 on chromosome 4 (orange
letters) and continues into the 39 end of exon 1 (purple box). The
green letters highlight the 10 bp sequence involved in the
recombination event between the var and hdhfr-gfp loci. The grey
box represents the start of the hdhfr-gfp coding sequence. A detailed
schematic view of the recombination event is depicted above the
nucleotide sequence. A single-crossover occurred between the
10 bp sequence (green letters) directly upstream of the hdhfr-gfp
reporter (grey box) on chromosome 2, and an identical sequence
(green letters) at the very 39 end of exon 1 of var gene
PF3D7_0400100 (purple box) on chromosome 4. As a result, the
hdhfr-gfp reporter (grey box) was placed under control of the var
gene intron promoter (orange line) on the reverse strand via gene
conversion.
(TIF)

sequence. The position of the EcoRI restriction site downstream of
the var locus and the expected fragment length are indicated. (C)
The map schematically depicts the end of chromosome 4 after the
gene conversion event between chromosomes 2 and 4 in WRselected 3D7/pBKminC parasites (‘‘chromosome 4/2 end’’). The
border between the green and blue boxes identifies the site of
single-crossover recombination. The green and blue boxes
represent sequences of the acceptor (chromosome 4) and donor
(chromosome 2), respectively, of the gene conversion event.
Restriction sites used in Southern analysis are shown by vertical
dashed arrows, and expected fragment lengths are indicated and
colour-coded. (D) The autoradiograph shows the hybridisation
results obtained after digesting 3D7/pBKminC gDNA from
unselected (2WR) and selected (+WR) populations with EcoRI,
EcoRI/NcoI or EcoRI/SacII. The membrane was hybridised with
hdhfr (top) and PF3D7_0400100 (bottom) probes. Arrows are
colour-coded according to the integration maps shown in panels
A-C and identify the expected restriction fragments. The red,
orange and yellow arrows highlight the restriction fragments that
contain the single hdhfr-gfp cassette driven by the var intron
promoter on chromosome 4/2 specifically in WR-selected
parasites. Hybridisation with the PF3D7_0400100 exon 1 probe
highlights the terminal chromosome 4 EcoRI fragment in
unselected 3D7/pBKminC parasites, which had been deleted from
the genome in WR-selected parasites by the gene conversion
event. i, integration event; p, plasmid fragment.
(TIF)

Figure S2 Further verification of the gene conversion event
between chromosomes 2 and 4 in WR-selected 3D7/pBKminC
parasites. (A) The map schematically depicts the end of
chromosome 2 including the integrated plasmid concatamer (blue
box) in 3D7/pBKminC parasites. kahrp promoter sequences are
depicted by thick black lines. The upsC 59 UTR sequence is
depicted in red. The grey circles and squares represent the
telomeric tract and TAREs 1–6, respectively. Arrowheads indicate
ORFs. The gene accession number refers to the most telomereproximal upsB var gene PF3D7_0200100. The lower map shows a
zoom-in view of the integrated concatamer (blue box). Restriction
sites used in Southern analysis are shown by vertical dashed
arrows, and expected fragment lengths are indicated and colourcoded. The hdhfr probe used for hybridisation is shown below the
hdhfr-gfp coding sequence (grey box). EcoRI sites are absent from
the plasmid sequence. Hence, the EcoRI sites up- and downstream
of the integrated concatamer release a restriction fragment in the
size of 6228 bps (chromosomal DNA) plus n times 9475 bps (entire
plasmid length) according to the number of copies in the
concatamer. (B) The map schematically depicts the end of wildtype chromosome 4 including var gene PF3D7_0400100 (orange
box) in unselected 3D7/pBKminC parasites. The PF3D7_0400100
exon 1 probe used for hybridisation is shown below the coding

Figure S3 Plasmid copy numbers before and after WR selection.
(A) Schematic depiction of upsC constructs that either retain the
MEE (left panel; red) or lack the MEE (right panel; green) in the
upstream sequence. Control plasmid pBM carries the mahrp1
promoter that naturally lacks a MEE element. (B) Average plasmid
copy numbers before WR selection (light colours) and after WR
selection (dark colours) in parasites transfected with MEE-positive
constructs (red) or MEE-negative constructs (green). Plasmid copy
numbers have been determined by qPCR and were calculated by
dividing the absolute hdhfr-gfp copy numbers by the values
obtained for the single copy gene msp8.
(TIF)
Table S1 Primers used in this study.

