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Abstract 

Background Eukaryotic genes contain introns that are removed by the spliceosomal machinery during mRNA matu‑
ration. Introns impose a huge energetic burden on a cell; therefore, they must play an essential role in maintaining 
genome stability and/or regulating gene expression. Many genes (> 50%) in Plasmodium parasites contain predicted 
introns, including introns in 5′ and 3′ untranslated regions (UTR). However, the roles of UTR introns in the gene expres‑
sion of malaria parasites remain unknown.

Methods In this study, an episomal dual‑luciferase assay was developed to evaluate gene expression driven by pro‑
moters with or without a 5′UTR intron from four Plasmodium yoelii genes. To investigate the effect of the 5′UTR intron 
on endogenous gene expression, the pytctp gene was tagged with 3xHA at the N‑terminal of the coding region, 
and parasites with or without the 5′UTR intron were generated using the CRISPR/Cas9 system.

Results We showed that promoters with 5′UTR introns had higher activities in driving gene expression than those 
without 5′UTR introns. The results were confirmed in recombinant parasites expressing an HA‑tagged gene (pytctp) 
driven by promoter with or without 5′UTR intron. The enhancement of gene expression was intron size dependent, 
but not the DNA sequence, e.g. the longer the intron, the higher levels of expression. Similar results were observed 
when a promoter from one strain of P. yoelii was introduced into different parasite strains. Finally, the 5′UTR introns 
were alternatively spliced in different parasite development stages, suggesting an active mechanism employed 
by the parasites to regulate gene expression in various developmental stages.

Conclusions Plasmodium 5′UTR introns enhance gene expression in a size‑dependent manner; the presence of alter‑
natively spliced mRNAs in different parasite developmental stages suggests that alternative slicing of 5′UTR introns 
is one of the key mechanisms in regulating parasite gene expression and differentiation.
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Background
Malaria is one of the major infectious diseases that affects 
hundreds of millions of people worldwide and kills over 
500,000 people annually [1]. Malaria parasites have a 
complex life cycle in which sexual and asexual reproduc-
tion occurs alternately between female Anopheles mos-
quitoes and vertebrate hosts. The complicated regulation 
of gene expression in different developmental stages of 
the Plasmodium life cycle is critical for the parasites to 
adapt to different environments [2–4]. Gene expressions 
in Plasmodium parasites are regulated by various mecha-
nisms, including transcription factors, unique promot-
ers, enhancers/inhibitors, non-coding RNA, codon usage 
bias, chromatin structure and various epigenetic modi-
fications on nucleic acids and histone proteins [5–11]. 
Many genes in Plasmodium parasites are interrupted by 
one or more introns [12–15], which may impose an ener-
getic burden on a cell [16]; however, studies on the roles 
of introns in gene expression regulation of the parasites 
are limited. In the human malaria parasite Plasmodium 
falciparum, the var gene introns were shown to have bi-
directional promoter activities driving the transcription 
of longer non-coding RNAs (lnc-RNAs) as antisense of 
exon 1 and sense in exon 2 [17–20]. lncRNA can act in cis 
or in trans to recruit chromatin-modifying complexes to 
the targeted loci to generate repressive heterochromatin. 
The bi-directional promoter activity within the var intron 
is vital for silencing the upstream var promoter [17, 18]. 
However, whether the presence of an intron or the size 
of an intron can affect gene expression in malaria para-
sites, particularly introns in 5′ and 3′ untranslated regions 
(UTRs), remains unknown.

In a eukaryotic cell, introns have been shown to reg-
ulate gene expression through various mechanisms 
[21–23]. Introns can act as a repressor, a transcriptional 
enhancer, or an element maintaining locus-specific chro-
matin opening state [24–26]. Introns can enhance the 
export of mRNAs via the nuclear pore complex (NPC) by 
recruiting export factors to spliced RNAs as part of the 
exon junction complex [27–30]. An intron can also influ-
ence translation efficiency, which is highly dependent on 
the position of an intron [31, 32]. Introns can increase 
alcohol dehydrogenase-1 (adhl) gene expression in maize, 
and the optimal location for such an intron enhancement 
is near the 5’ end of the mRNA [21]. Additionally, the size 
of an intron also influences gene expression; the longer 
an intron, the greater the relative level of gene expression 
[33].

In addition, within the coding sequence, introns can 
be found at 5′ and 3′ UTRs of a gene, and various studies 
have shown that these UTR introns play an essential role 
in regulating gene expression [25, 33, 34]. In Arabidopsis 
thaliana, it was found that the density of 5’UTR introns 

was significantly higher than that of 3’UTRs (but similar 
to those of introns in coding regions); introns were longer 
in the coding regions and 3’UTRs and had a different 
nucleotide composition from those of coding regions and 
3’UTR introns [33]. A 5′UTR intron of the polyubiquitin 
gene (rubi3) was found to elevate the beta-glucuroni-
dase (GUS) mRNA expression level and to stimulate the 
tissue-specific enhancement of translation [12]. Inter-
estingly, an intron placed in the 5′UTR could promote 
translation, but it became repressive when placed at the 
3′UTR of the gene [32].

In one of our previous studies, we identified > 300 5′ 
and 3′UTR introns from the Plasmodium yoelii para-
site [15]. Like those found in A. thaliana, approximately 
threefold more 5’UTR introns than 3’UTR introns were 
observed in the P. yoelii genes. Because these introns are 
not in an amino acid coding region, they likely function 
to regulate the gene expression of the parasites. Here, we 
designed experiments to investigate the role of selected 
P. yoelii 5′UTR introns in regulating gene expression. 
Using an episomal dual-luciferase cassette and parasites 
with CRISPR/Cas9-mediated gene knock-in and epitope 
tagging, we show that P. yoelii 5′UTR introns can signifi-
cantly enhance gene expression. The regulatory activity 
of an intron is dependent on intron size but independ-
ent of DNA sequence. This study demonstrates that 
5′UTR introns play an essential role in the regulation of 
malaria parasite gene expression and likely in parasite 
development.

