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Haemolysis and haem oxygenase‑1 
induction during persistent “asymptomatic” 
malaria infection in Burkinabé children
Jason P. Mooney1,2*, Aissata Barry3, Bronner P. Gonçalves1, Alfred B. Tiono3, Shehu S. Awandu5, Lynn Grignard1, 
Chris J. Drakeley1, Christian Bottomley4, Teun Bousema5 and Eleanor M. Riley1,2

Abstract 

Background:  The haemolysis associated with clinical episodes of malaria results in the liberation of haem, which 
activates the enzyme haem oxygenase-1 (HO-1). HO-1 has been shown to reduce neutrophil function and increase 
susceptibility to invasive bacterial disease. However, the majority of community-associated malaria infections are 
subclinical, often termed “asymptomatic” and the consequences of low-grade haemolysis during subclinical malaria 
infection are unknown.

Study design and results:  As part of an ongoing study of subclinical malaria in Burkina Faso, 23 children with sub-
clinical Plasmodium falciparum infections (determined by qPCR) were compared with 21 village-matched uninfected 
control children. Infected children showed evidence of persistent haemolysis over 35 days, with raised plasma haem 
and HO-1 concentrations. Concentrations of IL-10, which can also directly activate HO-1, were also higher in infected 
children compared to uninfected children. Regression analysis revealed that HO-1 was associated with haemolysis, 
but not with parasite density, anaemia or IL-10 concentration.

Conclusions:  This study reveals that subclinical P. falciparum malaria infection is associated with sustained hae-
molysis and the induction of HO-1. Given the association between HO-1, neutrophil dysfunction and increased risk 
of Salmonella bacteraemia, prolonged HO-1 induction may explain epidemiological associations and geographic 
overlap between malaria and invasive bacterial disease. Further studies are needed to understand the consequences 
of persistent subclinical malaria infection, low-grade haemolysis and raised HO-1 on immune cell function and risk of 
comorbidities.
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Background
In malaria endemic areas, the vast majority of malaria 
infections that are detected in community surveys are 
‘asymptomatic’, that is they do not present with fever or 
other obvious clinical signs that prompt treatment-seek-
ing behaviour. Individuals carrying these infections are 
often referred to as being ‘clinically immune’. However, 
Plasmodium falciparum parasites, sometimes present 
at very low densities, can be detected in the peripheral 

blood of these individuals either microscopically or by 
highly sensitive PCR [1–3]. Asymptomatic infections 
may perpetuate malaria transmissions and, as individu-
als rarely seek treatment, can act as a reservoir of ‘cryptic’ 
transmission, undermining efforts at malaria elimina-
tion [4, 5]. Moreover, there is accumulating evidence that 
these infections may be harmful to the infected individ-
ual; being associated with, for example, reduced school 
attendance and cognitive ability [6], strengthening the 
argument that they should be referred to as subclinical 
rather than asymptomatic and should be treated [3].

Acquired immunity to malaria develops after 
repeated exposure but is non-sterilizing; clinically 
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immune individuals harbour frequent, persistent or 
recurrent infections throughout their lives [7–11]. 
These subclinical infections have been associated with 
persistent low-grade haemolysis, and fluctuations in 
parasite density may result in intermittent, higher 
density parasitaemia and further haemolysis [12, 13]. 
Over time, extensive destruction of both parasitized 
and non-parasitized red blood cells [14, 15] can lead 
to moderate and even severe anaemia [16]. Very low 
parasite densities can also lead to diagnostic confusion 
given the numerous comorbidities that may occur in 
malaria endemic regions [17].

Associations between bacteraemia (especially due 
to non-Typhoidal Salmonella, NTS), malaria infection 
and anaemia have been noted since 1929 [18, 19], with 
the first large case series published from The Gambia 
in 1987: seventy percent of NTS bacteraemia patients 
were anaemic and carried malaria parasites, typically 
at very low densities [20]. Recently, the molecular and 
cellular basis for malaria and NTS coinfection has 
been elucidated. Experiments in mice have shown that 
the immunoregulatory cytokine interleukin (IL)-10 
impairs control of Salmonella through reduced neu-
trophil migration into infected tissues [21–23]. Fur-
ther, malaria-induced haemolysis results in liberation 
of haem, a highly toxic pro-oxidant that is degraded 
by haem oxygenase-1 (HO-1). In turn, HO-1 impairs 
the function of circulating neutrophils in mice [24]; 
this impaired neutrophil function leads to increased 
susceptibility to invasive bacterial disease [21, 24]. 
Importantly, raised IL-10, HO-1 and impaired neutro-
phil respiratory burst have also been observed in chil-
dren recovering from an acute symptomatic malaria 
infection [25]. However, it is not clear to what extent 
these defects are also induced by low density, subclini-
cal malaria infections and/or may underlie the high 
incidence of invasive bacterial infections observed in 
malaria endemic areas.

In this preliminary study, the hypothesis was that 
subclinical malaria infection causes persistent hae-
molysis and low grade inflammation leading to raised 
HO-1 and inflammatory and/or regulatory cytokines. 
Plasma concentrations of markers of haemolysis and 
inflammation were compared among 23 children from 
Burkina Faso with subclinical P. falciparum infections 
and 21 village-matched, uninfected, control children. 
Subclinical P. falciparum infection was associated with 
persistent haemolysis with elevated concentrations of 
IL-10 and HO-1. These findings suggest that further 
exploration of haemolysis, immune function and sus-
ceptibility to bacterial coinfection in ‘asymptomati-
cally’ infected children is warranted.

Methods
Study population
The study was conducted in Balonghin in southwest 
Burkina Faso, a region of intense and highly seasonal 
malaria transmission occurring between June and 
October each year [26]. Two groups of children aged 
5–10  years were surveyed. The first group was sur-
veyed at the end of the dry season (June–July 2015); 
these children were included in the current analyses 
if they were free of infection by microscopy (reading 
100 microscopic fields) and by 18  s qPCR [27]. The 
second group was surveyed on a monthly basis during 
the peak malaria season (September–December 2016). 
Children from this second cohort were included in the 
current analyses if they had chronic subclinical malaria 
infections (defined as two consecutive positive qPCRs 
1 month apart in the absence of measured or reported 
fever) and samples were taken on the day this condition 
was met (d0, moment at which PCR + infections were 
present for at least 1  month) and 35  days later. After 
this last sample was collected, children received a full 
curative course of artemether–lumefantrine to clear 
their infections.

