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Whole blood transfusion improves 
vascular integrity and increases 
survival in artemether‑treated 
experimental cerebral malaria
Saba Gul1, Flavia L. Ribeiro‑Gomes1, Aline S. Moreira1,2, Guilherme S. Sanches1, 
Fabiana G. Conceição1, Cláudio Tadeu Daniel‑Ribeiro1, Hans C. Ackerman2 & 
Leonardo J. M. Carvalho1*

Pathological features observed in both human and experimental cerebral malaria (ECM) are 
endothelial dysfunction and changes in blood components. Blood transfusion has been routinely used 
in patients with severe malarial anemia and can also benefit comatose and acidotic malaria patients. 
In the present study Plasmodium berghei‑infected mice were transfused intraperitoneally with 200 
μL of whole blood along with 20 mg/kg of artemether. ECM mice showed severe thrombocytopenia 
and decreases in hematocrit. Artemether treatment markedly aggravated anemia within 24 h. 
Whole blood administration significantly prevented further drop in hematocrit and partially restored 
the platelet count. Increased levels of plasma angiopoietin‑2 (Ang‑2) remained high 24 h after 
artemether treatment but returned to normal levels 24 h after blood transfusion, indicating reversal 
to quiescence. Ang‑1 was depleted in ECM mice and levels were not restored by any treatment. Blood 
transfusion prevented the aggravation of the breakdown of blood brain barrier after artemether 
treatment and decreased spleen congestion without affecting splenic lymphocyte populations. 
Critically, blood transfusion resulted in markedly improved survival of mice with ECM (75.9% 
compared to 50.9% receiving artemether only). These findings indicate that whole blood transfusion 
can be an effective adjuvant therapy for cerebral malaria.

Changes in blood and blood vessels are a pathological hallmark of Plasmodium falciparum infection, and are 
particularly intense in its deadly complication, cerebral malaria (CM). Mechanical obstruction of cerebral 
blood vessels by sequestration of parasitized red blood cells (pRBCs) reduces cerebral blood �ow and oxy-
gen  consumption1–3. Anemia and loss of RBC deformability impair the perfusion of various  organs4. Severe 
malaria also leads to alterations of biochemical characteristics of the plasma, with depletion of plasmatic factors 
related with vascular health such as l-arginine5,  haptoglobin6 and angiopoietin-1 (Ang-1), a critical regulator of 
endothelial  integrity7. Ang-1 maintains vascular quiescence by signaling through the Tie-2  receptor8, whereas 
Ang-2, stored in Weibel-Palade bodies, can be rapidly released upon endothelial activation and displace Ang-1, 
sensitizing the endothelium to low concentrations of in�ammatory cytokines such as  TNF8. Indeed, Ang-2 levels 
are elevated in severe  malaria9 and have been associated with CM  retinopathy10, and blood-retinal breakdown 
associated with death or sequelae in pediatric  CM11. Together with coagulation disorders like platelet activa-
tion and  thrombocytopenia12,13, these changes disturb endothelial quiescence, leading to vascular dysfunction, 
impaired cerebral perfusion,  acidosis14 and breakdown of the blood–brain barrier (BBB)15.

Whole blood transfusion is a practice already adopted in the adjuvant treatment of patients with severe 
malarial  anemia16. In areas of high malaria endemicity, the World Health Organization (WHO) recommends 
blood transfusion when the hemoglobin concentration is less than 4 g/dL, this threshold is increased to 6 g/dL 
in case anemia is accompanied by acidosis, impaired consciousness, shock, or parasitaemia greater than 20%17,18. 
Recently, Ackerman and colleagues have shown that whole blood transfusion was associated with improved sur-
vival in children with severe falciparum malaria, and patients with impaired consciousness and hyperlactatemia 
bene�ted from transfusion even at moderate levels of  anemia19,20.
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In the present study, a well-characterized and commonly used experimental model for cerebral malaria 
(ECM), C57BL/6 mice infected with P. berghei ANKA (PbA)21,22, was used to investigate the e�ects of whole 
blood transfusion as adjunctive therapy to artemether in the late stages of the disease. �is experimental model 
shows a number of similarities with human CM as well as some di�erences. �e pros and cons of this model 
have been  discussed21–24. A major di�erence is that a hallmark of human CM is sequestration of Plasmodium 
falciparum-infected erythrocytes in the brain post-capillary venules, resulting in vascular blockage and impaired 
 perfusion25,26. In ECM, leukocyte adhesion with vascular plugging of cerebral vessels is the common pathological 