Methods
Malaria parasites, mice and mosquitoes
The P. yoelii 17XL, BY265 and NSM parasites used in 
this study were described previously [35]. Female out-
bred ICR mice and inbred BALB/c mice, 6–8 weeks old, 
used to maintain parasites and evaluate parasite growth, 
respectively, were purchased from Xiamen University 
Laboratory Animal Center or Shanghai Laboratory Ani-
mal Center, CAS (SLACCAS). A colony of Anopheles ste-
phensi mosquitoes (Hor strain) was raised at 23  °C and 
75% humidity under a 12:12 light-dark illumination cycle 
and fed with 5% sucrose solution.

Plasmid construction and transfection
To study the effect of 5′UTR intron on gene expression, 
we constructed a vector expressing dual luciferases that 
contain two reporter genes—Fluc and Rluc (Fig.  1)—
based on pL0006 obtained from the Malaria Research 
and Reference Reagent Resource Center (MR4) (http:// 
www. mr4. org/). In the first expression cassette, the puta-
tive parasite promoter regions (~ 0.6–1 kb) with or with-
out 5’UTR intron were inserted into the vector at the 
5′ of the Fluc gene as a transcriptional fusion. Thus, the 

http://www.mr4.org/
http://www.mr4.org/


Page 3 of 12Lin et al. Parasites & Vectors          (2024) 17:238  

effect of 5′UTR intron on transcription can be evaluated 
by comparing the expression levels of the firefly luciferase 
with or without the 5′UTR intron. A Rluc gene under 
the control of a pbeef1αa promoter and pbdhfr/ts 3′UTR 
was also included as an internal control for plasmid copy 
numbers. The constructs were introduced into P. yoelii 
lines using electroporation, and the transfected parasites 
were injected intravenously (i.v., in 100 µl PBS) into mice. 
The injected animals were treated with pyrimethamine 
(7  mg/ml) for 4–7  days. Surviving parasites were har-
vested from the mouse blood when parasitemia reached 
1–5%, and the luciferase activities were determined 
using a dual-luciferase reporter gene assay kit (E1910, 
Promega).

The methods of gene tagging and gene disruption using 
the CRISPR/Cas9 system were basically as described 
previously [36]. To construct the plasmids for tagging 
PyTCTP with 3 × HA at the N-terminal of the protein 
and simultaneously generated parasites with or with-
out the 5′UTR intron, we first amplified a ~ 600-bp seg-
ment from the 5’UTR region with or without intron as 
left homologous arm and a 200–400-bp fragment from 
N-terminal coding region as right homologous arm using 
the primers in Table S1. A DNA sequence encoding the 
3 × HA (YPYDVPDYAGAYPYDVPDYAGAYPYDVP-
DYA) was inserted between the left and right arms in the 
frame (Fig. 3a, b) and cloned into the pYC5 vector using 
restriction enzymes Nco I and Sac II.
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Fig. 1 Dual‑luciferase assay measuring promoter activities with or without 5’UTR introns. a Four Plasmodium yoelii genes having 5’UTR introns were 
tested in this study. #, the percentage of guanine/cytosine in the sequence of 5’UTR intron. b Diagrams showing positions and relative sizes of 5’UTR 
introns and the length of putative promoters used. The exact sizes of the putative promoters are unknown; the coding region starts at the position 
after ‘‑1’ to the right. c Agarose gel of PCR products amplified from asexual blood stages of P. yoelii 17XL genomic DNA (gDNA), complementary 
DNA (cDNA), or RNA (without reverse transcriptase as a control for DNA contamination) using specific primer pairs ‑F1 and ‑R1 for each gene 
(Table S1). d Diagram of a plasmid construct for the luciferase assay. The 5’UTR is the region to be tested; Fluc, the gene encoding firefly luciferase; 
3’dhfr/ts, 3’UTR of Plasmodium berghei dihydrofolate reductase‑thymidylate synthase; pbeef1α, P. berghei eEF1A promoter; hdhfr, gene encoding 
human dihydrofolate reductase; Rluc, gene encoding Renilla luciferase; restriction sites: Apa I (A); Sac II (S); Xba I (Xb); Pst I (P); Kpn I (K); Xho I (Xh). e 
Relative luciferase signals after transfection with the promoter regions with or without 5’UTR introns from four genes. Two‑tailed t‑test; **P < 0.01; 
***P < 0.001
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To construct the plasmid to delete the coding region 
of the pytctp gene, we used primer pairs K55/K53 and 
K35/K33 to amplify 5’UTR and 3’UTR regions (~ 500 
bp) as left and right homologous arms and cloned them 
into restriction sites of Kpn I/Nco I and Xho I/Eco RI of 
the pYC5 vector. Oligonucleotide sequences for sgRNAs 
(Table  S1) designed to target specific sites in the 17XL 
genome were ligated into the plasmid using enzyme Bsm 
BI. All oligonucleotides were commercially synthesized 
by Xiamen Borui Biological Technology Co., Ltd. Trans-
fection, drug selection of transformed parasites and lim-
iting-dilution cloning were performed as described [36]. 
Integration events in the transformed parasites were first 
detected using PCR amplification and then confirmed by 
DNA sequencing.

Phenotypic characterization of parasite
Growth rates and host mortality rates of genetically 
modified parasite clones, as well as the wild-type (WT) 
P. yoelii 17XL, were evaluated in female BALB/c mice (4 
mice per single parasite clone). Each mouse was injected 
i.v. with an inoculum containing 1 ×  106 iRBCs. Giemsa-
stained thin blood films were made daily from day 2 
post-infection (pi). Parasitemias were measured by direct 
microscopic examination and recorded in Excel.

For gametocyte induction, ICR mice were pretreated 
with phenylhydrazine (PHZ, 20  mg/kg) via intraperito-
neal injection, and mice were infected i.v. with 1 ×  105 
iRBCs 3 days after the injection of PHZ. Gametocytes 
were counted using Giemsa-stained thin blood smears 
on day 4 after the infection. Gametocytemias were calcu-
lated as the proportion of gametocytes over iRBCs.