(PDF)

Author Contributions
Conceived and designed the experiments: NMBB KW TSV. Performed
the experiments: NMBB KW TSV. Analyzed the data: NMBB KW CS
TSV. Contributed reagents/materials/analysis tools: TSV. Wrote the
paper: NMBB TSV.

References
6. Baruch DI, Pasloske BL, Singh HB, Bi X, Ma XC, et al. (1995) Cloning the P.
falciparum gene encoding PfEMP1, a malarial variant antigen and adherence
receptor on the surface of parasitized human erythrocytes. Cell 82: 77–87.
7. Su XZ, Heatwole VM, Wertheimer SP, Guinet F, Herrfeldt JA, et al. (1995) The
large diverse gene family var encodes proteins involved in cytoadherence and
antigenic variation of Plasmodium falciparum-infected erythrocytes. Cell 82: 89–
100.
8. Smith JD, Chitnis CE, Craig AG, Roberts DJ, Hudson-Taylor DE, et al. (1995)
Switches in expression of Plasmodium falciparum var genes correlate with
changes in antigenic and cytoadherent phenotypes of infected erythrocytes. Cell
82: 101–110.
9. Gardner MJ, Hall N, Fung E, White O, Berriman M, et al. (2002) Genome
sequence of the human malaria parasite Plasmodium falciparum. Nature 419:
498–511.
10. Taylor HM, Kyes SA, Newbold CI (2000) Var gene diversity in Plasmodium
falciparum is generated by frequent recombination events. Mol Biochem
Parasitol 110: 391–397.

1. Leech JH, Barnwell JW, Miller LH, Howard RJ (1984) Identification of a strainspecific malarial antigen exposed on the surface of Plasmodium falciparuminfected erythrocytes. J Exp Med 159: 1567–1575.
2. Baruch DI, Gormely JA, Ma C, Howard RJ, Pasloske BL (1996) Plasmodium
falciparum erythrocyte membrane protein 1 is a parasitized erythrocyte receptor
for adherence to CD36, thrombospondin, and intercellular adhesion molecule 1.
Proc Natl Acad Sci U S A 93: 3497–3502.
3. Reeder JC, Cowman AF, Davern KM, Beeson JG, Thompson JK, et al. (1999)
The adhesion of Plasmodium falciparum-infected erythrocytes to chondroitin
sulfate A is mediated by P. falciparum erythrocyte membrane protein 1. Proc
Natl Acad Sci U S A 96: 5198–5202.
4. Kyes S, Horrocks P, Newbold C (2001) Antigenic variation at the infected red
cell surface in malaria. Annu Rev Microbiol 55: 673–707.
5. Guizetti J, Scherf A (2013) Silence, activate, poise and switch! Mechanisms of
antigenic variation in Plasmodium falciparum. Cell Microbiol 15: 718–726.