Figure 1.  E�ect of artemether treatment with and without 200 μL of whole blood on hematocrit level and 
platelet counts. Plasmodium-berghei ANKA-infected mice showing signs of ECM on day 6 of infection (n = 6–11 
per group) received artemether (ARM) 20 mg/kg (20 μL) given IP, and mice in one of the groups also received 
200 μL of whole blood (BL) also given IP. (A) Hematocrit: mice with ECM before treatment showed a mean 
9% decrease in hematocrit in relation to uninfected controls (45.5 ± 3.72% versus 50.0 ± 2.83%, P = 0.0345). 
Treatment with ARM led to further decreases in hematocrit a�er 6 and 24 h (41.4 ± 4.10% and 33.2 ± 3.72%). 
Whole blood transfusion given together with ARM prevented the decrease in hematocrit at 6 h (ARM + BL: 
46.0 ± 4.06%; ARM only: 41.4 ± 4.10%, P = 0.0352) and provided substantial protection for the strong decrease 
in hematocrit at 24 h (ARM-BL: 42.2 ± 5.63%; ARM only: 33.2 ± 3.72%, P = 0.0015, versus). (B) Platelet count: 
platelet count was drastically reduced by nearly 90% in mice with ECM compared to uninfected controls 
(101 ± 33.9 versus 938 ± 75.2, P = 0.0012). Treatment with ARM only did not change platelet levels within 6 h 
and 24 h. Whole blood transfusion given together with ARM led to signi�cant recoveries in platelet counts 
compared to ARM only-treated mice at 6 h (221 ± 68.8 versus 93 ± 16.5, P = 0.0061) and 24 h (451 ± 134.5 versus 
147 ± 59.9, P = 0.0004). Data are shown as mean ± standard deviation and Student t-test was performed for 
statistical analyses comparing two groups.
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Figure 2.  Plasma levels of Angiopoietin-1 and Ang-2 in mice with ECM treated with artemether with or without blood 
transfusion. Angiopoietins were assessed using ELISA (n = 8 mice per group). Levels of Ang-1 (A) were decreased by 85% in 
mice with ECM in relation to uninfected controls (P < 0.0001). Treatment with ARM only or ARM + BL did not change Ang-1 
levels within 24 h. Levels of Ang-2 (B) were elevated by a mean 52% in mice with ECM in relation to uninfected controls 
(P = 0.0038). With blood transfusion a�er 24 h, concentration of Ang-2 decreased back to normal levels, whereas in ARM 
only treated mice levels remained high (P = 0.0090). �e ratio of Ang-1 to Ang-2 (C) was decreased tenfold in mice with ECM 
compared to uninfected controls (P = 0.0002) and was not changed by ARM only or ARM + BL treatments within 24 h. Data 
are shown as mean ± standard deviation and Student t-test was performed for statistical analyses comparing two groups.
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feature of the neurological syndrome, but P. berghei-infected erythrocyte accumulation in the brain has been 
documented and a recent study showed that P. berghei-infected erythrocytes are trapped in brain capillaries and 
contribute to impaired cerebral blood  �ow27–29. In both human and experimental CM, cerebrovascular blockage 
and severe vasculopathy occur, making this model appropriate to investigate interventions intended to restore 
vascular function, cerebral blood �ow and cerebral oxygenation. Indeed, in this study whole blood transfusion 
showed a marked bene�t on survival and on parameters associated with vascular integrity in ECM.

Material and methods
Animals, parasites and infection. Eight-to-ten-week-old female C57BL/6 mice (16-20 g, Fiocruz’s Insti-
tute of Science and Technology in Biomodels—ICTB-Fiocruz) were infected intraperitoneally (IP) with 1 ×  106 
PbA (MR4 number: MRA-865) pRBCs and parasitemia checked by microscopy or �ow cytometry. Hypothermia 
(rectal temperature between 31 and 36 °C) was used for de�ning late-stage ECM and as the objective criterion 
for treatment on day 6 post-infection30. �ermocouple probe (Oakton® Acorn TM; Oakton Instruments, IL, 
USA) was used to measure rectal temperature of mice on day 6 post-infection. All methods were performed in 
accordance with the relevant guidelines and regulations and the Fiocruz Animal Welfare Committee approved 
the experiments (license number L-037/21). �e ARRIVE guidelines were taken in consideration while design-
ing and performing experiments.