For blood feeding of mosquitoes, each recipient ICR 
mouse was injected i.v. with 1 ×  106 iRBCs. Approxi-
mately 100 female mosquitoes were allowed to feed on 
an infected mouse for 30 min on days 3–4 pi. Mosquito 
midguts were dissected, and oocysts were counted on 
day 8 after the blood feeding. Salivary glands were dis-
sected on days 16–18 and harvested for homogenization, 
and the number of released sporozoites was counted in a 
hemocytometer.

Immunofluorescence assay (IFA)
iRBCs were fixed using 4% paraformaldehyde and applied 
to a poly-l-lysine pre-treated coverslip. The fixed cells 
were permeabilized with 0.1% Triton X-100 in PBS for 
10  min, blocked with 5% BSA/PBS for 60  min at room 
temperature and incubated with rabbit anti-HA mAb 
(1:2,000, Cell Signaling Technology) diluted in 5% BSA 
at 4℃ overnight. The samples were then incubated with 
goat-anti-rabbit antibody conjugated with Alexa Fluor 
555 (1:2,000, Invitrogen) for 1 h. Cell nuclei were stained 
with Hoechst 33342 (1:2,000, ThermoFisher Scientific), 

mounted in 90% glycerol solution and sealed with nail 
polish. Images were captured and processed using the 
same settings on a Zeiss LSM 780 confocal microscope.

Quantitative reverse‑transcription PCR (qRT‑PCR)
Total RNA was prepared from iRBCs using a Trizol 
reagent (15,596,018, Invitrogen) and then treated with 
DNase to remove genomic DNA contamination. cDNA 
was synthesized using 5 × All-In-One MasterMix (G492, 
abm). The real-time quantitative RCR was performed 
using TransStart Top Green qPCR SuperMix (AQ131, 
Transgen) in the CFX96 Touch qPCR System (Bio-Rad). 
The PCR thermal cycling started with 30  s at 94 ℃ for 
denaturation, followed by 40 cycles of 5 s at 94 ℃ and 30 s 
at 60 ℃. Gene expression changes were quantified using 
the ∆∆Ct method. Actin I (PY17X_1461900) was used as 
the endogenous control, and the primers are shown in 
Table S1.

Results
Gene expression cassette and effects of 5’UTR intron 
on gene expression
To investigate whether the UTR introns of malaria para-
sites can affect gene expression, we randomly selected 
four genes that have 5’UTR introns (PY17X_0406400, 
PY17X_0703100, PY17X_1017800 and PY17X_1111700) 
based on our previous observations [15] for this study 
(Fig.  1a, 1b). We amplified a segment of 5’UTR from 
each gene with (DNA as template) or without (cDNA as 
template) the 5’UTR intron from P. y. yoelii 17XL para-
site using primers that also introduced Apa I and Sac II 
restriction sites. PCR products of expected sizes were 
obtained (Fig. 1c). We next constructed a vector based on 
plasmid pL0006 (MR4, deposited by Waters et  al.) after 
introducing a cassette encoding pbeef1αa-Rluc-3’pbdhfr/
ts through KpnI and XhoI sites and a DNA segment 
containing firefly luciferase (Fluc) gene and 3’pbdhfr/
ts through SacII and PstI sites to express both Renilla 
luciferase (Rluc) and firefly luciferase simultaneously 
(Fig.  1d). The amplified UTR products with or without 
the 5′UTR intron from each gene were then cloned into 
the vector (5’UTR in Fig. 1d) and used to transfect P. y. 
yoelii 17XL parasite using electroporation. Transfected 
parasites were injected (i.v.) into mice and were fed with 
water containing pyrimethamine (7  mg/ml). After para-
sitemia reached 1–5%, blood samples were taken, and 
luciferase activities (fluorescent signals) were measured 
using a commercial kit (Promega). Fluc/Rluc fluorescent 
signal ratios from repeated experiments were obtained 
and plotted (the Rluc signals were used to adjust gene 
expression variation due to differences in plasmid copy 
numbers or other unknown factors). We observed signifi-
cantly higher signals from constructs with 5’UTR intron 
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in three of the four genes tested (except PY17X_0406400) 
(Fig. 1e). These results show that, in most cases, 5’UTR 
introns of malaria parasites can increase gene expression, 
similar to those reported in other organisms [25, 33].

Effects of 5’UTR intron on gene expression in different P. 
yoelii strains
We next investigated whether the same results could be 
obtained from different P. yoelii strains. We introduced 
the plasmids containing 5’UTR from PY17X_1111700 
[translationally-controlled tumor protein (TCTP), also 
known as histamine-releasing factor (HRF)] with or 
without the 5’UTR intron into two additional parasites, 
P. y. yoelii BY265 and P. y. nigeriensis NSM (a subspecies), 
and obtained similar results as observed in the P. y. yoe-
lii 17XL parasite, e.g. higher luciferase signals in para-
sites receiving promoter region with 5’UTR intron than 
those without the 5’UTR (Fig. 2a). The results suggest a 
similar mechanism in regulating gene expression levels 
in all P. yoelii strains or subspecies. The signals from the 
NSM and BY265 parasites having promoter sequence 
with 5’UTR intron were significantly lower than those of 
17XL (P < 0.05), although the 5’UTR sequences from the 
three parasites had ~ 97% sequence similarity (Fig. S1). 
The results suggest that sequence variation in the intron 
and/or 5’UTR region flanking the intron can affect gene 
expression.

Effects of 5’UTR intron size and sequence composition 
on gene expression
We next constructed plasmids containing pytctp 5’UTR 
region with modified intron sequences: type 1 and 2, 
smaller intron sequence containing the first or the sec-
ond half of the original sequence, respectively (Fig.  2b); 
type 3, inverted sequence of the original intron; type 4, 

scrambled DNA sequence. We then evaluated the effects 
of these artificial sequences on gene expression. The 
parasites transfected with the smaller introns had sig-
nificantly lower signal ratios than those transfected with 
its full-length 5′UTR intron (Fig. 2c). The parasites with 
inverted intron sequence or scrambled sequence had 
signal ratios similar to that of the original full-length 
intron (Fig. 2c). These results suggest that the size of the 
intron, but not the intron sequence, can influence gene 
expression.

