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Abstract

Background: Simple and accurate diagnosis is a key component of malaria control programmes. Microscopy is the
current gold standard, however it requires extensive training and the results largely rely on the skill of the micros-
copists. Malaria rapid diagnostic tests (RDT) can be performed with minimal training and offer timely diagnosis, but
results are not quantitative. Moreover, some Plasmodium falciparum parasites have evolved and can no longer be
detected by existing RDT. Developed by the Sysmex Corporation, the XN-31 prototype (XN-31p) is an automated
haematology analyser capable of detecting Plasmodium-infected erythrocytes and providing species differentiation
and stage specific parasite counts in venous blood samples without any preparation in approximately one minute.
However, factors such as stable electricity supply in a temperature-controlled room, cost of the instrument and its ini-
tial set-up, and need for proprietary reagents limit the utility of the XN-31p across rural settings. To overcome some of
these limitations, a hub and spoke diagnosis model was designed, in which peripheral health facilities were linked to
a central hospital where detection of Plasmodium infections by the XN-31p would take place. To explore the feasibility
of this concept, the applicability of capillary blood samples with the XN-31p was evaluated with respect to the effect
of sample storage time and temperature on the stability of results.

Methods: Paired capillary and venous blood samples were collected from 169 malaria-suspected outpatients in
Homa Bay County Referral Hospital, Kenya. Malaria infections were diagnosed with the XN-31p, microscopy, RDT,
and PCR. Capillary blood samples were remeasured on the XN-31p after 24 h of storage at either room (15-25 °C) or
chilled temperatures (2-8 °C).

Results: Identical results in malaria diagnosis were observed between venous and capillary blood samples pro-
cessed immediately after collection with the XN-31p. Relative to PCR, the sensitivity and specificity of the XN-31p with
capillary blood samples were 0.857 and 1.000, respectively. Short-term storage of capillary blood samples at chilled
temperatures had no adverse impact on parasitaemia and complete blood counts (CBC) measured by the XN-31p.

Conclusion: These results demonstrate the potential of the XN-31p to improve routine malaria diagnosis across
remote settings using a hub and spoke model.
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diagnostic test (RDT), insecticide treated bed net (ITN),
and artemisinin-based combination therapy (ACT), these
epidemiological indices have decreased remarkably since
2000. However, the reduction has slowed recently, with
the number of cases slightly increasing in the last five
years and the uptick further exacerbated by the COVID-
19 pandemic [1]. These trends suggest a need for develop-
ing more effective diagnostics and treatments, improved
and innovative vector control methods, and other tools
such as vaccines [2].

In malaria diagnosis, microscopic examination of
Giemsa-stained blood films relies on the visual detection
of parasites, allows for estimate of parasite density, and
remains the gold standard. However, training for com-
petent microscopists takes time [3]. Also in elimination
settings, malaria microscopy becomes more challenging
because decreasing malaria prevalence presents fewer
opportunities for microscopists to observe parasites and
to maintain competence [4], and infections are more
likely to have parasite density below the detection lim-
its [5, 6]. On the contrary, RDT requires less training, is
more convenient, and can give results within fifteen min-
utes. Thus in many remote settings, RDT has effectively
replaced microscopy for routine diagnosis at health facil-
ities as well as active case detection by community health
workers. However, since RDT is not quantitative and
does not differentiate the various parasite developmen-
tal stages, it has limited utility in determining the effect
of treatment or monitoring the impact on transmission
[7]. Furthermore, recent reports of RDT false negativity
due to deletions of the gene encoding the target histidine
rich protein 2/3 (HRP2/3) in Plasmodium falciparum
have raised questions about diagnostic accuracy [8—10].
Plasmodium lactate dehydrogenase (pLDH)-detecting
RDTs are also available, but they have lower sensitivity
compared with HRP2-detecting RDT [11]. Polymerase
chain reaction (PCR) has higher sensitivity and specific-
ity relative to microscopy and RDT and is widely used
for research purposes, but is not practical for clinical use
since it requires more advanced equipment and skills and
is more expensive. To complement existing methods,
there exists a need for innovations in malaria diagnosis,
especially those that are highly sensitive and easy to oper-
ate in malaria endemic settings.

The automated haematology analyser XN-31 prototype
(XN-31p) (Sysmex Corporation, Kobe, Japan) is a novel
malaria diagnostic support system developed for the
clinical setting. The analyser is based on the principle of
fluorescence flow cytometry and shares the same physi-
cal characteristics, hardware configuration, and reagent
requirements with the XN-30 that is used extensively
for research. Both analysers can measure a complete
blood count (CBC), count malaria-infected red blood
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cells (iRBC), and calculate parasitaemia with a limit of
quantification of 20 iRBC/uL in approximately 1 minute
12 These analysers offer three measurement modes with
different sample volumes and different limit of quantifi-
cation. Previous studies from different malaria endemic
settings showed that they had comparable performance
to microscopy and RDT in malaria diagnosis and good
concordance with microscopy and quantitative PCR
(@PCR) in parasite counts [12-14]. However, venous
blood samples were used in all previous evaluations
except one [14], whereas for routine malaria diagnosis in
health facilities capillary blood obtained by finger prick
is used. More evidence for the applicability of capillary
blood for malaria diagnosis by the XN-31p is needed.