Treatments. Two preliminary experiments were performed to determine the conditions for the main exper-
iments. First, an experiment was performed to establish the e�ect of artemether and artemether plus whole 
blood transfusion on hematocrit in mice with late-stage ECM. Transfusion of whole blood in mice poses a sub-
stantial challenge. �e typical whole blood transfusion in humans is made with an amount of 20 mL/kg, which 
in our mice would translate approximately to a volume of 400 μL. Transferring this amount of blood to mice, in 
particular mice with late-stage ECM, which present with vasoconstriction and vascular plugging by leukocyte, 
is even more challenging. �erefore, we followed a protocol for whole blood transfusion by means of IP injec-
tion, as previously  described31. Following this experiment, a decision was made to use half the volume (200 μL) 
of whole blood for the main experiments (see “Results”). A second (survival) preliminary experiment was then 
conducted with three arms to de�ne a suitable control for whole blood (200 μL) transfusion: (i) artemether only; 
(ii) artemether plus 200 μL of saline and; (iii) artemether plus 200 μL of plasma (obtained from healthy C57BL/6 
mice). Artemether only showed the best outcome and was used therefore for the main experiments (see Sup-
plementary Data).

For the main experiments, on day 6 post infection, hypothermic mice (31–36 °C) were equally and randomly 
distributed in two groups (ECM treated with artemether only and ECM treated with artemether plus 200 μL 
of whole blood transfusion). Mice received artemether (Artesiane, a kind gi� of Dafra Pharma, Turnhout, 
Belgium) IP at 20 mg/kg as previously  de�ned30. Blood was collected by cardiac puncture from a number of 
healthy C57BL/6 mice in sodium heparin, pooled and intraperitoneally administered (200 μL). �e time elapsed 
between blood collection, pooling and administration to sick mice was kept below 30 min. Uninfected mice 
and mice with ECM, untreated, were used as controls. In the survival experiments, mice with late-stage ECM 
were treated with artemether with or without 200 μL of whole blood and, in the subsequent days, they received 
artemether only daily for another 4 days. A�er last artemether dose, mice were followed for 7 days before being 
euthanized with pentobarbital.

Blood sample collection and analysis. Mice with ECM treated with artemether only or 
artemether + whole blood had their blood collected a�er 6 h and 24 h post treatment for hematological and 
biochemical analysis. Blood from uninfected, healthy mice and from mice with ECM, untreated, were used as 

Figure 3.  Plasma haptoglobin levels, blood–brain barrier permeability and spleen weight in mice with ECM 
treated with artemether with or without blood transfusion. (A) Plasma haptoglobin was evaluated using 
ELISA (n = 8 mice per group). Mice with ECM showed a twofold increase in plasma haptoglobin compared to 
uninfected control (P = 0.0074). �e levels of haptoglobin were not a�ected by either treatment at 6 h. At 24 h, 
levels of haptoglobin had decreased in treated animals of both groups, being signi�cantly di�erent from ECM 
mice before treatment (P = 0.0480) and showing no signi�cant di�erences in relation to uninfected control 
mice. (B) Permeability of blood brain barrier (BBB) was quanti�ed by Evans blue assay. Mice with ECM showed 
increased permeability of the BBB in relation to uninfected controls (P = 0.0005). ECM mice treated with 
ARM only showed further increased permeability 6 h a�er treatment, but this increase was prevented in mice 
treated with ARM + BL. Indeed, permeability was signi�cantly higher in ARM only-treated mice compared 
with mice treated with ARM + BL at 6 h (P = 0.0263). At 24 h, permeability decreased in both groups and was 
lower than in ECM mice before treatment (ARM only: P = 0.0065; ARM + BL: P = 0.0006), but was still higher 
than in uninfected controls (ARM only: P = 0.0032; ARM + BL: P = 0.0371). (C) Spleen weight: mice with ECM 
showed splenomegaly, with spleen weight increased more than threefold in relation to uninfected controls 
(P < 0.0001). Treatment with ARM only did not change spleen weight within 6 or 24 h. However, treatment 
with ARM + BL resulted in signi�cant decreases in spleen weight at 6 h (P = 0.0019 and P = 0.0005 in relation to 
ECM mice before treatment and ARM only-treated mice, respectively) and 24 h (P = 0.0003 and P < 0.0001 in 
relation to ECM mice before treatment and ARM only-treated mice, respectively). However, spleen weight of 
ARM + BL-treated mice remained higher than uninfected controls 6 and 24 h (P < 0.0001) a�er treatment. Data 
are shown as mean ± standard deviation and Student t-test was performed for statistical analyses comparing two 
groups.