CRISPR/Cas9 modifications of pytctp 5’UTR intron and gene 
tagging
To further characterize the role of 5′UTR in mRNA and 
protein expression in the endogenous locus, we used 
CRISPR/Cas9 to tag the pytctp with 3xHA at the 5′ end of 
the gene and at the same time generated parasites with or 
without the 5′UTR intron. Using the P. yoelii 17XL para-
site carrying the 5’UTR intron, we designed a guide RNA 
(GTC TTT ATA TAC TTT CAT TTTGG ) at the 5′ region to 
insert the 3xHA tag to generate 5′ HA-tagged pytctp gene 
with or without the 5′UTR intron (Fig. S2a and S2b). 
After transfection of the 17XL parasites, pyrimethamine 
selection (7 mg/ml in drinking water) and limiting dilu-
tion cloning, we obtained parasite clones with expected 
insertions as determined using sequence-specific PCR 
(Fig. S2c and S2d). Correct 3xHA tagging of the gene 
was confirmed after DNA sequencing (Fig. S2e and S2f ). 
Three parasite clones carrying HA-tagged gene with 
5’UTR intron (pytctp+IN+HA c1-3), three clones carrying 
HA-tag without the 5’UTR intron (pytctp−IN+HA c1-3) 
and two un-tagged clones without the 5’UTR intron 
(pytctp−IN c1-2) were eventually obtained. We also gen-
erated two parasite clones (pytctp+IN+HAc c1-2) with a 
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3xHA-tag at the C-terminus of the PyTCTP protein simi-
larly (Fig. S3a-3c).

PyTCTP mRNA and protein expressions in parasites 
with or without 5’UTR intron
To investigate whether the 5’UTR intron could affect 
the levels of transcription or translation of endogenous 
genes in parasites, we used qPCR to measure the mRNA 
transcript of the pytctp gene from the genetically modi-
fied parasite clones. As expected, the parasites without 
the 5’UTR intron (pytctp−IN+HA and pytctp−IN) had lower 

mRNA levels than those of WT 17XL, while the tran-
script levels of parasite clones carrying HA-tagged gene 
with 5′UTR intron (pytctp+IN+HA) were comparable to 
those of the WT parasite (Fig.  3a). These data indicate 
that the 5′UTR intron of the pytctp gene can enhance its 
transcriptional expression in vivo.

Next, we investigate PyTCTP protein expression using 
an anti-HA antibody. We performed immunofluores-
cence assay (IFA) on parasites with or without the 5′UTR 
intron (Fig.  3b). The PyTCTP protein was expressed at 
higher levels in the parasites with 5’UTR intron than 
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without the 5’UTR intron and no HA‑tag. b Images of Immunofluorescence assay (IFA) of parasites (ring, trophozoite or schizont) expressing PyTCTP 
protein (red) stained by anti‑HA antibody. pytctp+IN+HAc c1, a parasite clone with 5’UTR intron tagged with 3xHA at the C‑terminus. Hoechst 33,342 
stain (blue) for nucleic acid. c Mean PyTCTP fluorescent signals of ring, trophozoite and schizont stages of the recombinant parasite clones. Signals 
were from 20 iRBC cells. d Western blot detection of HA‑tagged PyTCTP protein in 17XL WT and HA‑tagged parasite clones with or without 5’UTR 
intron. Hep17 (P. yoelii hepatocyte erythrocyte protein 17 kDa) as a protein loading control. e Mean fluorescent signals from protein gels as in c 
(from three independent experiments). For a, c and e, unpaired two‑tailed t‑test; **P < 0.01; ***P < 0.001
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in those without 5’UTR intron in ring, trophozoite and 
schizont stages with HA-tag at either N- or C-terminal 
(Fig. 3b). Quantification of fluorescent signals from ran-
domly selected iRBCs (20 cells) showed significantly 
higher signals in parasites with 5’UTR intron than 
in those without the intron (Fig.  3c). The HA-tagged 
PyTCTP protein expression patterns suggest that it is 
expressed in the cytoplasm. The results show that the 
5’UTR intron affects the tctp gene transcription and 
protein level but not the localization of the HA-tagged 
protein.

Next, we extracted parasite lysates from iRBCs after 
removing host white cells and performed a Western 
blot analysis using an anti-HA antibody. Western blot 
signals were detected using electrochemiluminescence 
(ECL) after incubation with anti-HA and horseradish 
peroxide-conjugated secondary antibodies. Stronger sig-
nals were detected in lysates from parasites carrying the 
pytctp gene with the 5’UTR intron than in those without 
the intron (Fig.  3d). Quantification of the protein sig-
nals showed significantly higher expression in parasites 
with the 5′UTR intron after adjusting for protein loading 
based on signal from anti-Hep17 (Fig. 3e). These results 
further confirm that the 5′UTR intron of the pytctp gene 

can increase its protein expression, which is consistent 
with those from episomal luciferase assays.