Currently the operation of the XN-31p requires a stable
electricity supply in a temperature-controlled room and
specialised reagents not widely available in many remote
settings. The cost of the instrument also precludes wide-
spread deployment in developing countries. To address
some of these limitations, a hub and spoke diagnosis
model was designed, whereby blood samples collected
in peripheral health facilities would be transported to a
central hospital for malaria diagnosis by the XN-31p.
The effects of transport time and temperature on sam-
ple integrity in such model were evaluated by compar-
ing the results from capillary blood samples measured
immediately after sample collection with those measured
24 h after storage at either room or chilled temperatures.
Results from this study provided support for the use of
the XN-31p in a hub and spoke model to cover a wider
range of settings for routine malaria diagnosis.

Methods

Study design and study site

An observational cross-sectional study was conducted to
compare the effects of blood sampling methods (venous
vs. capillary) and sample storage temperature and length
on the performance of the XN-31p in the detection of
Plasmodium infections. The study was conducted in
Homa Bay County Referral Hospital in Kenya between
March and April 2020. The hospital is the major refer-
ral hospital in Homa Bay County, accepting patients
throughout the county. As a normal clinical procedure,
all outpatients were first examined by clinical officers.
Once malaria was suspected, the patient was included in
the study after obtaining informed consent.

Homa Bay County lies along the eastern shore of
Lake Victoria and is among the regions with the highest
malaria prevalence in Kenya [15]. Two rainy seasons are
observed in the Lake Victoria basin: the long rainy sea-
son runs from March to June and the short rainy season
from November to December. Malaria incidence peaks
one to two months after the rainy seasons. The average
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P. falciparum parasite prevalence in 2—10 years old in the
Lake Victoria region in Kenya is estimated to be more
than 30% [15]. Long-lasting insecticidal nets (LLINSs)
were distributed for free by the Ministry of Health in
2017, but the proportion of households with at least
one LLIN for every two persons was only 50% in the
Lake region [16]. IRS has been conducted across Homa
Bay County once in a year since 2018 [17], and the third
round of IRS was implemented in February and March
2020, just prior to this study [18]. A pilot introduction of
the RTS,S/AS01 vaccine was started in September 2019
[19].

Procedures for the sample collection

Prior to blood sampling, a questionnaire was adminis-
tered to study participants to obtain sociodemographic
information and known malaria risk factors. Capillary
blood (250 pL) was obtained by finger prick in a BD
K2-EDTA Microtainer blood collection tube (BD, New
Jersey, US). After inversions, 70 pL of blood was spotted
on Whatman ET31 Chr filter paper (Whatman Inter-
national, Maidstone, UK) and stored in a zipped plastic
bag after drying at room temperature. Capillary blood
was also used to prepare thick and thin blood smears
for microscopic examination, and for RDT diagnosis
using the SD Bioline Malaria Ag Pf/Pv RDT (Standard
Diagnostics Inc., Gyeonggi-do, South Korea). A detailed
protocol of capillary blood collection was shared with
laboratory technicians (Additional file 1: Fig. S2). Venous
blood (500 pL) was collected with a hypodermic needle
and syringe and transferred to a different BD K2-EDTA
Microtainer blood collection tube.

The R-based statistical software EZR [20] was used to
estimate the sample size needed for a non-inferiority test
for two proportions, with the expected sensitivity of XN-
31p and the sensitivity of microscopy at 0.95, a margin
of non-inferiority at 0.05, significance level at 0.05, and
power at 0.8. The minimum sample size was 235.

Diagnostic methods: measurement with XN-31p,
microscopy, RDT, and PCR
All diagnostic methods except PCR were carried out at
the Homa Bay County Referral Hospital laboratory. PCR
was performed in Osaka City University, Japan.

Immediately after sampling, both capillary and venous
blood samples were directly analysed on the XN-31p
(Sysmex Corporation, Kobe, Japan) using the low malaria
(LM) mode [21]. In LM mode, approximately 130 pL of
blood is needed, although only 60 pL of the sample is
used for analysis. Detailed features of the XN-31p were
described in a previous report [14].

Based on the results of this initial analysis, samples
were divided into two groups and stored at either room
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or chilled temperature for 24 h. Samples in the room
temperature group (8 positive and 39 negative samples)
were kept in an air-conditioned room with tempera-
ture set at 22 °C, while those in the chilled temperature
group (8 positive and 43 negative samples) were kept in
a cooler box with ice packs. The ice packs were changed
in the morning. Temperatures taken several times over a
24-h period indicated that the room was between 15 and
25 °C and the cooler box between 2 and 8 °C. After 24 h
all samples were analysed again on the XN-31p using the
LM mode.

Microscopic examination was performed as described
in the malaria microscopy standard operating proce-
dure (MM-SOP-09) by the World Health Organization
(WHO) [22]. Briefly, thin smears were fixed with metha-
nol, and both thin and thick smears were stained with 3%
Giemsa solution for 30 min. Samples were deemed posi-
tive if parasites were observed in the thick smear. %iRBC
and iRBC counts/puL were calculated as described in
Additional file 1: Fig. S3. The slides were examined by two
experienced microscopists and samples with discord-
ant results were further examined by a third experienced
microscopist who was blind to results from the first two
readings. In addition to Plasmodium parasites, the pres-
ence of sickle cell, codocyte, dacrocyte, Howell-Jolly body
(if present, the count), haemolysis, morphological abnor-
mality of WBC, fibrin clots, and platelet aggregation was
noted. RDT results were obtained following manufactur-
er’s instructions. For PCR diagnosis, DNA was extracted
from a quartered blood spot (17.5 pL) using the QIAamp
Blood Mini Kit (Qiagen, Hilden, Germany) according to
the manufacturer’s instructions. PCR amplification of
the Plasmodium mitochondrial cytochrome c oxidase III
(cox3) gene was performed as described previously [23].