PLOS ONE | www.plosone.org

10

June 2014 | Volume 9 | Issue 6 | e100183

Translational Inhibition of var Gene Expression

38. Bozdech Z, Llinas M, Pulliam BL, Wong ED, Zhu J, et al. (2003) The
transcriptome of the intraerythrocytic developmental cycle of Plasmodium
falciparum. PLoS Biol 1: E5.
39. Otto TD, Wilinski D, Assefa S, Keane TM, Sarry LR, et al. (2010) New insights
into the blood-stage transcriptome of Plasmodium falciparum using RNA-Seq.
Mol Microbiol 76: 12–24.
40. Le Roch KG, 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: 1503–1508.
41. Foth BJ, Zhang N, Chaal BK, Sze SK, Preiser PR, et al. (2011) Quantitative
time-course profiling of parasite and host cell proteins in the human malaria
parasite Plasmodium falciparum. Mol Cell Proteomics 10: M110.
42. Foth BJ, Zhang N, Mok S, Preiser PR, Bozdech Z (2008) Quantitative protein
expression profiling reveals extensive post-transcriptional regulation and posttranslational modifications in schizont-stage malaria parasites. Genome Biol 9:
R177.
43. Hall N, Karras M, Raine JD, Carlton JM, Kooij TW, et al. (2005) A
comprehensive survey of the Plasmodium life cycle by genomic, transcriptomic,
and proteomic analyses. Science 307: 82–86.
44. Le Roch KG, Johnson JR, Florens L, Zhou Y, Santrosyan A, et al. (2004) Global
analysis of transcript and protein levels across the Plasmodium falciparum life
cycle. Genome Res 14: 2308–2318.
45. Mair GR, Lasonder E, Garver LS, Franke-Fayard BM, Carret CK, et al. (2010)
Universal features of post-transcriptional gene regulation are critical for
Plasmodium zygote development. PLoS Pathog 6: e1000767.
46. Mair GR, Braks JA, Garver LS, Wiegant JC, Hall N, et al. (2006) Regulation of
sexual development of Plasmodium by translational repression. Science 313:
667–669.
47. Braks JA, Mair GR, Franke-Fayard B, Janse CJ, Waters AP (2008) A conserved
U-rich RNA region implicated in regulation of translation in Plasmodium female
gametocytes. Nucleic Acids Res 36: 1176–1186.
48. Zhang M, Fennell C, Ranford-Cartwright L, Sakthivel R, Gueirard P, et al.
(2010) The Plasmodium eukaryotic initiation factor-2alpha kinase IK2 controls
the latency of sporozoites in the mosquito salivary glands. J Exp Med 207: 1465–
1474.
49. Amulic B, Salanti A, Lavstsen T, Nielsen MA, Deitsch KW (2009) An upstream
open reading frame controls translation of var2csa, a gene implicated in
placental malaria. PLoS Pathog 5: e1000256.
50. Mok BW, Ribacke U, Rasti N, Kironde F, Chen Q, et al. (2008) Default
Pathway of var2csa switching and translational repression in Plasmodium
falciparum. PLoS ONE 3: e1982.
51. Bancells C, Deitsch KW (2013) A molecular switch in the efficiency of
translation reinitiation controls expression of var2csa, a gene implicated in
pregnancy-associated malaria. Mol Microbiol 90: 472–488.
52. Salanti A, Dahlback M, Turner L, Nielsen MA, Barfod L, et al. (2004) Evidence
for the involvement of VAR2CSA in pregnancy-associated malaria. J Exp Med
200: 1197–1203.
53. Salanti A, Staalsoe T, Lavstsen T, Jensen AT, Sowa MP, et al. (2003) Selective
upregulation of a single distinctly structured var gene in chondroitin sulphate Aadhering Plasmodium falciparum involved in pregnancy-associated malaria. Mol
Microbiol 49: 179–191.
54. Brancucci NM, Witmer K, Schmid CD, Flueck C, Voss TS (2012) Identification
of a cis-acting DNA-protein interaction implicated in singular var gene choice in
Plasmodium falciparum. Cell Microbiol 14: 1836–1848.
55. Epp C, Li F, Howitt CA, Chookajorn T, Deitsch KW (2009) Chromatin
associated sense and antisense noncoding RNAs are transcribed from the var
gene family of virulence genes of the malaria parasite Plasmodium falciparum.
RNA 15: 116–127.
56. Calderwood MS, Gannoun-Zaki L, Wellems TE, Deitsch KW (2003)
Plasmodium falciparum var genes are regulated by two regions with separate
promoters, one upstream of the coding region and a second within the intron.
J Biol Chem 278: 34125–34132.
57. O’Donnell RA, Preiser PR, Williamson DH, Moore PW, Cowman AF, et al.
(2001) An alteration in concatameric structure is associated with efficient
segregation of plasmids in transfected Plasmodium falciparum parasites. Nucleic
Acids Res 29: 716–724.
58. Chu E, Takimoto CH, Voeller D, Grem JL, Allegra CJ (1993) Specific binding
of human dihydrofolate reductase protein to dihydrofolate reductase messenger
RNA in vitro. Biochemistry 32: 4756–4760.
59. Ercikan-Abali EA, Banerjee D, Waltham MC, Skacel N, Scotto KW, et al.
(1997) Dihydrofolate reductase protein inhibits its own translation by binding to
dihydrofolate reductase mRNA sequences within the coding region. Biochemistry 36: 12317–12322.
60. Tai N, Schmitz JC, Chen TM, Chu E (2004) Characterization of a cis-acting
regulatory element in the protein-coding region of human dihydrofolate
reductase mRNA. Biochem J 378: 999–1006.
61. Ercikan E, Banerjee D, Waltham M, Schnieders B, Scotto KW, et al. (1993)
Translational regulation of the synthesis of dihydrofolate reductase. Adv Exp
Med Biol 338: 537–540.
62. Zhang K, Rathod PK (2002) Divergent regulation of dihydrofolate reductase
between malaria parasite and human host. Science 296: 545–547.
63. Sonenberg N, Hinnebusch AG (2009) Regulation of translation initiation in
eukaryotes: mechanisms and biological targets. Cell 136: 731–745.