Alternatively transcribed mRNAs in different parasite 
development stages
The widespread presence of 5′ and 3′UTR introns in the 
parasite genome and our data showing increased gene 
expression with a 5′UTR intron suggest that the UTR 
introns could be alternatively spliced during parasite 
development in vertebrate and insect hosts to regulate 
gene expression. We next designed primers (Table  S1) 
across the 5′UTR introns in the four genes and amplified 
cDNA prepared from blood stages, gametocytes, oocysts, 
sporozoites and liver stages. Alternative splicing events 
were observed for each of the four genes (Fig. 4a, b). For 
example, the 5’UTR intron of PY17X_1111700 (pytctp) 
was spliced in the blood stages, oocysts and sporozoites, 
and transcripts with the 5’UTR intron were observed in 
gametocytes and liver stages, suggesting increased gene 
expression in the two stages. These results suggest that 
alternative splicing of 5’UTR introns plays an essential 
role in parasite gene expression and parasite develop-
ment and differentiation.
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Effects of 5’UTR intron or HA‑tag on parasite growth, host 
survival and development of sexual stages
We next evaluated the effects of the 5′UTR intron and 
the 3xHA-tag on parasite growth and host survival. 
Mice (four mice in each group) were injected with 
(1 ×  106 iRBCs, i.v.) WT or 3xHA-tagged 17XL para-
sites with or without the 5′UTR, and parasitemia and 
host survival were monitored daily. The parasites with 
the 3xHA-tag grew significantly more slowly and sur-
vived 1–2 days longer than the WT parasites (Fig. 5a–
e), suggesting that the introduction of the 3xHA-tag 
may affect parasite growth. However, the absence of 
the 5’UTR intron did not significantly affect parasite 
growth in mice or host mortality (Fig.  5g, h), likely 
because of the splicing of the 5’UTR intron in the 
asexual stages of the 17XL parasites. Interestingly, the 
pytctp+IN+HA parasites grew significantly more quickly 
than the pytctp−IN+HA parasites on day 5 pi (Fig.  5i), 
suggesting an effect of the HA-tag on intron splicing 

and gene expression leading to changed asexual para-
site growth.

We also counted gametocytes in the blood of 
infected mice. The gametocyte rates of the parasite 
clones with 3xHA-tag (pytctp+IN+HA, pytctp−IN+HA and 
pytctp+IN+HAc) were significantly lower than WT 17XL or 
the un-tagged clones without the intron (pytctp−IN), indi-
cating that the introduction of 3xHA-tag in pytctp influ-
enced the gametocyte production (Fig. 5j). No oocyte in 
the mosquito midgut or sporozoite in the salivary gland 
was observed for the parasite clones bearing 3xHA-tag 
in pytctp (Fig. 5k, l). We also generated a pytctp mutant 
parasite using the CRISPR/Cas9 technique and obtained 
a clonal parasite with the deletion of pytctp (∆pytctp, Fig. 
S3d-3f ). pytctp deletion also led to slower asexual growth 
and severely defective gametocyte formation, and no 
oocyst or sporozoite was observed in the ∆pytctp parasite 
(Fig. 6a–f). We further re-introduced the pytctp gene into 
the ∆pytctp parasite to restore the gene function (Fig. 
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S3d-3f ). The rescued parasite (∆pytctp/pytctp) showed 
WT levels of asexual growth and production of game-
tocyte, oocyst and sporozoite (Fig.  6a–f). These results 
suggest that PyTCTP plays an essential role in the devel-
opment of gametocyte and parasite transmission.

Discussion
This study shows that 5’UTR introns of the malaria para-
site P. yoelii play a role in gene expression regulation: The 
presence of a 5’UTR intron can generally increase mRNA 
and protein expression. As we are aware, this is the 
first demonstration of malaria UTR introns in regulat-
ing parasite gene expression, although the roles of UTR 
introns in gene expression have been reported in plants 
and other organisms [21–23]. Introns are expected to 
impose a substantial energetic burden on a cell, and the 
reasons for an organism to maintain a large number of 
introns have been issues of interest [16]. Here, we used 
two approaches to investigate the roles of 5’UTR introns 
in gene expression. We first used episomal plasmids car-
rying dual-luciferase expression cassettes to evaluate the 
effects of 5’UTR regions on the expression of four P. yoe-
lii genes. Our results show significantly higher luciferase 

signals in parasites carrying 5’UTR introns than in those 
without introns in three of the four genes tested, sug-
gesting that the presence of the introns improves the 
transcription and/or translation for some of the parasite 
genes.

To investigate the effect of 5’UTR introns on gene 
expression in an endogenous setting, we also used the 
CRISPR/Cas9 method to introduce a 3xHA-tag at 5’end 
of the gene encoding PyTCTP protein and generated 
parasites with or without 5’UTR intron at the same time. 
Analysis of protein expression using anti-HA antibody 
again showed significantly higher protein expression in 
the parasites with the 5’UTR intron. The episomal expres-
sion does not require the transport of mRNA out of the 
nuclear membrane; in this case, the 5’UTR introns do not 
contribute to mRNA export; therefore, the increase in 
gene expression could be through enhancement of tran-
scription and/or translation processes. Alternative splic-
ing (AS) coupled with nonsense-mediated decay (NMD) 
is an important post-transcriptional mechanism for reg-
ulating gene expression. The presence or absence of 5’ 
and 3’UTR may trigger AS-NMD of alternatively spliced 
mRNA. Upstream open reading frames overlapping the 
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main start codon and long 3’UTRs (> 350 nt) can be the 
triggers for the AS-NMD mechanism. However, analy-
sis of the 5’UTR sequences for the four P. yoelii genes we 
tested here did not show the presence of any new open 
reading frames overlapping the main start codon that 
may trigger AS-NMD in the sequences without introns. 
At this point, we do not know the exact mechanisms of 
how the introns enhance gene expression, which requires 
further investigation.

Our results also show that the strength of 5’UTR 
introns in enhancing gene expression depends on intron 
size, not the intron sequences. Two plasmid constructs 
carrying half of the original 5’UTR intron from the gene 
encoding PyTCTP protein had significantly lower lucif-
erase signals than that of the parasite with the full-length 
intron. In contrast, plasmids carrying inversed DNA 
sequences of the original intron and a synthetic DNA 
random sequence with the same size as the full-length 
original intron did not significantly change gene expres-
sion levels, suggesting that the 5’UTR intron sequence 
may not act as a specific binding site for transcription 
factors. We recognize that these results were obtained 
from the 5’UTR intron of the pytctp gene, and the lucif-
erase assays were performed in episomally transfected 
parasites. Experiments using additional genes and/or 
in  vivo assays are necessary to draw a solid conclusion. 
Similar observations of size-dependent activity have 
been reported in plants; the longer the intron, the greater 
the relative level of gene expression. In humans, 5’UTR 
introns can also enhance the expression of some genes 
in a length-dependent manner, although the most highly 
expressed genes were found to have short 5’UTR introns 
[37]. Therefore, the mechanisms of 5’UTR-intron-medi-
ated gene expression regulation are species-dependent. 
We still do not know how intron size influences gene 
expression. The presence of an intron with a specific size 
may create a unique space or secondary structure that 
promotes the binding of various transcription factors.