▸
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controls. Blood was drawn by cardiac puncture and 300 μL were transferred to EDTA-coated microtubes and 
analyzed for hematological components, including hematocrit and platelet counts, using a pocH-100i automated 
hematology analyzer (Sysmex) at the Institute of Science and Technology in Biomodels (ICTB-Fiocruz). For 
plasma components analysis, blood was collected in heparinized tubes and centrifuged for 6 min at 6000 rpm. 
Plasma was collected and aliquots were made and stored at − 20 °C until needed. Spleen tissues were removed, 
weighed, and then processed for further analysis.

Determination of concentrations of plasma components by enzyme‑linked immunosorbent 
assays (ELISA). Plasma samples were thawed and diluted to measure concentration of Ang-1 and Ang-2, 
using mouse Ang-1 and Ang-2 Picokine ELISA kits (Boster), or to measure mouse haptoglobin (Duoset). All 
ELISAs were performed according to the manufacturer’s instructions.

Evans blue dye for blood–brain barrier permeability assay. �e procedure was performed as previ-
ously  described32. Six hours a�er treatment, mice were anesthetized with urethane (2 mg/g ip) with �nal volume 
100 µL per animal. 2% solution of Evans blue dye (Sigma) in PBS 1X with �nal volume 150 µL was intravenously 
injected through orbital sinus. A�er 1 h of dye circulation animals were euthanized and perfused transcardially 
with 10 mL of ice-cold saline. Later, the brain was harvested and incubated for 48 h at 37 °C in 3 mL of 99.5% 
formamide (Sigma). �e same procedure was done with uninfected controls, and 100 μL of formamide from 
each brain was then collected and absorbance measured at 620 nm. �e amount of Evans blue extracted was 
calculated using a standard curve ranging from 1285 to 1.25 μg/mL.

Spleen processing and immunophenotyping. Animals were submitted to cardiac perfusion with 
10 mL of cold PBS. Spleens were removed, weighed and mechanically dissociated, single cell suspensions were 
treated with lysis bu�er (Sigma) and splenocytes counted with a hematocytometer. Approximately 1 ×  106 spleen 
cells in PBS containing 5% FCS were incubated with an anti-Fc-γ III/II (CD16/32) receptor Ab (2,4G2, BD Bio-
sciences) and pool of �uorochrome-conjugated antibodies. �e following antibodies were used: PE anti-mouse 
TCRβ chain (H57-597, BD); APC anti-mouse CD45R/B220 (RA3-6B2, BD); APC-H7 anti-mouse CD4 (GK1.5, 
BD); PE-Cy7 anti-mouse CD8a (53–6.7, BD) and Percp-Cy5.5 anti-mouse CD11b (M1/70, eBioscience). Cells 
were incubated for 30 min at 4 °C and protected from light, according the manufacturers’ instructions. Samples 
were collected using a FACS CANTO II �ow cytometer (BD Biosciences). Data analysis was performed using the 
FlowJo 10.0 program (BD Biosciences).

Statistical analysis. All experiments were repeated at least once. Data were analyzed using a statistical so�-
ware package (GraphPad Prism 7.0, La Jolla, CA). Shapiro–Wilk test was used to check distribution among the 
tested groups. Data are reported as mean ± standard deviation, where values of p < 0.05 were considered signi�-
cant. Comparisons between 2 groups were performed using Student t-test and Mann–Whitney test, and multiple 
groups were compared using One-way ANOVA. For survival analysis, the Mantel-Cox log-rank test was used.

Results
Preliminary evaluation of whole blood transfusion on hematocrit and of saline or plasma infu‑
sion on survival in ECM. Preliminary experiments were performed in order to de�ne the feasibility of 
blood transfusion via intraperitoneal injection, as  described31, and to de�ne a suitable treatment to compare 
with the performance of artemether plus whole blood transfusion in late-stage ECM. As shown in Supplemental 
Fig. 1A, intraperitoneal injection of 400 μL of whole blood restored hematocrit levels. However, 400 μL (20 mg/
kg) is suitable for transfusion in scenarios of severe anemia, and since mice with late-stage ECM showed only 
mild to moderate decreases in hematocrit at the time of treatment, all the experiments were henceforth per-
formed with 200 μL of whole blood to avoid potential deleterious e�ects of overtransfusion. Overtransfusion 
occurs when hematocrit/hemoglobin levels a�er transfusion of a given volume of blood exceeds the target lev-
els, and this is known to increase the risk of  death33. Supplemental Fig. 1B shows that artemether only was an 