Statistical analyses

All questionnaire data together with RDT, microscopy,
and PCR results were entered into a Microsoft Excel
spreadsheet and cross-checked for errors. The sensitiv-
ity, specificity, positive and negative predictive values of
the XN-31p were calculated in reference to RDT, micros-
copy, and PCR using the R-based statistical software EZR
[20]. Concordance in malaria parasitaemia and CBC
between capillary and venous blood samples, between
the XN-31p and microscopy, and between the initial
measurement and that after 24 h at room temperature or
cool condition was evaluated by the Bland—Altman plot
method using GraphPad Prism 9.2.0 (GraphPad Software
Inc, CA, USA). Wilcoxon matched pair signed rank test,
and Spearman’s rank correlation test were performed to
examine the presence of proportional bias and fixed bias,
respectively with STATA/MP 16.1 (StataCorp, TX, USA).
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Results

Participant characteristics

Of 171 subjects enrolled in this study, 169 provided
both venous and capillary blood samples for evalua-
tion of the XN-31p. The demographic and clinical char-
acteristics of the participants are described in Table 1.
The number of participants with fever at enrolment was
33 (19.8%). The median white blood cell (WBC) count
was 5.93 x 103/uL, and the prevalence of anaemia,
defined as haemoglobin (Hb) of <11 g/dL, was 20.1%.
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Diagnostic performance of XN-31p

Table 2 shows the number of malaria cases detected by
each method. The XN-31p, microscopy, RDT, and PCR
detected 18, 16, 18, and 23 Plasmodium infections,
respectively. One Plasmodium malariae infection
was detected by microscopy while three Plasmodium
ovale and one mixed infection of P. falciparum and P.
malariae were detected by PCR. On the XN-31p, Plas-
modium infections were detected in the same set of
18 samples using both capillary and venous blood; all
were identified as P, falciparum except in one capillary

Table 1 Participant demographic and clinical characteristics at enrolment

Total enrolled (n=169)

Age; median (IQR)

Male; n (%)

Febrile subjects (237.5); n (%)

Duration of fever (days); median (IQR)

Having chronic conditions; n (%)

Took antimalarials in the last one month; n (%)
Travelled in the last 3 months; n (%)

Slept under a bed net in previous night; n (%)
Covered by IRS programme for the last one year; n (%)
Enrolled in RTS,S vaccine trial; n (%)

Pregnancy; n (% of total female)
Haematological parameters*

White blood cell (103/uL); median (IQR)
Red blood cell (10%/uL); median (IQR)

5.93 (4.82-8.93)
5.04 (4.67-5.46)

Haemoglobin (g/dL); median (IQR) 13.1(11.5-14.2)
Anaemia (Hb <11 g/dL); n (%) 34 (20.1)
Haematocrit (%); median (IQR) 39.8 (34.6-43.1)
Platelets (103/uL); median (IQR) 256 (197-364)
Thrombocytopenia (< 150 x 10%/uL); n (%) 4(83)
" Measured with venous blood in LM mode on the XN-31p
Table 2 Diagnosis of malaria by different methods
XN-31p (venous blood)  XN-31p (capillary blood) = Microscopy RDT PCR
Plasmodium positive; n (%) 18 (10.7) 18 (10.7) 16 (9.47) 18 (10.7) 23(13.6)
P falciparum 18 17 15 18 19
Others* 0 1 - - -
P.malariae - - 1 - 0
P.ovale - - 0 - 3
P, falciparum + - - 0 - 1
P.malariae
MI-RBC Abn Scattergram 5 11 - - -
Negative 146 140 153 151 146
Parasitaemia (parasite/uL); median (IQR) 21,774 (9,490 —101,973) 21,357 (9,262 —104,193) 2,356 (1,004 —18,910) - -
Parasitaemia (%iRBC); median (IQR) 0.44 (0.20-1.8) 045 (0.19-1.8) 0.27 (0.15-0.92) - -

" Except P. falciparum
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blood sample where the species could not be speci-
fied. Inconclusive results (MI-RBC abnormal [Abn]
Scattergram) were reported in five venous and eleven
capillary blood samples by the XN-31p. Representative
examples of normal and abnormal scattergrams are
shown in Additional file 1: Fig. S1. Of the five venous
blood samples with MI-RBC Abn Scattergram, four
showed the same inconclusive result with their corre-
sponding capillary blood samples. The median para-
site densities determined by the XN-31p using venous
blood, capillary blood, and microscopy were 21,774,
21,357, and 2,356 parasites/uL, respectively.