No significant difference was observed in the mRNA 
expression for the PY17X_0406400 (encoding a ubiq-
uitin-conjugating enzyme E2) gene with or without a 
5’UTR intron. The 5’UTR from the PY17X_0406400 had 
a low level of activity, possibly due to the relatively short 
5’UTR that might miss some critical promoter elements 
in the cloned DNA segments. Attentively, sequence com-
position and GC content of the 5’UTR of this gene may 
play a role, which can be tested through modification 
of nucleotide sequences or replacement of its original 
sequence with 5’UTRs from other genes. There is also 
a possibility that not all the 5’UTRs can regulate gene 
expression.

We also introduced 5’UTR sequences with or with-
out an intron from P. y. yoelii 17XL strain into P. y. yoelii 

BY265 and a subspecies of P. y. nigeriensis NSM. In both 
cases, the luciferase signals in BY265 and NSM parasites 
receiving promoter region without 5’UTR intron were 
significantly lower than those when plasmid with 5’UTR 
intron from P. yoelii 17XL was introduced into the same 
parasite strain. These results suggest that a similar mech-
anism operates in these parasite strains and that poly-
morphism in the 5’UTR regions (996 bp) may also affect 
gene expression, which can also be regulated through 
secondary structures.

We further investigated the biological effects of changes 
in the expression of the gene encoding PyTCTP. HA tag-
ging of the gene at both N- and C-terminals appears to 
reduce parasite asexual growth rate for parasites with or 
without the 5’UTR intron but does not significantly affect 
host survival, suggesting an impact on parasite asexual 
growth by the HA-tagging of PyTCTP. A close exami-
nation of parasitemia also shows a significantly faster 
growth of the pytctp+IN+HA parasites than the pytctp−

IN+HA day 5 pi, suggesting an effect of the 5’UTR intron 
on PyTCTP protein expression and parasite asexual 
growth. Therefore, the 5’UTR intron enhances PyTCTP 
expression and asexual growth, whereas the HA-tag hin-
ders the development of both asexual and sexual stages. 
For the 17XL WT parasite, the 5’UTR intron is likely 
spliced in the asexual stages, and the WT and pytctp−IN 
parasites would grow similarly (Figs. 4a and 5e). For the 
HA-tagged parasites, intron slicing and the stability of 
mRNA and/or protein could be affected by the HA-tag, 
leading to changed growth phenotypes.

Interestingly, both the pytctp gene with HA-tag and 
disruption of the gene (no expression) led to a signifi-
cant reduction or absence in gametocytes, mature oocyst 
and sporozoites in the mosquitoes. The results suggest 
that PyTCTP also plays an essential role in the develop-
ment of gametocyte and possibly mosquito stages. The 
N-terminal HA-tag did not significantly affect mRNA 
levels of PyTCTP in blood stages, and the PyTCTP pro-
tein was expressed at a reasonable level if the 5’UTR 
intron was present. However, the HA tagging signifi-
cantly impaired parasite sexual development, which sug-
gests that the HA-tag may disrupt the protein function. 
Intriguingly, previous studies showed that the homolog 
of the PbANKA tctp gene (pbtctp) was not essential, and 
deletion of the pbtctp did not significantly affect asex-
ual parasite growth and host survival when mice were 
injected with iRBCs [38, 39]. However, significantly lower 
parasitemia and better survival were observed when mice 
were infected with sporozoites without the pbtctp gene. 
Additionally, similar numbers of infected mosquitoes 
and the numbers of sporozoites per infected mosquito 
salivary gland were found for the WT and pbtctp defi-
cient parasites, suggesting that pbtctp is dispensable for 
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PbANKA parasite development inside mosquitoes [38, 
39]. How do we explain the differences observed between 
17XL and PbANKA? The roles of tctp in the development 
of mosquito stages may be parasite species specific. Infec-
tions of Anopheles stephensi with PbANKA usually yield 
much higher oocyst counts than the oocyst numbers 
observed in this study (approximately 4 times the aver-
age oocyst count), and a reduction in oocyst number of 
PbANKA after the pbtctp deletion might not be evident if 
the numbers of oocysts were not counted precisely under 
controlled experimental conditions. Therefore, the phe-
notypic difference in mosquito stages between PbANKA 
and 17XL described here could be just a thresholding 
effect that results in few or no oocysts in the 17XL para-
site but a milder phenotype in PbANKA. Another possi-
bility is that the CRISPR/Cas9 procedures have off-target 
effects during the editing of the 17XL genome. However, 
possible off-target effects of the gRNAs can be ruled 
out after rescuing the ∆pytctp with the wild-type allele, 
restoring infectivity to mosquitoes to wild-type levels. 
Additionally, three gRNAs were used in cutting the DNA 
sequences, two for HA tagging and one for gene dele-
tion, and these experiments using different gRNAs led to 
similar defective phenotypes in sexual stages. The role of 
the tctp gene in the development of the mosquito stages 
between PbANKA and 17XL requires further investiga-
tion. If the essential role of TCTP in sexual stage devel-
opment can be confirmed in other Plasmodium species, 
TCTP can be a potential target for developing drugs or 
vaccines to block parasite transmission.