Figure 4.  E�ect of artemether treatment with and without blood transfusion on splenocyte populations. (A) 
Mice with ECM showed a mean 36% increase in the total number of splenocytes in relation to uninfected 
controls (P = 0.0323), which was not signi�cantly a�ected by treatments a�er 24 h. (B) �e number of myeloid 
(CD11b + cells) were not changed in mice with ECM compared to uninfected controls, but treatment with 
artemether, with or without blood transfusion, led to a marked increase in this population a�er 24 h (P < 0.0001 
and P = 0.0038, respectively, compared to mice with ECM untreated). (C) Mice with ECM showed a marked 
(90%) increase in B cells (B220+) in relation to uninfected controls (P = 0.0002); 24 h a�er treatment, the 
number of B cells returned to normal levels with either treatment. (D) �e number of T cells (TCRβ + cells) in 
mice with ECM was not di�erent from that observed in uninfected controls (P = 0.5853), but numbers increased 
60–78% a�er ARM (P = 0.0023) or ARM + BL (P = 0.0077) treatments, compared to mice with ECM untreated. 
(E) and (F) �e e�ect on CD4+ and CD8+ populations was similar to that observed in TCRβ+ cells. (G) and (H) 
When CD4+ and CD8+ cells were analyzed in relation to their relative proportions in relation to TCRβ+ cells, 
an increase in CD4+ and a decrease in CD8+ cells was observed in mice with ECM, compared to uninfected 
controls or with ECM mice treated with artemether or artemether plus whole blood (P = 0.0004 for CD4+ cells 
and P = 0.0005 for CD8+ cells); these changes led to an increase in the CD4/CD8 ratio in mice with ECM 
untreated. Data are shown as mean ± standard deviation and Student t-test was performed for statistical analyses 
comparing two groups.

▸
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adequate control for the experiments compared to artemether plus plasma or saline, with a better performance 
in survival. Indeed, addition of saline actually led to a worse outcome, with all mice dying in 24 h.

Whole blood transfusion prevents the post‑artemether decrease in hematocrit in ECM. Mice 
with ECM showed a drop in hematocrit (45.5 ± 3.72%) compared to uninfected controls (50.0 ± 2.83%) (Fig. 1A). 
ECM mice treated with artemether alone showed a post-treatment decrease in hematocrit, reaching 41.4 ± 4.1% 
at 6 h and 33.2 ± 3.27% at 24 h a�er treatment. In contrast, ECM mice that received artemether plus 200μL of 
whole blood showed a preservation of hematocrit levels at 6 h (46.0 ± 4.06%) and at 24 h (42.2 ± 5.63%) (Fig. 1A).

Whole blood transfusion partially corrects thrombocytopenia in ECM. During ECM, plate-
let counts (per μL of blood) fell by nearly 90% (101 ± 33.9 compared to 938 ± 75.2 of uninfected controls). 
Artemether treatment did not improve the platelet count at 6 h (92.8 ± 16.5) nor at 24 h (147.0 ± 60.0) post-
treatment (Fig. 1B). �e combination, however, of artemether treatment plus whole blood raised platelet counts 
by twofold at 6 h (221.0 ± 68.9) and threefold at 24 h (451.4 ± 134.5) compared to artemether-only treated mice 
(Fig. 1B).

Blood transfusion decreases plasma Ang‑2 levels at 24 h in ECM. Mice with ECM showed very low 
levels of Ang-1 (5106 ± 2647 pg/mL; uninfected: 33,043 ± 5410 pg/mL) (Fig. 2A). Ang-1 levels did not recover 
a�er artemether treatment whether combined with blood transfusion or not. In contrast, Ang-2 increased to 
higher levels than normal from 18,887 ± 5982 to 28,882 ± 4489 pg/mL and remained high at 25,085 ± 4085 pg/
mL 24 h a�er artemether-only treatment (Fig. 2B). Blood transfusion reversed Ang-2 levels back to normal, to 
19,169 ± 1507 pg/mL a�er 24 h. Despite resolution of elevated Ang-2 levels a�er blood transfusion, the Ang-1 to 
Ang-2 ratios remained low (Fig. 2C).