Ethics and sample collection
Informed consent was provided by the parent or guard-
ian of each child. The study was approved by the eth-
ics committees of the London School of Hygiene and 
Tropical Medicine (reference number 9008) and the 
Ministry of Health in Burkina Faso (reference number 
2015-3-033). Venous blood was collected into RNApro-
tect, heparin and EDTA-containing vacutainers. Whole 
blood samples were collected for parasitology from the 
EDTA tube. The blood from the heparin tube was cen-
trifuged, and the plasma layer aspirated, aliquoted and 
stored at − 80  °C until use. Unfortunately, no leuco-
cytes were collected for functional analysis.

Plasmodium falciparum PCR
A MagNAPure LC automatic extractor (Roche Applied 
Science) was used to extract total nucleic acids from 
100 µL venous blood samples collected in RNAprotect. 
Parasite density was quantified using 18  s qPCR [28] 
and serially diluted ring-stage NF54 parasites as the 
positive control [29].

Haemoglobin
Haemoglobin concentrations were determined by self-
calibrating Hemocue photometer (HemoCue 301 + , 
Angelholm, Sweden). Anaemia was defined using 
WHO guidelines for circulating levels of haemoglo-
bin (g/dL) [30]. For children 5–11  years of age these 
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are: non-anaemic (> 11.5), mild (11–11.4), moderate 
(8–10.9), and severe (< 8) anaemia.

Haemoglobin genotypes were determined in 21 of the 
23 infected patients. Extracted DNA was amplified using 
previously published primers (300  nM each) [32]. After 
amplification, primers and nucleotides from the genomic 
PCR were removed using ExoSAP-IT reagent (Applied 
Biosystems). Cleaned PCR product was added to an 
ASPE (allele specific primer extension) reaction mix con-
taining 250 nM of each ASPE probe and 200 µM Biotin-
14-dCTP (Invitrogen). ASPE products were hybridised to 
2500 beads (Luminex corp., The Netherlands) of each set, 
washed twice in 1 × Tm buffer (0.2 M NaCl, 0.1 M Tris, 
0.8% TritonX-100, pH 8.0) and incubated for 15  min at 
37  °C in 1 × Tm containing 0.1% bovine serum albumin 
(BSA) and 2.5 µg/mL Streptavidin, R-Phycoerythrin Con-
jugate (SAPE, Invitrogen). Fifty µl of the hybridized beads 
were read on a Magpix (Luminex corp., The Netherlands) 
and genotypes were called according to fluorescent sig-
nal. Probe sequences were as follows;

HbA(C) (5′CTT​AAA​CTC​TAC​TTA​CTT​CTA​ATT​CAT​
GGT​GCA​TCT​GAC​TCC​TG3′, bead set MTAG-A056),

HbC (5′AAC​TTT​CTC​TCT​CTA​TTC​TTA​TTT​CAT​
GGT​GCA​TCT​GAC​TCC​TA3′, bead set MTAG-A043),

HbA(S) (5′CTA​AAC​ATA​CAA​ATA​CAC​ATT​TCA​CAG​
TAA​CGG​CAG​ACT​TCT​CCT3′, bead set MTAG-A062),

HbS (5′AAT​CAA​CAC​ACA​ATA​ACA​TTC​ATA​CAG​
TAA​CGG​CAG​ACT​TCT​CCA3′, bead set MTAG-A048). 
This methodology is described in detail elsewhere (Grig-
nard et al. pers.comm.).

Plasma protein quantification
Enzyme-linked immunosorbent assays (ELISA) were 
conducted according to the manufacturers’ instruc-
tions to measure plasma concentrations of haptoglobin 
(HPT, GWB-8DA44B, Genway Biotech), haemopexin 
(HPX, GWB-4B6D1A, Genway Biotech), haem oxyge-
nase-1 (HO-1, ADI-EKS-800, Enzo Life Sciences), trans-
ferrin (Tf, ab108911, abcam), and ferritin (ab108837, 
abcam). Colorimetric determination of haem in plasma 
samples was conducted according to the manufactur-
er’s instructions (DIHM-250, Bioassay Systems). Sam-
ples were diluted prior to testing as follows: 1:50,000 
(HPT); 1:1 (haem), 1:40,000 (HPX), 1:10 (Ferritin), 1:6.6 
(HO-1), and 1:200 (Tf). Plasma cytokine concentra-
tions were determined by magnetic bead multiplex assay 
(EPX01A-10228-901 (IFN-γ), EPX01A-10215-901 (IL-
10), EPX01A-12001-901 (G-CSF), EPX01A-10213-901 
(IL-6), EPX01A-10223-901 (TNFα), EPX01A-10224-901 
(IL-1β), EPX01A-10225-901 (IL-4), EPX01A-10204-901 
(IL-8), ProcartaPlex Multiplex Immunoassay, Invitro-
gen, USA) following the manufacturer’s instructions, 
and analysed on a Luminex 100 (LuminexCorp, Austin, 

USA) running Bioplex Manager software. Samples were 
diluted 1:2.5. Samples giving values below the limit of 
detection were arbitrarily assigned a concentration at the 
limit of detection for the purposes of statistical analyses 
(13.008 pg/mL for IFN-γ, 9.5146 pg/mL for IL-10).

Statistical analysis
Concentrations of cytokines and markers of haemolysis 
(haem, HPX, HO-1) were compared between uninfected 
controls and infected (PCR-positive) children at enroll-
ment using the Mann–Whitney test. Correlations and 
partial correlations were calculated using the combined 
log-transformed data (day 1 and day 35). For the latter 
analysis, p-values were calculated using robust stand-
ard errors to account for repeated measures and within-
individual correlation. Analyses were conducted using 
GraphPad Prism 7 and Stata version 14.