11. Ward CP, Clottey GT, Dorris M, Ji DD, Arnot DE (1999) Analysis of
Plasmodium falciparum PfEMP-1/var genes suggests that recombination
rearranges constrained sequences. Mol Biochem Parasitol 102: 167–177.
12. Freitas-Junior LH, Bottius E, Pirrit LA, Deitsch KW, Scheidig C, et al. (2000)
Frequent ectopic recombination of virulence factor genes in telomeric
chromosome clusters of P. falciparum. Nature 407: 1018–1022.
13. Scherf A, Hernandez-Rivas R, Buffet P, Bottius E, Benatar C, et al. (1998)
Antigenic variation in malaria: in situ switching, relaxed and mutually exclusive
transcription of var genes during intra-erythrocytic development in Plasmodium
falciparum. EMBO J 17: 5418–5426.
14. Kyes S, Christodoulou Z, Pinches R, Kriek N, Horrocks P, et al. (2007)
Plasmodium falciparum var gene expression is developmentally controlled at the
level of RNA polymerase II-mediated transcription initiation. Mol Microbiol 63:
1237–1247.
15. Lavstsen T, Salanti A, Jensen AT, Arnot DE, Theander TG (2003) Subgrouping of Plasmodium falciparum 3D7 var genes based on sequence analysis
of coding and non-coding regions. Malar J 2: 27.
16. Witmer K, Schmid CD, Brancucci NM, Luah YH, Preiser PR, et al. (2012)
Analysis of subtelomeric virulence gene families in Plasmodium falciparum by
comparative transcriptional profiling. Mol Microbiol 84: 243–259.
17. Voss TS, Tonkin CJ, Marty AJ, Thompson JK, Healer J, et al. (2007) Alterations
in local chromatin environment are involved in silencing and activation of
subtelomeric var genes in Plasmodium falciparum. Mol Microbiol 66: 139–150.
18. Voss TS, Healer J, Marty AJ, Duffy MF, Thompson JK, et al. (2006) A var gene
promoter controls allelic exclusion of virulence genes in Plasmodium falciparum
malaria. Nature 439: 1004–1008.
19. Dzikowski R, Li F, Amulic B, Eisberg A, Frank M, et al. (2007) Mechanisms
underlying mutually exclusive expression of virulence genes by malaria parasites.
EMBO Rep 8: 959–965.
20. Deitsch KW, Calderwood MS, Wellems TE (2001) Malaria. Cooperative
silencing elements in var genes. Nature 412: 875–876.
21. Andrulis ED, Neiman AM, Zappulla DC, Sternglanz R (1998) Perinuclear
localization of chromatin facilitates transcriptional silencing. Nature 394: 592–
595.
22. Marty AJ, Thompson JK, Duffy MF, Voss TS, Cowman AF, et al. (2006)
Evidence that Plasmodium falciparum chromosome end clusters are cross-linked
by protein and are the sites of both virulence gene silencing and activation. Mol
Microbiol 62: 72–83.
23. Lopez-Rubio JJ, Mancio-Silva L, Scherf A (2009) Genome-wide analysis of
heterochromatin associates clonally variant gene regulation with perinuclear
repressive centers in malaria parasites. Cell Host Microbe 5: 179–190.