Comparisons of the performance of the XN-31p with
other diagnostic methods are described in Table 3.
Samples showing MI-RBC Abn Scattergram were
excluded in these comparisons. Performance measures
of the XN-31p against microscopy, RDT, and PCR were
similar, with high sensitivity (0.818-1.000), specificity
(0.986-1.000), positive predictive value (PPV; 0.889—
1.000) and negative predictive value (NPV; 0.973-
1.000). Against microscopy and RDT, all performance
measures of the XN-31p were identical between capil-
lary and venous blood. Against PCR, slight differences
in sensitivity and NPV were found between capillary
and venous blood. Detailed comparisons including
samples with MI-RBC Abn Scattergram are shown in
Additional file 1: Table S1.
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Concordance in parasitaemia and CBC between capillary
blood and venous blood

The concordance in parasitaemia between capillary and
venous blood was evaluated by Bland—Altman analysis
(Fig. 1). The limits of agreement were between —2.622
and 3.750 x 10® for iRBC count per pL, and between
—0.036 and 0.029% for %iRBC. There were both fixed
and proportional biases in the iRBC count per pL
(p<0.05 with Wilcoxon matched pairs signed rank test,
rho=0.515, p<0.05 with Spearman’s rank correlation
test), but not in iRBC%.

For capillary blood samples, parasitaemia determined
by microscopy and XN-31p showed significant correla-
tion in both iRBC count per pL (rho=0.538, p<0.05),
and %iRBC (rho=0.643, p<0.05). For iRBC count per
puL, Bland-Altman analysis showed poor concord-
ance between microscopy and XN-31p, with the limits
of agreement between -90 and 210 x 10* iRBC/pL and
fixed and proportional biases (p<0.001 with Wilcoxon
matched-pairs signed rank test, rho=0.9412, p<0.001
with Spearman’s rank correlation test) (Fig. 2a). On the
other hand, for %iRBC microscopy and XN-31p showed
good concordance without fixed and proportional
bias. The limit of agreement was between -5.09 and
5.13%iRBC (Fig. 2b).

Bland—Altman analyses of the concordance in CBCs
between venous and capillary blood samples are shown in

Table 3 Assessment of the diagnostic performance of the XN-31p using microscopy, RDT, and PCR as standards

Microscopy RDT PCR
Pos Neg Pos Neg Pos Neg
XN-31p (venous blood)
Pos 16 2 18 0 18 0
Neg 0 146 0 146 4 142
Value 95% Cl Value 95% Cl Value 95% Cl
Sen 1.000 0.713-1.000 1.000 0.740-1.000 0.818 0.597-0.948
Spe 0.986 0.952-0.998 1.000 0.963-1.000 1.000 0.962-1.000
PPV 0.889 0.653-0.986 1.000 0.740-1.000 1.000 0.740-1.000
NPV 1.000 0.963-1.000 1.000 0.963-1.000 0973 0.931-0.992
XN-31p (capillary blood)
Pos 16 2 18 0 18 0
Neg 0 140 0 140 3 137
Value 95% Cl Value 95% Cl Value 95% ClI
Sen 1.000 0.713-1.000 1.000 0.740-1.000 0.857 0.637-0.970
Spe 0.986 0.950-0.998 1.000 0.961-1.000 1.000 0.960-1.000
PPV 0.889 0.653-0.986 1.000 0.740-1.000 1.000 0.740-1.000
NPV 1.000 0.961-1.000 1.000 0.961-1.000 0979 0.939-0.996

Pos positive, Neg negative, Sen sensitivity, Spe Specificity, PPV positive predictive value, NPV negative predictive value
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Fig. 3. Fixed biases (all p<0.001) were observed in WBC,
haematocrit (HCT) and platelet while proportional bias
was found only in platelet (rho=0.344, p <0.001).

Stability of iRBC and CBCs by time and temperature
Capillary blood samples were processed with the XN-
31p again after 24 h at either room (15-25 °C) or chilled
temperature (2—8 °C). Bland—Altman analyses indicated
good concordance in both iRBC count per pL and %iRBC
after 24 h, although results were more consistent for
samples stored at chilled temperatures and samples with
lower parasitaemia (Fig. 4).

The stability of CBCs is shown in Fig. 5. Samples stored
for 24 h at 2—8 °C had better concordance with the origi-
nal measurements at O h than those stored at room tem-
perature. The biases detected in each measurement are
summarised in Additional file 1: Table S2.

Discussion

Early diagnosis and treatment are key to malaria con-
trol. Currently malaria diagnosis in the field largely relies
on microscopy and RDT, however both methods have

limitations. Furthermore, malaria parasites are evolv-
ing to evade diagnosis, as demonstrated by the deletions
of the pfhrp2 and pfhrp3 genes that allow parasites to
escape detection by RDT [24]. Thus innovative tools are
needed to overcome existing challenges toward global
malaria elimination. In this study, a novel malaria diag-
nostic system, the Sysmex XN-31p was compared with
conventional diagnostic methods in the Lake Victoria
region, Kenya, and its applicability for use in the field was
evaluated. Several studies have shown the capability of
the XN-31p and its predecessor, the XN-30, to diagnose
Plasmodium infections in different settings [12-14], but
this is the first report showing the concordance of results
between venous and capillary blood samples without any
pre-treatment or sample dilution prior to analysis. Also
this study shows that parasitaemia results obtained from
capillary blood were stable even after 24 h, especially if
the samples can be kept at chilled conditions. These posi-
tive findings unlock the potential use of the XN-31p as
a diagnostic system for both clinical use and mass blood
surveys in remote settings.