Conclusions
This study demonstrates that Plasmodium 5’UTR introns 
can enhance gene expression in a size-dependent man-
ner; the presence of alternatively spliced mRNAs in 
different parasite developmental stages suggests that 
alternative slicing of 5’UTR introns is one of the key 
mechanisms in regulating parasite gene expression and 
differentiation.
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gel showing parasite clones with expected PCR products using primer 
pairs indicated in a and Table S1. c: Electropherograms of DNA sequences 
confirming correct HA‑tag insertion. d: A diagram showing CRISPR/
Cas9‑mediated disruption and re‑introduction of the pytctp gene. The 
arrows for F5, R5, kF, mF, kR and mR indicate the positions and directions 
of primers used in the experiments. e: An agarose gel showing parasite 
clones with expected PCR products using primer pairs indicated in (d) and 
Table S1. e: Electropherograms of DNA sequences confirming gene dis‑
ruption and in‑frame re‑introduction of deleted pytctp coding fragment.

Supplementary Materials 4: Table S1 Sequences of primers used in this 
study.

Acknowledgements
The authors thank colleagues from Xiamen University Laboratory Animal 
Center for their technical support and Dera Tompkins, NIH Library Editing 
Service, for manuscript editing assistance.

Author contributions
LL, YL, RL, YG, RX, RF, ZJ, WZ, LY, and ML performed experiments and analyzed 
data; SL coordinated the work; X–zS conceived the project, wrote and edited 
the manuscript; JL conceived the project, designed experiments, analyzed 
data, and wrote the manuscript.

Funding
This work was supported by the National Natural Science Foundation of 
China (#82072302), by the National Parasitic Resources Center/the Ministry 
of Science and Technology Fund (NPRC‑2019‑194‑30), by the Natural Science 
Foundation of Fujian Province of China (No. 2022J01028) to J.L., and partially 
by the Division of Intramural Research, National Institute of Allergy and Infec‑
tious Diseases (NIAID), National Institutes of Health (to X–zS).

Availability of data and materials
All data generated or analyzed during this study are included in this article.

Declarations

Ethics approval and consent to participate
All animal experiments were performed in accordance with an approved 
protocol (#XMULAC20190050) by the Laboratory Animal Management and 
Ethics Committee of Xiamen University. This study did not involve any human 
participants.

Consent for publication
Not applicable.

Competing interests
The authors declare no competing interests.

Received: 16 January 2024   Accepted: 3 May 2024

References
 1. WHO. World malaria report. Geneva: WHO; 2022.
 2. Hall N, Karras M, Raine JD, Carlton JM, Kooij TWA, Berriman M, et al. A 

comprehensive survey of the Plasmodium life cycle by genomic, tran‑
scriptomic, and proteomic analyses. Science. 2005;307:82–6.

https://doi.org/10.1186/s13071-024-06319-0
https://doi.org/10.1186/s13071-024-06319-0
https://plasmodb.org/
https://www.ebi.ac.uk/Tools/msa/clustalo/


Page 12 of 12Lin et al. Parasites & Vectors          (2024) 17:238 

 3. Le Roch KG, Zhou Y, Blair PL, Grainger M, Moch JK, Haynes JD, et al. 
Discovery of gene function by expression profiling of the malaria parasite 
life cycle. Science. 2003;301:1503–8.

 4. Bozdech Z, Zhu J, Joachimiak MP, Cohen FE, Pulliam B, DeRisi JL. Expres‑
sion profiling of the schizont and trophozoite stages of Plasmodium falci-
parum with a long‑oligonucleotide microarray. Genome Biol. 2003;4:R9.

 5. Painter HJ, Campbell TL, Llinás M. The Apicomplexan AP2 family: integral 
factors regulating Plasmodium development. Mol Biochem Parasitol. 
2011;176:1–7.

 6. Angov E. Codon usage: nature’s roadmap to expression and folding of 
proteins. Biotechnol J. 2011;6:650–9.

 7. Tuteja R, Ansari A, Chauhan VS. Emerging functions of transcription fac‑
tors in malaria parasite. J Biomed Biotechnol. 2011;2011:461979.

 8. Cortés A, Deitsch KW. Malaria epigenetics. Cold Spring Harb Perspect 
Med. 2017;7:a025528.

 9. Mair GR, Braks JAM, Garver LS, Wiegant JCAG, Hall N, Dirks RW, et al. Regu‑
lation of sexual development of Plasmodium by translational repression. 
Science. 2006;313:667–9.

 10. Batugedara G, Lu XM, Bunnik EM, Le Roch KG. The role of chromatin struc‑
ture in gene regulation of the human malaria parasite. Trends Parasitol. 
2017;33:364–77.

 11. Vembar SS, Droll D, Scherf A. Translational regulation in blood stages of 
the malaria parasite Plasmodium spp.: systems‑wide studies pave the 
way. Wiley Interdiscip Rev RNA. 2016;7:772–92.

 12. Lu F, Jiang H, Ding J, Mu J, Valenzuela JG, Ribeiro JMC. Su X‑z: cDNA 
sequences reveal considerable gene prediction inaccuracy in the Plasmo-
dium falciparum genome. BMC Genomics. 2007;8:255.

 13. Gardner MJ, Hall N, Fung E, White O, Berriman M, Hyman RW, et al. 
Genome sequence of the human malaria parasite Plasmodium falcipa-
rum. Nature. 2002;419:498–511.

 14. Huestis R, Fischer K. Prediction of many new exons and introns in Plasmo-
dium falciparum chromosome 2. Mol Biochem Parasitol. 2001;118:187–99.

 15. Li J, Cai B, Qi Y, Zhao W, Liu J, Xu R, et al. UTR introns, antisense RNA and 
differentially spliced transcripts between Plasmodium yoelii subspecies. 
Malar J. 2016;15:30.

 16. Jo B‑S, Choi SS. Introns: the functional benefits of introns in genomes. 
Genomics Inform. 2015;13:112–8.

 17. Calderwood MS, Gannoun‑Zaki L, Wellems TE, Deitsch KW. Plasmodium 
falciparum var genes are regulated by two regions with separate promot‑
ers, one upstream of the coding region and a second within the intron. J 
Biol Chem. 2003;278:34125–32.