24. Flueck C, Bartfai R, Volz J, Niederwieser I, Salcedo-Amaya AM, et al. (2009)
Plasmodium falciparum heterochromatin protein 1 marks genomic loci linked to
phenotypic variation of exported virulence factors. PLoS Pathog 5: e1000569.
25. Salcedo-Amaya AM, van Driel MA, Alako BT, Trelle MB, van den Elzen AM,
et al. (2009) Dynamic histone H3 epigenome marking during the intraerythrocytic cycle of Plasmodium falciparum. Proc Natl Acad Sci U S A 106: 9655–
9660.
26. Lopez-Rubio JJ, Gontijo AM, Nunes MC, Issar N, Hernandez RR, et al. (2007)
59 flanking region of var genes nucleate histone modification patterns linked to
phenotypic inheritance of virulence traits in malaria parasites. Mol Microbiol 66:
1296–1305.
27. Chookajorn T, Dzikowski R, Frank M, Li F, Jiwani AZ, et al. (2007) Epigenetic
memory at malaria virulence genes. Proc Natl Acad Sci U S A 104: 899–902.
28. Perez-Toledo K, Rojas-Meza AP, Mancio-Silva L, Hernandez-Cuevas NA,
Delgadillo DM, et al. (2009) Plasmodium falciparum heterochromatin protein 1
binds to tri-methylated histone 3 lysine 9 and is linked to mutually exclusive
expression of var genes. Nucleic Acids Res 37: 2596–2606.
29. Lomberk G, Wallrath L, Urrutia R (2006) The Heterochromatin Protein 1
family. Genome Biol 7: 228.
30. Duraisingh MT, Voss TS, Marty AJ, Duffy MF, Good RT, et al. (2005)
Heterochromatin silencing and locus repositioning linked to regulation of
virulence genes in Plasmodium falciparum. Cell 121: 13–24.
31. Ralph SA, Scheidig-Benatar C, Scherf A (2005) Antigenic variation in
Plasmodium falciparum is associated with movement of var loci between
subnuclear locations. Proc Natl Acad Sci U S A 102: 5414–5419.
32. Petter M, Selvarajah SA, Lee CC, Chin WH, Gupta AP, et al. (2013) H2A.Z
and H2B.Z double-variant nucleosomes define intergenic regions and dynamically occupy var gene promoters in the malaria parasite Plasmodium
falciparum. Mol Microbiol 87: 1167–1182.
33. Dzikowski R, Deitsch KW (2009) Genetics of antigenic variation in Plasmodium
falciparum. Curr Genet 55: 103–110.
34. Cortes A, Crowley VM, Vaquero A, Voss TS (2012) A view on the role of
epigenetics in the biology of malaria parasites. PLoS Pathog 8: e1002943.
35. Tonkin CJ, Carret CK, Duraisingh MT, Voss TS, Ralph SA, et al. (2009) Sir2
paralogues cooperate to regulate virulence genes and antigenic variation in
Plasmodium falciparum. PLoS Biol 7: e84.
36. Jiang L, Mu J, Zhang Q, Ni T, Srinivasan P, et al. (2013) PfSETvs methylation
of histone H3K36 represses virulence genes in Plasmodium falciparum. Nature
499: 223–227.
37. Llinas M, Bozdech Z, Wong ED, Adai AT, DeRisi JL (2006) Comparative whole
genome transcriptome analysis of three Plasmodium falciparum strains. Nucleic
Acids Res 34: 1166–1173.