Results
Children with subclinical Plasmodium falciparum infections 
have persistent haemolysis
At enrollment, the parasite densities of the 23 P. falcipa-
rum qPCR positive children ranged from 1 to 18967 par-
asites/µL (Table  1). Twenty-two of the children (95.6%) 
were still qPCR positive 35  days later and there was no 
consistent or statistically significant change in parasite 
density over that 5 week period (Fig. 1a, Table 1). Twenty-
one children who were negative by microscopy and qPCR 
at enrollment were designated uninfected. Mean haemo-
globin concentrations did not differ between uninfected 
and infected children either at enrollment or at follow 
up, although there was a trend for mean Hb to decline 
over the follow up period in infected children (Fig.  1b). 
None of the children were severely anaemic (defined as 
Hb < 8 g/dL) and the proportion of children with mild or 
moderate anaemia did not differ significantly between 
infected (50%) and uninfected (45%) children (Fig.  1c). 
Nevertheless, there was clear evidence of haemolysis 
among the infected children but not among the unin-
fected children: haptoglobin (HPT) concentrations were 
significantly lower (Fig.  1d) and haem, haemopexin 
(HPX), and haem oxygenase-1 (HO-1) concentrations 
were significantly higher (Fig. 1e–g) among infected chil-
dren. Haemolysis, as defined by raised plasma haem and 
HPT concentrations, was persistent between days 1 and 
35 among infected children. 

Haemoglobin genotypes and haemolysis parameters 
in children with subclinical Plasmodium falciparum 
infections
Genetic structural variants of haemoglobin can result 
in haemolytic anaemia, which may in themselves lead 
to raised plasma heme and elevated HO-1. Therefore, 
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haemoglobin A, C and S carriage within the infected 
cohort was determined (Table  1). Fifteen children had 
normal haemoglobin genotype (HbAA) and four chil-
dren were haemoglobin C carriers (HbAC). While car-
riage of homozygous HbC can be protective against 
severe falciparum infection [31, 32], HbC trait does not 
affect steady state haemoglobin concentration or red 
cell counts [33]. In agreement with this, levels of hae-
moglobin, heme, and HO-1 were not statistically differ-
ent between infected children with hemoglobin HbAA 
and HbAC genotypes (Table  2). One child carried 
sickle-cell trait (HbAS) but their Hb, heme and HO-1 
values were within the range for the HBAA children 
at day 0 and day 35. However, the one child who was 
heterozygous for sickle-cell and hemoglobin C (HbSC) 
had an Hb concentration that was below the range for 
HbAA children, and an HO-1 concentration that was 
above the range for HbAA children, on day 0 but not on 

day 35 (Table  2) suggesting that this genotype may be 
associated with exacerbated haemolysis.

Low density parasitaemia is not associated with iron 
deficiency
The findings of persistent haemolysis in infected children 
in the absence of anaemia suggests that infected children 
were able to respond to haemolysis by increasing hae-
mopoesis. This suggests that the children are iron suffi-
cient (defined as ferritin concentration > 30 ng/mL [34]). 
Indeed, plasma concentrations of both ferritin (indicating 
iron stores) and transferrin (a high-affinity iron-binding 
plasma protein which sequesters free iron preventing 
its uptake by pathogens) were slightly, but significantly, 
higher among infected children than among controls 
(Fig. 2).

Subclinical malaria is associated with raised plasma IL‑10 
concentrations and IFN‑γ is associated with haemolysis
Acute malaria infection induces a robust inflammatory 
response (typically marked by high concentrations of 
cytokines such as IFN-γ and TNFα) and is accompanied 
by a compensatory (homeostatic) increase in circulating 
interleukin (IL)-10) [35–37]. To determine whether low 
density, subclinical infections induced a similar inflam-
matory/anti-inflammatory state, plasma IFN-γ and IL-10 
concentrations were determined by multiplex bead array. 
Plasma IFN-γ concentrations did not differ significantly 
between infected and uninfected children (Fig. 3a) how-
ever plasma IL-10 concentrations were modestly but 
significantly higher in infected children and these raised 
IL-10 concentrations were sustained during the 35  days 
of follow up (Fig. 3b).

To understand the possible causal relationships 
between parasite infection, haemolysis (haem), inflam-
mation (IFN-γ) and immunoregulation (IL-10), asso-
ciations between these different factors in infected 
children were calculated, combining observations from 
days 1 to 35 if qPCR positive (n = 45). Plasma IFN-γ 
and IL-10 concentrations were positively correlated 
(r = 0.318, p = 0.04) (Fig.  3c). IL-10 concentration was 
statistically significantly correlated with qPCR parasite 
density (r = 0.491, p = 0.0002) (Fig. 3d) while concentra-
tions of IFN-γ (r = − 0.181, p = 0.34) (Fig. 3e) and haem 
(r = − 0.270, p = 0.09) (Fig.  3f ) were not. While IFN-γ 
concentration was not correlated with parasite density 
(Fig. 3e), it was positively correlated with haem concen-
tration (r = 0.359, p = 0.0003) (Fig. 3g). In addition, while 
IL-10 concentration was correlated with parasite density 
(Fig. 3d), it was not correlated with haem concentration 
(r = 0.026, p = 0.79) (Fig. 3h).