The diagnostic performance of XN-31p is quite com-
parable to that of existing field diagnostics, namely
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microscopy and RDT. The XN-31p was highly sensitive
(1.000) and specific (0.986—1.000) against these conven-
tional methods. These results are in good agreement with
previous reports [12—14]. More importantly the perfor-
mance was reproducible using capillary blood samples
without any pre-treatment or dilution.

Detection of low-density Plasmodium infections by
PCR is common in research but remains limited in clini-
cal settings. Relative to PCR, the XN-31p detected fewer
Plasmodium infections, resulting in a lower sensitiv-
ity (0.818-0.857) but maintaining a very high specificity
(1.000). The lower diagnostic performance of the XN-
31p is a disadvantage, however when compared to PCR,
the XN-31p is easier to operate and provides results in a

shorter period of time, making the XN-31p more suitable
in clinical settings.

The XN-31p has three measurement modes. Whole
blood (WB) and LM modes do not require any pre-
treatment prior to the measurement, while PD mode
needs sample dilution before the measurement. PD
mode requires only 20 pL of blood and thus is useful
when the amount of available sample is very limited.
The applicability of capillary blood in PD mode was pre-
viously tested, however our own preliminary tests indi-
cated low consistency in parasite counts and CBCs due
to errors introduced during sample dilution. LM mode
uses 130 pL of blood, which can be readily obtained
through finger prick. Our comparison showed excellent
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concordance between venous and capillary blood sam-
ples for malaria diagnosis and species differentiation
when samples were measured in LM mode. Good con-
cordance was also observed for %iRBC, with the lim-
its of agreement between —0.036 and 0.029%, which
are well accepted in the clinical context. However, the
parasite count per pL had fixed and proportional biases
and the ranges for the limits of agreement were quite
wide. Since there was no significant difference in RBC
counts between capillary and venous blood samples
(as shown in Fig. 3), the discrepancy must have derived
from actual differences in iRBC count. The cause of dif-
ferences in iRBC count is under investigation.

There was a high correlation but low concordance
between the parasitaemia determined by the XN-31p
and microscopy. By microscopy, parasite density was
determined by counting the number of iRBC against
200 WBCs in the thick blood smear and assuming 8,000
WBCs per pL of blood. In this study, WBC counts were
quite variable among participants (Fig. 3A), which
might have contributed to the discordance. However,
%iRBC was obtained without any assumption, thus
the gap observed here may be purely due to the dif-
ference of two measurements. Similar trends in the

concordance of parasitaemia between the XN-31p and
microscopy were reported previously [14]. Although
microscopy is considered the gold standard in malaria
diagnosis, accurate determination of parasitaemia
depends on a number of factors including the skills
of microscopists and the quality of the stained blood
smears, thus other quantitative methods such as qPCR
may give insights into the accuracy of parasite count
with XN-31p.

Malaria-positive samples are flagged by the XN-31p as
“Malaria?(Pf)’, “Malaria?(Others)” or “Malaria?(UNC)”
based on the pattern of scattergram. Unfortunately, few
non-P. falciparum malaria infections were included in
this study, making it difficult to evaluate the ability of
XN-31p to differentiate Plasmodium species. All P. ovale
infections in this study were detected by PCR only and
thus were likely to have low parasitaemia. It is reported
that P ovale infections tend to have lower parasitaemia
because of the species preference to invade reticulocytes
[25]. PCR detected one case of P, falciparum-P. malariae
co-infection, which was not detected by other methods
likely due to low parasitaemia. It would be interesting to
test the diagnostic capability of the XN-31p in mixed-
species infections since the scattergram patterns of RBC
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infected by different Plasmodium species may overlap
with one another. No Plasmodium vivax was observed
in this study, consistent with a previous report from the
same area [26].

A small number of samples in our study had inconclu-
sive results, reported as MI-RBC Abn Scattergram by the
XN-31p. In the case of capillary blood, a previous study
attributed this scattergram to the presence of Howell-
Jolly body or crystalized Sickle haemoglobin (HbS) [12].
However in this study, HbS was reported in only 3 of
11 samples with MI-RBC Abn Scattergram, and the one
sample reporting the presence of Howell-Jolly body did
not report MI-RBC Abn Scattergram. Preliminary tests
revealed a relatively high number of results reporting MI-
RBC Abn Scattergram, which were likely caused by the
finger prick method to obtain capillary blood. Repeated
application of pressure on the finger can cause mechani-
cal damage or deformation to blood cells, and dam-
aged cells form aggregates with platelet and fibrin. The
observation that inconclusive results were reported in
more than twice as many capillary blood (11) as venous
blood (5) samples is consistent with this hypothesis. To
reduce the appearance of MI-RBC Abn Scattergram in
this study, all laboratory technicians were retrained to
follow the blood sampling procedure recommended by
the Clinical and Laboratory Standards Institute (CLSI)
(Additional file 1: Fig. S2). Interestingly most of the MI-
RBC Abn Scattergram (80% for venous blood samples
and 81.8% for capillary blood samples) were observed in
PCR negative samples in this study. Further tests with a
larger sample size may provide a clearer answer to the
causes of MI-RBC Abn Scattergram.