PLOS ONE | www.plosone.org

11

June 2014 | Volume 9 | Issue 6 | e100183

Translational Inhibition of var Gene Expression

64. Pestova TV, Kolupaeva VG, Lomakin IB, Pilipenko EV, Shatsky IN, et al.
(2001) Molecular mechanisms of translation initiation in eukaryotes. Proc Natl
Acad Sci U S A 98: 7029–7036.
65. Kozak M (2002) Pushing the limits of the scanning mechanism for initiation of
translation. Gene 299: 1–34.
66. Kozak M (2005) Regulation of translation via mRNA structure in prokaryotes
and eukaryotes. Gene 361: 13–37.
67. Cvijovic M, Dalevi D, Bilsland E, Kemp GJ, Sunnerhagen P (2007)
Identification of putative regulatory upstream ORFs in the yeast genome using
heuristics and evolutionary conservation. BMC Bioinformatics 8: 295.
68. Hayden CA, Bosco G (2008) Comparative genomic analysis of novel conserved
peptide upstream open reading frames in Drosophila melanogaster and other
dipteran species. BMC Genomics 9: 61.
69. van der Velden AW, Thomas AA (1999) The role of the 59 untranslated region
of an mRNA in translation regulation during development. Int J Biochem Cell
Biol 31: 87–106.
70. Spriggs KA, Bushell M, Willis AE (2010) Translational regulation of gene
expression during conditions of cell stress. Mol Cell 40: 228–237.
71. Hasenkamp S, Russell K, Ullah I, Horrocks P (2013) Functional analysis of the
59 untranslated region of the phosphoglutamase 2 transcript in Plasmodium
falciparum. Acta Trop 127: 69–74.
72. Bunnik EM, Chung DW, Hamilton M, Ponts N, Saraf A, et al. (2013) Polysome
profiling reveals translational control of gene expression in the human malaria
parasite Plasmodium falciparum. Genome Biol 14: R128.
73. Lomvardas S, Barnea G, Pisapia DJ, Mendelsohn M, Kirkland J, et al. (2006)
Interchromosomal interactions and olfactory receptor choice. Cell 126: 403–
413.

PLOS ONE | www.plosone.org

74. Serizawa S, Miyamichi K, Nakatani H, Suzuki M, Saito M, et al. (2003)
Negative feedback regulation ensures the one receptor-one olfactory neuron rule
in mouse. Science 302: 2088–2094.
75. Lemieux JE, Kyes SA, Otto TD, Feller AI, Eastman RT, et al. (2013) Genomewide profiling of chromosome interactions in Plasmodium falciparum characterizes nuclear architecture and reconfigurations associated with antigenic
variation. Mol Microbiol 90: 519–537.
76. Duffy MF, Brown GV, Basuki W, Krejany EO, Noviyanti R, et al. (2002)
Transcription of multiple var genes by individual, trophozoite-stage Plasmodium
falciparum cells expressing a chondroitin sulphate A binding phenotype. Mol
Microbiol 43: 1285–1293.
77. Noviyanti R, Brown GV, Wickham ME, Duffy MF, Cowman AF, et al. (2001)
Multiple var gene transcripts are expressed in Plasmodium falciparum infected
erythrocytes selected for adhesion. Mol Biochem Parasitol 114: 227–237.
78. Trager W, Jensen JB (1978) Cultivation of malarial parasites. Nature 273: 621–
622.
79. Lambros C, Vanderberg JP (1979) Synchronization of Plasmodium falciparum
erythrocytic stages in culture. J Parasitol 65: 418–420.
80. Daubenberger CA, Tisdale EJ, Curcic M, Diaz D, Silvie O, et al. (2003) The N’terminal domain of glyceraldehyde-3-phosphate dehydrogenase of the apicomplexan Plasmodium falciparum mediates GTPase Rab2-dependent recruitment
to membranes. Biol Chem 384: 1227–1237.
81. Lanzer M, de Bruin D, Ravetch JV (1992) A sequence element associated with
the Plasmodium falciparum KAHRP gene is the site of developmentally
regulated protein-DNA interactions. Nucleic Acids Res 20: 3051–3056.

12

June 2014 | Volume 9 | Issue 6 | e100183