Table 1  Plasmodium falciparum densities and  haemo­
globin genotypes of subclinically infected cohort

ND not determined

ID Age Gender Hb Genotype Plasmodium 
falciparum 
(parasites/uL, 
qPCR)

Day 0 Day 35

1 6 F HbAA 5445 1403

2 7 M HbAA 583 1180

3 8 F HbAA 492 1107

4 8 M HbAA 993 265

5 6 M HbAS 124 18967

6 8 F HbAA 236 307

7 9 F HbAA 2084 145

8 9 F HbAA 175 386

9 9 M HbAA 2118 2275

10 9 M HbAC 2173 1268

11 9 F HbAC 1012 815

12 6 M HbAA 3 1

13 9 F HbSC 37 16

14 8 M HbAA 396 74

15 8 M HbAA 237 340

16 5 F HbAA 81 Resolved

17 9 M HbAA 156 356

18 7 M HbAC 185 2

19 9 M HbAA 296 222

20 8 M HbAA 1600 1315

21 9 M ND 1871 1641

22 9 M HbAC 160 89

23 8 F ND 78 370

Median 8 296 363
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HO‑1 induction is associated with haemolysis 
but not parasite density, haemoglobin concentration 
or IL‑10 concentration
Plasmodium falciparum infection was associated 
with both haemolysis (Fig.  1) and elevated plasma 
IL-10 (Fig.  3). HO-1 is directly induced by both free 
haem (which is released during erythrocyte destruc-
tion) and IL-10 [38–41]; induction of HO-1 to reduce 
haem-induced tissue damage is a major mechanism of 
IL-10-mediated tissue protection [42]. Accordingly, 
in infected children, HO-1 concentration was nega-
tively correlated with HPT (r = − 0.339, p = 0.04) and 
positively correlated with haem (r = 0.389, p = 0.0001) 
concentrations (Fig.  4f, g). However, there was no sig-
nificant correlation between parasite density and HO-1 
(r = 0.048, p = 0.77) (Fig.  4a). Furthermore, HO-1 
concentration was not significantly associated with 
IFN-γ (r = 0.086, p = 0.55), IL-10 (r = 0.291, p = 0.10), 
haemoglobin (r = -−  0.110, p = 0.49) or haemopexin 
(r = − 0.004, p = 0.98) concentrations (Fig. 4b–e).

These data indicate that parasite density is likely the 
major driver of IL-10 production while haemolysis is the 
major driver of HO-1 (proposed model, Fig.  5). After 
adjusting for haem and IFN-γ concentrations (potential 
confounders of the association between HO-1 and IL-10, 
Fig. 5), the correlation between HO-1 and IL-10 became 
stronger and was of borderline statistical significance 
(adjusted, r = 0.337, p = 0.05), suggesting that IL-10 may 
indeed contribute to HO-1 induction, independently of 
haem. Nevertheless, haem concentration is the strongest 
predictor of HO-1 concentration in children with sub-
clinical P. falciparum infections (r = 0.389, p = 0.0001, 
Fig. 4g).

Discussion
The purpose of this study was to begin to test the hypoth-
esis that subclinical P. falciparum malaria infections are 
associated with persistent haemolysis and that this is 
sufficient to lead to sustained induction of HO-1. The 
rationale for the study is that-given the documented 

8

12

16

H
b

(g
/d

L)

ns
ns

Ctrl D1 D35

Infected

a

1

10

100

1000

H
P

T
(m

g/
dL

)

p=0.0014
ns

Ctrl D1 D35

Infected

b c

d

0.1

1

10

100

1000

H
em

e
(u

M
)

p<0.0001
ns

Ctrl D1 D35

Infected

0

50

100

150

200

H
PX

(m
g/

dL
)

p<0.0001
p=0.0008

Ctrl D1 D35

Infected

f

0.01

0.1

1

10

100

H
O

-1
(n

g/
m

L)

p=0.0015
p=0.0532

Ctrl D1 D35

Infected

ge

Ctrl

Non-Anemic : Hb >11.5g/dL
Mild/Moderate Anemia : Hb = 8-11.5g/dL

55%45%

Infected
Day1

50%50%

Infected
Day35

45%55%

100

101

102

103

104

105

Pf
PC

R
(p

ar
as

ite
s/

uL
)

ns

Ctrl D1 D35

Fig. 1  Haemolysis in children with subclinical malaria. At study enrollment (Day 1) or follow-up (Day 35), (a) Plasmodium falciparum (Pf ) burden 
was determined by 18S qPCR for uninfected controls (Ctrl) (n = 21) or subclinically malaria-infected (n = 23) children (Table 1). b Haemoglobin (Hb) 
levels were determined by Hemocue analyzer. c Pie charts show proportion (%) of children with differing levels of anaemia (WHO classification: 
non-anaemic (> 11.5 g/dL), mild (11–11.5 g/dL), and moderate (8–10.9 g/dL)]. Plasma concentration of (d) haptoglobin (HPT), (e) haem, (f) 
haemopexin (HPX), or (g) haem oxygenase-1 (HO-1) determined by ELISA. Dot plots show individual patient parameters. Red lines represent 
medians. P-values for comparisons between uninfected controls (Ctrl) and infected children at enrollment were determined by Mann–Whitney test. 
P-values for comparisons between infected children at days 1 and 35 were determined by Wilcoxon matched-pair test. ‘ns’ indicates P > 0.05



Page 6 of 11Mooney et al. Malar J  (2018) 17:253 

causal association between HO-1, neutrophil dysfunction 
and increased susceptibility to non-typhoidal Salmonella 
bacteraemia [24, 25] -evidence of sustained HO-1 induc-
tion in subclinically infected children might explain the 
epidemiological association between the prevalence of 
malaria and the incidence of invasive bacterial disease 
[19, 43, 44]. This would, in turn, justify further studies to 
understand the impact of subclinical infection on neu-
trophil function, to describe the nature of any observed 

neutrophil defects and the potential for treatment of sub-
clinical malaria infections to restore neutrophil function 
and thereby reduce the incidence of bacteraemia.

In support of this hypothesis, this preliminary study 
indicated that children with persistent, low density 
parasite infections show clear evidence of haemolysis 
(evidenced by raised plasma haem and depleted HPT) 
which is sustained for at least 35 days as infections per-
sist. Moreover, haemolysis is accompanied by, and highly 
correlated with, sustained induction of HO-1. This obser-
vation highlights the need for larger and more extensive 
studies of neutrophil function in subclinically infected 
children.