Operations of the XN-31p require stable electricity
supply that are often unavailable in health facilities pro-
viding services in malaria endemic areas. To extend the
utility of XN-31p as a malaria diagnostic tool in remote
communities, capillary blood samples kept at either
room or chilled temperatures after 24 h were remeasured
to simulate the time and condition of blood sample trans-
port from distant villages to Homa Bay County Referral
Hospital. Generally, samples stored at 2—8 °C had better
concordance in parasitaemia with their 0-h results than
samples stored at room temperature, with narrower lim-
its of agreement. The concordance would be higher if one
outlier were excluded, though the numbers of Plasmo-
dium positive samples available for analyses were small.
CBC data also showed better concordance in samples
stored at chilled temperatures. Samples were kept cold
in an inexpensive, food-grade insulated cooler box with
ice packs that can be readily maintained in basic health
facilities. Some studies showed the correlation between
the distance from health facility and malaria prevalence
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[27-30]. The hub and spoke model described in this
study can be exploited to advance universal access to
malaria diagnosis and treatment.

One of the unique features of the XN-31p is the
simultaneous detection of Plasmodium infection and
measurement of CBCs, which may be useful in malaria
eliminating areas. In such settings, lower malaria preva-
lence means fewer chances for microscopists to examine
blood films and maintain competence in malaria diag-
nosis. Moreover, differential diagnosis of febrile diseases
becomes more important in eliminating settings where
malaria is no longer the main cause of fever [31-34]. The
XN-31p can improve fever case management by exclud-
ing malaria as the cause of febrile illnesses. Combined
with differential WBC counts, the XN-31p can further
help clinical practitioners in rural health facilities to pre-
scribe appropriate treatments.

This is the first test of the XN-31p in East Africa. The
Lake Victoria basin has some of the highest malaria bur-
den in Kenya, and previous cross-sectional surveys in
Homa Bay County showed malaria prevalence of approx-
imately 20% and 40% by microscopy and PCR, respec-
tively [26, 35]. Malaria prevalence in the study area has
decreased substantially due partly to the roll out of the
indoor residual spraying (IRS) programme. Also the
onset of the COVID-19 pandemic coincided with the
start of this study, greatly reducing the number of outpa-
tients seeking treatment at the hospital and resulting in a
study sample size much smaller than anticipated due to
altered care-seeking behaviours driven by social distanc-
ing measures such as lock downs and travel restrictions.
In this study site, almost all outpatients presenting fever
and/or malaria-related symptoms at health facilities are
routinely tested for malaria. Thus many non-malarial
cases were recruited for this study; only about 10% of
the study participants were malaria positive. However,
the results from this study are in general agreement with
those from previous reports and provide evidence to sup-
port further development and evaluation of the XN-31p
as a malaria diagnostic tool.

In summary, this study showed that in lieu of venous
blood, capillary blood can be used directly without any
pre-treatment or dilution for malaria diagnosis on the
XN-31p automated haematology analyser. Moreover,
capillary blood can be stored at chilled temperature for
up to 24 h without adversely affecting malaria diagnos-
tic and CBC results, broadening the appeal to utilise the
XN-31p in a hub and spoke model as a rapid and accu-
rate malaria diagnostic method for mass surveys and
case confirmation in remote locations. The ability of the
XN-31p to detect asymptomatic and submicroscopic
infections and mixed-species infections needs to be
investigated.
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mance of XN-31p in comparison to conventional methods with detailed
results. Table S2. Fixed and proportional biases observed in the CBCs with
24 hours stored samples

Acknowledgements

We would like to express our sincere gratitude to the participants in this
study. We are grateful to Mayumi Fukui, kuko Kusuda, Satoko Naito, Tomomi
Kuwana, Yukie Saito, and all the supporting staff in Homa Bay County Referral
Hospital for their assistance in tests, and management.

Author contributions

WK, GO, JG and AK conceived and designed the experiments, WK, IT, KK, MM
and JK performed the experiments, WK, IT, and KK analysed the data, WK and
CWC wrote the paper. All authors read and approved the final manuscript.

Funding

Open access funding provided by Karolinska Institute. AK received support
from JSPS KAKENHI (Grant No. JP18KK0248 & JP19H01080), JICA/AMED joint
research project (SATREPS) (Grant no. 20JM0110020H0002), and Sysmex Cor-
poration. WK received support from JSPS KAKENHI (Grant No. JP18K15139).

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

Declarations

Ethics approval and consent to participate

The study was approved by the Kenyatta National Hospital/University of
Nairobi-Ethics and Research Committee in Kenya (registration number:
P609/10/2014), and Osaka City University Institutional Review Board (registra-
tion number: 3206) and performed in accordance with relevant guidelines
and regulations. Informed consent was obtained from all study participants at
enrolment.

Consent for publication
Not applicable.

Competing interests
This study was partially supported by the research grant from Sysmex
Corporation.