 18. Deitsch KW, Calderwood MS, Wellems TE. Cooperative silencing elements 
in var genes. Nature. 2001;412:875–6.

 19. Su X‑z, Heatwole VM, Wertheimer SP, Guinet F, Herrfeldt JA, Peterson 
DS, et al. The large diverse gene family var encodes proteins involved 
in cytoadherence and antigenic variation of Plasmodium falciparum‑
infected erythrocytes. Cell. 1995;82:89–100.

 20. Zhang Q, Siegel TN, Martins RM, Wang F, Cao J, Gao Q, et al. Exonuclease‑
mediated degradation of nascent RNA silences genes linked to severe 
malaria. Nature. 2014;513:431–5.

 21. Callis J, Fromm M, Walbot V. Introns increase gene expression in cultured 
maize cells. Genes Dev. 1987;1:1183–200.

 22. Le Hir H, Nott A, Moore MJ. How introns influence and enhance eukary‑
otic gene expression. Trends Biochem Sci. 2003;28:215–20.

 23. Luehrsen KR, Walbot V. Intron enhancement of gene expression 
and the splicing efficiency of introns in maize cells. Mol Gen Genet. 
1991;225:81–93.

 24. Antoniv TT, Tanaka S, Sudan B, De Val S, Liu K, Wang L, et al. Identification 
of a repressor in the first intron of the human alpha2(I) collagen gene 
(COL1A2). J Biol Chem. 2005;280:35417–23.

 25. Bianchi M, Crinelli R, Giacomini E, Carloni E, Magnani M. A potent 
enhancer element in the 5’‑UTR intron is crucial for transcriptional regula‑
tion of the human ubiquitin C gene. Gene. 2009;448:88–101.

 26. Hural JA, Kwan M, Henkel G, Hock MB, Brown MA. An intron transcrip‑
tional enhancer element regulates IL‑4 gene locus accessibility in mast 
cells. J Immunol. 2000;165:3239–49.

 27. Luo MJ, Reed R. Splicing is required for rapid and efficient mRNA export 
in metazoans. Proc Natl Acad Sci USA. 1999;96:14937–42.

 28. Rafiq M, Suen CK, Choudhury N, Joannou CL, White KN, Evans RW. Expres‑
sion of recombinant human ceruloplasmin–an absolute requirement for 
splicing signals in the expression cassette. FEBS Lett. 1997;407:132–6.

 29. Reed R, Hurt E. A conserved mRNA export machinery coupled to pre‑
mRNA splicing. Cell. 2002;108:523–31.

 30. Ryu WS, Mertz JE. Simian virus 40 late transcripts lacking excisable 
intervening sequences are defective in both stability in the nucleus and 
transport to the cytoplasm. J Virol. 1989;63:4386–94.

 31. Braddock M, Muckenthaler M, White MR, Thorburn AM, Sommerville J, 
Kingsman AJ, et al. Intron‑less RNA injected into the nucleus of Xenopus 
oocytes accesses a regulated translation control pathway. Nucleic Acids 
Res. 1994;22:5255–64.

 32. Matsumoto K, Wassarman KM, Wolffe AP. Nuclear history of a pre‑mRNA 
determines the translational activity of cytoplasmic mRNA. EMBO J. 
1998;17:2107–21.

 33. Chung BYW, Simons C, Firth AE, Brown CM, Hellens RP. Effect of 5’UTR 
introns on gene expression in Arabidopsis thaliana. BMC Genomics. 
2006;7:120.

 34. Lu J, Sivamani E, Azhakanandam K, Samadder P, Li X, Qu R. Gene expres‑
sion enhancement mediated by the 5’ UTR intron of the rice rubi3 gene 
varied remarkably among tissues in transgenic rice plants. Mol Genet 
Genomics. 2008;279:563–72.

 35. Li J, Pattaradilokrat S, Zhu F, Jiang H, Liu S, Hong L, et al. Linkage 
maps from multiple genetic crosses and loci linked to growth‑related 
virulent phenotype in Plasmodium yoelii. Proc Natl Acad Sci USA. 
2011;108:E374‑382.

 36. Zhang C, Xiao B, Jiang Y, Zhao Y, Li Z, Gao H, et al. Efficient editing 
of malaria parasite genome using the CRISPR/Cas9 system. mBio. 
2014;5:e01414‑14. 

 37. Cenik C, Derti A, Mellor JC, Berriz GF, Roth FP. Genome‑wide func‑
tional analysis of human 5’ untranslated region introns. Genome Biol. 
2010;11:R29.

 38. Demarta‑Gatsi C, Smith L, Thiberge S, Peronet R, Commere P‑H, Matondo 
M, et al. Protection against malaria in mice is induced by blood stage‑
arresting histamine‑releasing factor (HRF)‑deficient parasites. J Exp Med. 
2016;213:1419–28.

 39. Mathieu C, Demarta‑Gatsi C, Porcherie A, Brega S, Thiberge S, Ronce K, 
et al. Plasmodium berghei histamine‑releasing factor favours liver‑stage 
development via inhibition of IL‑6 production and associates with a 
severe outcome of disease. Cell Microbiol. 2015;17:542–58.

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


	Size-dependent enhancement of gene expression by Plasmodium 5’UTR introns
	Abstract 
	Background 
	Methods 
	Results 
	Conclusions 

	Background
	Methods
	Malaria parasites, mice and mosquitoes
	Plasmid construction and transfection
	Phenotypic characterization of parasite
	Immunofluorescence assay (IFA)
	Quantitative reverse-transcription PCR (qRT-PCR)

	Results
	Gene expression cassette and effects of 5’UTR intron on gene expression
	Effects of 5’UTR intron on gene expression in different P. yoelii strains
	Effects of 5’UTR intron size and sequence composition on gene expression
	CRISPRCas9 modifications of pytctp 5’UTR intron and gene tagging
	PyTCTP mRNA and protein expressions in parasites with or without 5’UTR intron
	Alternatively transcribed mRNAs in different parasite development stages
	Effects of 5’UTR intron or HA-tag on parasite growth, host survival and development of sexual stages

	Discussion
	Conclusions
	Acknowledgements
	References