Clinically, haemolytic anaemia is defined by low hae-
moglobin concentration accompanied by low HPT and 
low haemopexin (HPX) [45]. HPT binds haemoglobin 
and targets it for phagocytic uptake (and degradation) 
via the CD163 receptor on macrophages. The low HPT 
concentrations in infected children suggest that hae-
molysis has been ongoing for sufficient time to deplete 
available stores of HPT. Conversely, HPX binds cell-
free haem and the haem-HPX complex binds to mac-
rophage CD91, again triggering phagocytic uptake and 
degradation of haem, thereby protecting the body from 
haem-mediated tissue damage [46]. However, despite 
evidence of haemolysis, HPX concentrations were in 
fact higher in subclinically infected children than in 
uninfected children. This suggests that the levels of 
haemolysis in these children are sufficient to deplete 

Table 2  Analysis of  anaemia and  haemolysis in  subclinically Plasmodium falciparum infected children grouped 
by haemoglobin genotype

ND, medians not determined for HbAS (sickle cell carrier) and HbSC (heterozygous sickle-C carrier) as only one patient carried each of these genotypes

P-values for comparisons between HbAA and HbAC (haemoglobin C carriers) determined by Mann–Whitney test

Genotype HbAA (n = 15) HbAC (n = 4) P-value (HbAA v. 
HbAC)

HbAS (n = 1) HbSC (n = 1)
Median (range) Median (range) Value Value

Day 0

 Patients (n) 15 4 1 1

 Hb (g/dL) 11.9 (9.8–14.3) 11.4 (10.7–13.8) 0.90 11.2 9.3

 Haem (uM) 23.1 (13–142.3) 17.5 (11.7–23.1) 0.19 11.2 21.4

 HO-1 (ng/mL) 2.4 (0.3–6.8) 3.3 (1.0–4.2) 0.73 0.6 7.6

Day 35

 Patients (n) 14 4 1 1

 Hb (g/dL) 11.1 (9.6–14.9) 11.2 (10.3–13.7) 0.98 12.3 8.8

 Haem (uM) 16.2 (8.2–38.2) 16.3 (9.3–22.8) 0.86 10.3 25.5

 HO-1 (ng/mL) 0.7 (0.4–4.0) 1.2 (0.1–11.5) 0.82 1.2 2.5

All Dates

 Patients (n) 29 8

 Hb (g/dL) 11.7 (9.6–14.9) 11.4 (10.3–13.8) 0.93 ND ND

 Haem (uM) 17.1 (8.2–142.3) 17.5 (9.3–23.1) 0.44 ND ND

 HO-1 (ng/mL) 1.3 (0.3–6.8) 2.4 (0.1–11.5) 0.57 ND ND
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Fig. 2  Iron indices during subclinical malaria. Plasma concentrations 
of (a) ferritin or (b) transferrin (Tf ) determined by ELISA. Dot plots 
show individual patient parameters. Red lines represent medians. 
P-values for comparisons between uninfected controls (Ctrl) and 
infected children at enrollment were determined by Mann–Whitney 
test. P-values for comparisons between infected children at days 1 
and 35 were determined by Wilcoxon matched-pair test. ‘ns’ indicates 
P > 0.05
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HPT and induce HO-1 but not sufficient to deplete 
available stores of HPX. Indeed, these data suggest that 
modest levels of haemolysis may in fact stimulate the 
synthesis of HPX. When taken together with the obser-
vation that haemoglobin concentrations were not sig-
nificantly different from those in uninfected children, 
and that ferritin and transferrin concentrations were 
within the normal range for healthy children [34, 47], 
these data suggest that haemolysis is well tolerated in 

children with subclinical malaria infections and that 
the children are iron sufficient and able to mount a 
sufficient erythropoietic response to sustain red cell 
counts and haemoglobin concentrations. The lack of 
correlation between parasite density and the extent of 
haemolysis may be explained by the observation that 
much of the anaemia associated with malaria is due to 
lysis or phagocytosis of uninfected erythrocytes as well 
as parasitized cells [48].
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Fig. 3  Elevated plasma IL-10 during subclinical malaria. Plasma concentrations of (a) interferon gamma (γ) or (b) interleukin (IL-) 10 determined by 
cytokine bead array. Dot plots show individual patient parameters. Red lines represent medians. P-values for comparisons between uninfected and 
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While haemolysis and liberation of free haem induces 
HO-1, and these data show a clear correlation between 
plasma concentrations of haem and HO-1, it is impor-
tant to consider the possibility that IL-10 may also play 
a role. Malaria-induced inflammation leads to a com-
pensatory secretion of the anti-inflammatory cytokine 
IL-10 [35] and IL-10 can directly induce HO-1 [38]. 
In this study of subclinical malaria infections, plasma 
inflammatory cytokine concentrations did not differ 
between infected and uninfected children. IL-10 con-
centrations were, nevertheless, raised in the infected 
children and correlated with parasite density, con-
firming many previous studies of circulating cytokine 
responses to malaria infection [49, 50]. While there was 
no significant correlation between IL-10 and HO-1 con-
centrations in univariate analyses, a multivariate model 
suggested that IL-10 may contribute to HO-1 induction 
alongside haem. Further work is needed to understand 
the relative contribution of these two factors to HO-1 
induction during low-density infections. One limita-
tion of the current study is that the duration of infec-
tions prior to the first qPCR positive observation was 

unknown and the study was terminated on day 35; it is 
not known, therefore, how long these children had been 
infected or how long they had been experiencing hae-
molysis. More detailed studies are required to ascertain 
the detailed natural history of subclinical P. falciparum 
infections.

While these preliminary data suggest that subclini-
cal malaria infections induce persistent haemolysis and 
sustained production of HO-1, the analyses and inter-
pretations are limited by the relatively small sample size 
and the lack of data on neutrophil function. Moreover, 
absolute concentrations of HO-1 were lower than previ-
ously reported for children recovering from acute febrile 
malaria [25], raising the possibility that HO-1 levels may 
not be sufficient to cause neutrophil defects. Further, 
parasite densities varied by 3 orders of magnitude even 
among this small, subclinically-infected group. How-
ever, this is the first published report of raised plasma 
haemoxygenase-1 (HO-1) during persistent, subclinical 
malaria infections and, when taken together with raised 
plasma IL-10 concentrations, suggests that further stud-
ies would be justified to determine the impact of HO-1 
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and IL-10 on neutrophil function and susceptibility to 
bacterial infection.