Author details

'Department of Virology and Parasitology/Research Center for Infectious
Disease Sciences, Graduate School of Medicine, Osaka Metropolitan University,
1-4-3, Asahimachi, Abeno-ku, Osaka 545-8585, Japan. >Sysmex Corporation,
4-4-4 Takatsukadai, Nishiku, Kobe, Hyogo 651-2271, Japan. 3Departmem

of Clinical Medicine, Mount Kenya University, PO Box 342-01000, Thika, Kenya.
“Homa Bay County Government, Homa Bay, Kenya. °Nairobi Research Station,
Nagasaki University Institute of Tropical Medicine-Kenya Medical Research
Institute (NUITM-KEMRI) Project, Institute of Tropical Medicine (NEKKEN),
Nagasaki University, PO Box 19993-00202, Nairobi, Kenya. éInstitute of Tropical
Medicine (NEKKEN), Nagasaki University, 1-12-4 Sakamoto, NagasakiNaga-
saki 852-8523, Japan. ’Centre for Malaria Elimination, Mount Kenya University,
PO. Box 342-01000, Thika, Kenya. 8Island Malaria Group, Department of Micro-
biology, Tumor and Cell Biology (MTC), Karolinska Institutet, Biomedicum,
Solnavdgen 9, Solna, 171 65 Stockholm, Sweden. 9Department of Virology

Page 11 of 12

and Parasitology, Graduate School of Medicine, Osaka Metropolitan University,
1-4-3, Asahimachi, Abeno-ku, Osaka 545-8585, Japan.

Received: 12 January 2022 Accepted: 9 August 2022
Published online: 01 September 2022

References

1. WHO. World Malaria Report 2021. Geneva: World Health Organization;
2021,

2. WHO. Global technical strategy for malaria 2016-2030, 2021 Update.
Geneva, World Health Organization, 2021. https.//apps.who.int/iris/bitst
ream/handle/10665/186671/9789243564999_spa.pdf?sequence=1.
Accessed 19 Dec 2021.

3. WHO. Malaria Microscopy Quality Assurance Manual - Version 2. Geneva,
World Health Organization, 2016. www.who.int. Accessed 19 Dec 2021.

4. Ding G, Zhu G, Cao C, Miao P, Cao Y, Wang W, et al. The challenge of
maintaining microscopist capacity at basic levels for malaria elimination
in Jiangsu Province, China. BMC Public Health. 2018;18:489.

5. lwagami M, Keomalaphet S, Khattignavong P, Soundala P, Lorphachan L,
Matsumoto-Takahasi E, et al. The detection of cryptic Plasmodium infec-
tion among villagers in Attapeu province Lao PDR. PLoS Negl Trop Dis.
2017;11:e0006148.

6. Zimmerman PA, Howes RE. Malaria diagnosis for malaria elimination. Curr
Opin Infect Dis. 2015;28:446-54.

7. Boyce MR, O'Meara WP. Use of malaria RDTs in various health contexts
across sub-Saharan Africa: a systematic review. BMC Public Health.
2017,17:470.

8. Verma AK, Bharti PK, Das A. HRP-2 deletion: a hole in the ship of malaria
elimination. Lancet Infect Dis. 2018;18:826-7.

9. Watson OJ, Slater HC, Verity R, Parr JB, Mwandagalirwa MK, Tshefu A, et al.
Modelling the drivers of the spread of Plasmodium falciparum hrp2 gene
deletions in sub-Saharan Africa. Elife. 2017;6: €25008.

10. Beshir KB, Sepulveda N, Bharmal J, Robinson A, Mwanguzi J, Busula
AQ, et al. Plasmodium falciparum parasites with histidine-rich protein 2
(pfhrp2) and pfhrp3 gene deletions in two endemic regions of Kenya. Sci
Rep.2017;7:14718.

11. Abba K, Kirkham AJ, Olliaro PL, Deeks JJ, Donegan S, Garner P, et al. Rapid
diagnostic tests for diagnosing uncomplicated non-falciparum or Plas-
modium vivax malaria in endemic countries. Cochrane Database Syst Rev.
2014,2014:CD011431.

12. Pillay E, Khodaiji S, Bezuidenhout BC, Litshie M, Coetzer TL. Evaluation of
automated malaria diagnosis using the Sysmex XN-30 analyser in a clini-
cal setting. Malar J. 2019;18:15.

13. Post A, Kaboré B, Reuling IJ, Bognini J, van der Heijden W, Diallo S, et al.
The XN-30 hematology analyzer for rapid sensitive detection of malaria: a
diagnostic accuracy study. BMC Med. 2019;17:103.

14. Zuluaga-ldarraga L, Rios A, Sierra-Cifuentes V, Garzon E, Tobdn-Castafo A,
Takehara |, et al. Performance of the hematology analyzer XN-31 proto-
type in the detection of Plasmodium infections in an endemic region of
Colombia. Sci Rep. 2021;11:5268.

15. Macharia PM, Giorgi E, Noor AM, Waqo E, Kiptui R, Okiro EA, et al. Spatio-
temporal analysis of Plasmodium falciparum prevalence to understand
the past and chart the future of malaria control in Kenya. Malar J.
2018;17:340.

16. National Malaria Control Programme, Ministry of Health, Kenya. Kenya
Malaria Programme Review 2018. Nairobi, 2019.

17. Presidents Malaria Initiative, USAID. PMI VectorLink Kenya End of Spray
Report, January 28-March 16, 2019. Rockville, USA, 2019. www.abtassocia
tes.com. Accessed 19 Dec 2021.

18. Kenya —The U.S. President’s Malaria Initiative VectorLink Project. https://
pmivectorlink.org/where-we-work/kenya/. Accessed 19 Dec 2021.

19. WHO. The malaria vaccine implementation programme (MVIP). Geneva,
World Health Organization. https://www.who.int/news-room/quest
jons-and-answers/item/malaria-vaccine-implementation-programme.
Accessed 19 Dec 2021.