Conclusions
In this pilot study, children with subclinical malaria infec-
tions showed evidence of persistent haemolysis; with 
raised plasma haem, IL-10 and HO-1. This study sup-
ports the growing evidence that these low density malaria 
infections are not strictly “asymptomatic”. Further work 
is needed to clarify the impact of these observations on 
immune status and resilience to co-infection.

Abbreviations
Hb: haemoglobin; HPT: haptoglobin; HPX: haemopexin; HO-1: haem oxyge-
nase-1; IL-10: interleukin-10.

Authors’ contributions
Study concept and design: JPM, TB, and ER; data generation and analysis: JPM, 
AB, BG, SSA, LG, and TA; statistical review: JPM, and CB; drafting and revision of 
manuscript: JPM, CB, CD, TB, and ER; critical appraisal and approval for submis-
sion: all authors. All authors read and approved the final manuscript.

Author details
1 Department of Immunology and Infection, London School of Hygiene 
and Tropical Medicine, London, UK. 2 The Roslin Institute and Royal (Dick) 
School of Veterinary Studies, University of Edinburgh, Easter Bush, Midlo-
thian EH25 9RG, UK. 3 Centre National de Recherche et de Formation sur 
le Paludisme, Université de Ouagadougou, Ouagadougou, Burkina Faso. 
4 Department of Infectious Disease Epidemiology, London School of Hygiene 
and Tropical Medicine, London, UK. 5 Radboud Institute for Health Sciences, 
Radboud University Medical Center, Nijmegen, The Netherlands. 

Acknowledgements
The authors are indebted to the participants who donated their blood for this 
study and to the clinical staff for sample collection. Also to Maimuna Jahateh 
for critical review.

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

Availability of data and materials
The datasets used and/or analyzed during the current study are available from 
the corresponding author on reasonable request.

Consent for publication
Consent for publication was granted by study participants.

Ethics approval and consent to participate
The study was approved by the ethics committees of the London School of 
Hygiene and Tropical Medicine (reference number 9008) and the Ministry of 
Health in Burkina Faso (Reference Number 2015-3-033).

Funding
Supported by UK Medical Research Council (MR/P000959/1 awarded to E.R.), 
the Bill & Melinda Gates Foundation (OPP1034789, OPP1173572 awarded to 
C.D. and L.G.), and a fellowship from the European Research Council (ERC-
2014-StG 639776 awarded to T.B.).

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

Received: 7 March 2018   Accepted: 3 July 2018

P.f. Burden
[qPCR]

Hemolysis
(heme)

IL-10

HO-1

p=0.0986
r=0.291

adjusted:
p=0.052
r=0.337

p=0.0001
r=0.389

p=0.0002
r=0.491

"Asymptomatic"
Malaria

p=0.0363
r=0.318

Inflammation
(IFN )

p=0.0003
r=0.359

p=0.3439
r=-0.181

p=0.0905
r=-0.270

Fig. 5  Proposed model of the relation between haemolysis, IFN-γ, IL-10, HO-1 and parasitaemia in subclinically infected children. Approximately 
half the children with subclinical malaria infection had anaemia, but neither the Hb concentration nor the proportion of those with anaemia 
differed from uninfected children (Fig. 1). However, those who were PCR positive for Plasmodium falciparum had evidence of haemolysis (haem 
and haemopexin, HPX). Further, while the level of circulating parasites correlated with IL-10 concentration, it did not correlate with free haem, IFN-γ 
or haem oxygenase-1 (HO-1) induction. Rather, HO-1 levels were positively correlated with circulating free haem and, to a lesser extent, with IL-10 
concentrations. Line thickness represents significance level; 6pt = p < 0.001, 3pt = p > 0.001 to p = 0.05, 1/2pt = p > 0.05



Page 10 of 11Mooney et al. Malar J  (2018) 17:253 

References
	1.	 Lindblade KA, Steinhardt L, Samuels A, Kachur SP, Slutsker L. The silent 

threat: asymptomatic parasitemia and malaria transmission. Expert Rev 
Anti Infect Ther. 2013;11:623–39.

	2.	 Bousema T, Okell L, Felger I, Drakeley C. Asymptomatic malaria infections: 
detectability, transmissibility and public health relevance. Nat Rev Micro-
biol. 2014;12:833–40.

	3.	 Chen I, Clarke S, Gosling R, Hamainza B, Killeen G, Magill A, et al. “Asymp-
tomatic malaria” is a chronic, debilitating infection that should be treated. 
PLoS Med. 2016;13:e1001942.

	4.	 Alves FP, Gil LH, Marrelli MT, Ribolla PE, Camargo EP, Da Silva LH. Asymp-
tomatic carriers of Plasmodium spp. as infection source for malaria vector 
mosquitoes in the Brazilian Amazon. J Med Entomol. 2005;42:777–9.

	5.	 Tadesse FG, Slater HC, Chali W, Teelen K, Lanke K, Belachew M, et al. The 
relative contribution of symptomatic and asymptomatic Plasmodium 
vivax and Plasmodium falciparum infections to the infectious reservoir in 
a low-endemic setting in Ethiopia. Clin Infect Dis. 2018;66:1883–91.

	6.	 Clarke SE, Jukes MCH, Njagi JK, Khasakhala L, Cundill B, Otido J, et al. 
Effect of intermittent preventive treatment of malaria on health and edu-
cation in schoolchildren: a cluster-randomised, double-blind, placebo-
controlled trial. Lancet. 2008;372:127–38.

	7.	 Ashley EA, White NJ. The duration of Plasmodium falciparum infections. 
Malar J. 2014;13:500.

	8.	 Greenwood T, Vikerfors T, Sjöberg M, Skeppner G, Färnert A. Febrile Plas-
modium falciparum malaria 4 years after exposure in a man with sickle 
cell disease. Clin Infect Dis. 2008;47:e39–41.

	9.	 Bousema T, Okell L, Felger I, Drakeley C. Asymptomatic malaria infections: 
detectability, transmissibility and public health relevance. Nat Rev Micro-
biol. 2014;12:833.

	10.	 Sutherland CJ. Persistent parasitism: the adaptive biology of malariae and 
ovale malaria. Trends Parasitol. 2016;32:808–19.

	11.	 Hviid L, Barfod L, Fowkes FJI. Trying to remember: immunological B cell 
memory to malaria. Trends Parasitol. 2015;31:89–94.

	12.	 Douglas N, Lampah D, Kenangalem E, Simpson J, Poespoprodjo J, Sugia-
rto P, et al. Major burden of severe anemia from non-falciparum malaria 
species in southern papua: a hospital-based surveillance study. PLoS 
Med. 2013;10:e1001575.

	13.	 Price RN, Simpson JA, Nosten F, Luxemburger C, Hkirjaroen L, ter Kuile 
F, et al. Factors contributing to anemia after uncomplicated falciparum 
malaria. Am J Trop Med Hyg. 2001;65:614–22.

	14.	 Looareesuwan S, Merry AH, Phillips RE, Pleehachinda R, Wattanagoon Y, 
Ho M, et al. Reduced erythrocyte survival following clearance of malarial 
parasitaemia in Thai patients. Br J Haematol. 1987;67:473–8.

	15.	 Gwamaka M, Fried M, Domingo G, Duffy PE. Early and extensive CD55 
loss from red blood cells supports a causal role in malarial anaemia. Malar 
J. 2011;10:386.

	16.	 Price RN, Simpson JA, Nosten F, Luxemburger C, Hkirjaroen L, ter Kuile 
F, et al. Factors contributing to anemia after uncomplicated falciparum 
malaria. Am J Trop Med Hyg. 2001;65:614–22.

	17.	 Deen J. Coinfections and malaria. In: Kremsner P, Krishna S, editors. Ency-
clopedia of malaria. New York: Springer; 2014.

	18.	 Giglioli G. Paratyphoid C an endemic disease of British Guiana: a clinical 
and pathological outline. B. paratyphosum C as a pyogenic organism: 
case reports. Proc R Soc Med. 1929;23:165–77.

	19.	 Takem EN, Roca A, Cunnington A. The association between malaria and 
non-typhoid Salmonella bacteraemia in children in sub-Saharan Africa: a 
literature review. Malar J. 2014;13:400.

	20.	 Mabey DC, Brown A, Greenwood BM. Plasmodium falciparum malaria and 
Salmonella infections in Gambian children. J Infect Dis. 1987;155:1319–21.

	21.	 Lokken KL, Mooney JP, Butler BP, Xavier MN, Chau JY, Schaltenberg N, 
et al. Malaria parasite infection compromises control of concurrent sys-
temic non-typhoidal Salmonella infection via IL-10-mediated alteration of 
myeloid cell function. PLoS Pathog. 2014;10:e1004049.

	22.	 Mooney JP, Butler BP, Lokken KL, Xavier MN, Chau JY, Schaltenberg N, et al. 
The mucosal inflammatory response to non-typhoidal Salmonella in the 
intestine is blunted by IL-10 during concurrent malaria parasite infection. 
Mucosal Immunol. 2014;7:1302–11.

	23.	 Mooney JP, Lokken KL, Byndloss MX, George MD, Velazquez EM, Faber 
F, et al. Inflammation-associated alterations to the intestinal microbiota 
reduce colonization resistance against non-typhoidal Salmonella during 
concurrent malaria parasite infection. Sci Rep. 2015;5:14603.

	24.	 Cunnington AJ, de Souza JB, Walther M, Riley EM. Malaria impairs resist-
ance to Salmonella through heme- and heme oxygenase-dependent 
dysfunctional granulocyte mobilization. Nat Med. 2011;18:120–7.

	25.	 Cunnington AJ, Nije M, Correa S, Takem EN, Riley EM, Walther M. 
Prolonged neutrophil dysfunction after Plasmodium falciparum malaria 
is related to hemolysis and heme oxygenase-1 induction. J Immunol. 
2012;189:5336–46.

	26.	 Goncalves BP, Kapulu MC, Sawa P, Guelbeogo WM, Tiono AB, Grignard 
L, et al. Examining the human infectious reservoir for Plasmodium falci-
parum malaria in areas of differing transmission intensity. Nat Commun. 
2017;8:1133.

	27.	 Snounou G, Viriyakosol S, Zhu XP, Jarra W, Pinheiro L, do Rosario VE, 
et al. High sensitivity of detection of human malaria parasites by the 
use of nested polymerase chain reaction. Mol Biochem Parasitol. 
1993;61:315–20.

	28.	 Hermsen CC, Telgt DS, Linders EH, van de Locht LA, Eling WM, Mensink 
EJ, et al. Detection of Plasmodium falciparum malaria parasites in vivo by 
real-time quantitative PCR. Mol Biochem Parasitol. 2001;118:247–51.

	29.	 Ponnudurai T, Meuwissen JH, Leeuwenberg AD, Verhave JP, Lensen AH. 
The production of mature gametocytes of Plasmodium falciparum in 
continuous cultures of different isolates infective to mosquitoes. Trans R 
Scoc Trop Med Hyg. 1982;76:242–50.

	30.	 WHO. Haemoglobin concentrations for the diagnosis of anaemia and 
assessment of severity. Geneva: Vitamin and Mineral Nutrition Informa-
tion System; 2011. http://www.who.int/vmnis​/indic​ators​/haemo​globi​
n.pdf. Accessed 01 June 2017.

	31.	 Agarwal A, Guindo A, Cissoko Y, Taylor JG, Coulibaly D, Koné A, et al. 
Hemoglobin C associated with protection from severe malaria in the 
Dogon of Mali, a West African population with a low prevalence of hemo-
globin S. Blood. 2000;96:2358–63.