20. Kanda. Investigation of the freely available easy-to-use software “EZR"
for medical statistics. Bone Marrow Transplant. 2013;48:452-8.


https://doi.org/10.1186/s12936-022-04259-7
https://doi.org/10.1186/s12936-022-04259-7
https://apps.who.int/iris/bitstream/handle/10665/186671/9789243564999_spa.pdf?sequence=1
https://apps.who.int/iris/bitstream/handle/10665/186671/9789243564999_spa.pdf?sequence=1
http://www.who.int
http://www.abtassociates.com
http://www.abtassociates.com
https://pmivectorlink.org/where-we-work/kenya/
https://pmivectorlink.org/where-we-work/kenya/
https://www.who.int/news-room/questions-and-answers/item/malaria-vaccine-implementation-programme
https://www.who.int/news-room/questions-and-answers/item/malaria-vaccine-implementation-programme

Kagaya et al. Malaria Journal

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.
31.

32.

33

34

35.

(2022) 21:252

Toya Y, Tougan T, Horii T, Uchihashi K. Lysercell M enhances the detection
of stage-specific Plasmodium-infected red blood cells in the automated
hematology analyzer XN-31 prototype. Parasitol Int. 2021;80: 102206.
WHO. Malaria microscopy standard operating procedure MM-SOP-09:
malaria parasite counting. Geneva: World Health Organization; 2016.
Isozumi R, Fukui M, Kaneko A, Chan CW, Kawamoto F, Kimura M.
Improved detection of malaria cases in island settings of Vanuatu and
Kenya by PCR that targets the Plasmodium mitochondrial cytochrome ¢
oxidase Il (cox3) gene. Parasitol Int. 2015;64:304-8.

Feleke SM, Reichert EN, Mohammed H, Brhane BG, Mekete K, Mamo H,
et al. Plasmodium falciparum is evolving to escape malaria rapid diagnos-
tic tests in Ethiopia. Nat Microbiol. 2021;6:1289-99.

Roberts DJ, et al. Hematologic aspects of parasitic diseases. In: Hoffman R,
Benz EJ, Silberstein LE, Heslop H, Weitz JI, Anastasi J, et al.,, editors. Hema-
tolology Basic Principles and Practice. 7th ed. Amsterdam: Elsevier; 2018.
Idris ZM, Chan CW, Kongere J, et al. High and heterogeneous prevalence
of asymptomatic and sub-microscopic malaria infections on islands in
Lake Victoria, Kenya. Sci Rep. 2016;6:36958.

Coetzer RH, Adeola AM. Assessing the correlation between malaria case
mortality rates and access to health facilities in the malaria region of
Vhembe district South Africa. J Environ Public Health. 2020,2020:8973739.
Al-Taiar A, Jaffar S, Assabri A, Al-Habori M, Azazy A, Al-Gabri A, et al. Who
develops severe malaria? Impact of access to healthcare, socio-economic
and environmental factors on children in Yemen: a case-control study.
Trop Med Int Health. 2008;13:13762-70.

Tipke M, Louis VR, Yé M, de Allegri M, Beiersmann C, Sié A, et al. Access

to malaria treatment in young children of rural Burkina Faso. Malar J.
2009;8:266.

Rao VB, Schellenberg D, Ghani AC. Overcoming health systems barriers to
successful malaria treatment. Trends Parasitol. 2013,;29:164-80.

Bisoffi Z, Buonfrate D. When fever is not malaria. Lancet Glob Health.
2013;1:e11-2.

Shrestha P, Roberts T, Homsana A, Myat TO, Crump JA, Lubell Y, et al.
Febrile illness in Asia: gaps in epidemiology, diagnosis and management
for informing health policy. Clin Microbiol Infect. 2018;24:815-26.
Shrestha P, Dahal P Ogbonnaa-Njoku C, Das D, Stepniewska K, Thomas
NV, et al. Non-malarial febrile illness: a systematic review of published
aetiological studies and case reports from Southern Asia and South-
eastern Asia, 1980-2015. BMC Med. 2020;18:299.

Moreira J, Barros J, Lapouble O, Lacerda MVG, Felger |, Brasil P, et al. When
fever is not malaria in Latin America: a systematic review. BMC Med.
2020;18:294.

Kagaya W, Gitaka J, Chan CW, Kongere J, Md Idris Z, Deng C, et al. Malaria
resurgence after significant reduction by mass drug administration on
Ngodhe Island. Kenya Sci Rep. 2019;9:19060.

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

Page 12 of 12

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

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

K BMC

At BMC, research is always in progress.

Learn more biomedcentral.com/submissions



https://www.researchgate.net/publication/364782683

	Potential application of the haematology analyser XN-31 prototype for field malaria surveillance in Kenya
	Abstract 
	Background: 
	Methods: 
	Results: 
	Conclusion: 

	Background
	Methods
	Study design and study site
	Procedures for the sample collection
	Diagnostic methods: measurement with XN-31p, microscopy, RDT, and PCR
	Statistical analyses

	Results
	Participant characteristics
	Diagnostic performance of XN-31p
	Concordance in parasitaemia and CBC between capillary blood and venous blood
	Stability of iRBC and CBCs by time and temperature

	Discussion
	Acknowledgements
	References