	32.	 Thompson G. Significance of haemoglobins S and C in Ghana. BMJ. 
1962;1:682.

	33.	 Kaplan E, Zuelzbe W, Neel JV. Further studies on hemoglobin C. II. The 
hematologic effects of hemoglobin C alone and in combination with 
sickle cell hemoglobin. Blood. 1953;8:735–46.

	34.	 WHO. Serum ferritin concentrations for the assessment of iron status and 
iron deficiency in populations. Geneva: World Health Organization; 2011.

	35.	 Couper KN, Blount DG, Riley EM. IL-10: the master regulator of immunity 
to infection. J Immunol. 2008;180:5771–7.

	36.	 Wipasa J, Okell L, Sakkhachornphop S, Suphavilai C, Chawansuntati K, 
Liewsaree W, et al. Short-lived IFN-γ effector responses, but long-lived 
IL-10 memory responses, to malaria in an area of low malaria endemicity. 
PLoS Pathog. 2011;7:e1001281.

	37.	 Montes de Oca M, Kumar R, de Labastida Rivera F, Amante FH, Sheel M, 
Faleiro RJ, et al. Blimp-1-dependent IL-10 production by Tr1 cells regu-
lates TNF-mediated tissue pathology. PLoS Pathog. 2016;12(1):e1005398.

	38.	 Lee T-S, Chau L-Y. Heme oxygenase-1 mediates the anti-inflammatory 
effect of interleukin-10 in mice. Nat Med. 2002;8:240–6.

	39.	 Kovtunovych G, Eckhaus MA, Ghosh MC, Ollivierre-Wilson H, Rouault TA. 
Dysfunction of the heme recycling system in heme oxygenase 1–defi-
cient mice: effects on macrophage viability and tissue iron distribution. 
Blood. 2010;116:6054–62.

	40.	 Schaer DJ, Schaer CA, Schoedon G, Imhof A, Kurrer MO. Hemophagocytic 
macrophages constitute a major compartment of heme oxygenase 
expression in sepsis. Eur J Haematol. 2006;77:432–6.

	41.	 Paine A, Eiz-Vesper B, Blasczyk R, Immenschuh S. Signaling to heme 
oxygenase-1 and its anti-inflammatory therapeutic potential. Biochem 
Pharmacol. 2010;80:1895–903.

	42.	 Takahashi T, Shimizu H, Morimatsu H, Inoue K, Akagi R, Morita K, et al. 
Heme oxygenase-1: a fundamental guardian against oxidative tissue 
injuries in acute inflammation. Mini Rev Med Chem. 2007;7:745–53.

	43.	 Park SE, Pak GD, Aaby P, Adu-Sarkodie Y, Ali M, Aseffa A, et al. The relation-
ship between invasive nontyphoidal Salmonella disease, other bacterial 
bloodstream infections, and malaria in sub-Saharan Africa. Clin Infect Dis. 
2016;62(suppl 1):S23–31.

	44.	 Uche IV, MacLennan CA, Saul A. A systematic review of the incidence, risk 
factors and case fatality rates of invasive nontyphoidal Salmonella (iNTS) 
disease in Africa (1966 to 2014). PLoS Neglect Trop Dis. 2017;11:e0005118.

	45.	 Muller-Eberhard U, Javid J, Liem H, Hanstein A, Hanna M. Plasma concen-
trations of hemopexin, haptoglobin and heme in patients with various 
hemolytic diseases. Blood. 1968;32:811–5.

http://www.who.int/vmnis/indicators/haemoglobin.pdf
http://www.who.int/vmnis/indicators/haemoglobin.pdf


Page 11 of 11Mooney et al. Malar J  (2018) 17:253 

•
 
fast, convenient online submission

 •
  

thorough peer review by experienced researchers in your field

• 
 
rapid publication on acceptance

• 
 
support for research data, including large and complex data types

•
  

gold Open Access which fosters wider collaboration and increased citations 

 
maximum visibility for your research: over 100M website views per year •

  At BMC, research is always in progress.

Learn more biomedcentral.com/submissions

Ready to submit your research ?  Choose BMC and benefit from: 

	46.	 Sher EA, Hemi K, Efrati S, Weissgarten J, Shaklai M, Shaklai N. Hemopexin 
is protective against intravascular hemolysis–induced vascular damage. 
Blood. 2010;116:3207.

	47.	 WHO. Serum transferrin receptor levels for the assessment of iron status 
and iron deficiency in populations. Geneva: World Health Organization, 
WHO/NMH/NHD/EPG/14.6, 2014.

	48.	 Kai OK, Roberts DJ. The pathophysiology of malarial anaemia: where have 
all the red cells gone? BMC Med. 2008;6:24.

	49.	 Peyron F, Burdin N, Ringwald P, Vuillez J, Rousset F, Banchereau J. 
High levels of circulating IL-10 in human malaria. Clin Exp Immunol. 
1994;95:300–3.

	50.	 Jagannathan P, Eccles-James I, Bowen K, Nankya F, Auma A, Wamala 
S, et al. IFNγ/IL-10 co-producing cells dominate the CD4 response to 
malaria in highly exposed children. PLoS Pathog. 2014;10:e1003864.


	Haemolysis and haem oxygenase-1 induction during persistent “asymptomatic” malaria infection in Burkinabé children
	Abstract 
	Background: 
	Study design and results: 
	Conclusions: 

	Background
	Methods
	Study population
	Ethics and sample collection
	Plasmodium falciparum PCR
	Haemoglobin
	Plasma protein quantification
	Statistical analysis

	Results
	Children with subclinical Plasmodium falciparum infections have persistent haemolysis
	Haemoglobin genotypes and haemolysis parameters in children with subclinical Plasmodium falciparum infections
	Low density parasitaemia is not associated with iron deficiency
	Subclinical malaria is associated with raised plasma IL-10 concentrations and IFN-γ is associated with haemolysis
	HO-1 induction is associated with haemolysis but not parasite density, haemoglobin concentration or IL-10 concentration

	Discussion
	Conclusions
	Authors’ contributions
	References