Haptoglobin levels, blood–brain barrier integrity and spleen weight in ECM. Figure  3A 
depicts the rise in plasma haptoglobin in mice with ECM (1,521 ± 525 pg/mL) compared to healthy controls 
(693 ± 202 pg/mL). Artemether treatment was followed by a substantial decrease in plasma haptoglobin levels 
(979 ± 292 pg/mL) a�er 24 h, and blood transfusion did not alter this decrease (921 ± 376 pg/mL).

Mice with ECM showed increased Evans blue dye leakage (35.3 ± 7.44 mg/mL; uninfected: 14.1 ± 0.66 mg/
mL) (Fig. 3B). BBB integrity worsened 6 h a�er treatment with artemether alone (63.0 ± 12.0 mg/mL), which was 
prevented by whole blood transfusion (37.1 ± 13.0 mg/mL). Twenty-four hours a�er treatment, BBB integrity 
recovered in both treatment groups compared to untreated ECM mice or at 6 h post-treatment. Mice with ECM 
showed increased spleen weight, which did not improve 6 or 24 h a�er artemether-only treatment, but mice 
treated with artemether plus whole blood had decreased spleen weight at 6 and 24 h a�er treatment (Fig. 3C).

Splenic leukocyte populations in ECM before and after treatment. Data regarding splenocyte 
populations are shown in Fig. 4A–H. �e increase in spleen weight in mice with ECM was paralleled by an 
increase in total number of splenocytes, which was not a�ected by the antimalarial treatment. �e number of 
splenic myeloid cells was not changed in ECM mice compared to uninfected controls, but artemether treatment 
induced an increase in CD11b + cells. Mice with ECM showed increased numbers of splenic B cells, which return 
to normal 24 h a�er artemether treatment. �e numbers of T cells and subsets (CD4+ and CD8+) did not di�er 
in mice with ECM compared with uninfected mice. However, the relative balance was changed, with an increase 
in CD4+ and a decrease in CD8+ T cells. Upon treatment with artemether, the numbers and percentage of T cells 
and subsets increased compared to ECM mice before treatment, and the balance between CD4+ and CD8+ cells 
was restored. In all cases, blood transfusion had no e�ect on the spleen cell populations compared to artemether 
alone.

Blood transfusion increases survival in artemether‑treated ECM. Groups of mice presenting 
ECM were treated with artemether (20 mg/kg) alone or combined with 200 μL of whole blood administered 
IP. Adjuvant therapy with blood transfusion resulted in a marked improvement of survival (75.9% versus 50.9% 
in the group of mice treated with artemether-only) (Fig. 5A). �ere was a sharp decrease of parasitemia 24 h 

Figure 5.  E�ect of artemether treatment with and without blood transfusion on survival, parasitemia and 
body weight of mice with ECM. (A) Survival: mice with ECM treated with ARM only showed a survival rate 
of 50.9% (n = 53). Whole blood given as adjunctive therapy to ARM resulted in signi�cant increase in survival 
to 75.9% (n = 54; P = 0.0085). Four survival experiments where conducted and results pooled. (B) Parasitemia: 
treatment with artemether, with or without whole blood transfusion, led to a marked decrease in parasitemia 
in 24 h. At the 24-h timepoint, parasitemia was higher in mice treated with ARM only compared to ARM + BL 
(3.10 ± 0.57% versus 1.94 ± 0.25%; P = 0.0046). (C) Body weight: mice with ECM showed a mean 24% decrease 
in body weight compared to uninfected controls (13.7 ± 0.79 g versus 18.1 ± 1.05 g, P < 0.0001). A�er 5 days of 
treatment, mice that received ARM + BL in the �rst day showed body weight (17.4 ± 0.91 g) higher than mice 
that received ARM only (16.2 ± 0.75 g, P = 0.0040) and not di�erent from uninfected controls (P = 0.1391). 
For survival, four separate studies were performed, the results combined and log-rank test was performed for 
statistical analysis. For parasitemia and body weight, data are shown as mean ± standard deviation and Student 
t-test was performed for statistical analyses comparing two groups.

▸
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a�er treatment, and at this timepoint parasitemia was lower in mice treated with artemether plus whole blood 
(1.94 ± 0.25%) than in mice treated with artemether only (3.10 ± 0.57%) (Fig.  5B). �is di�erence was not 
observed in the subsequent timepoints. Mice with ECM showed decreased body weight (13.7 ± 0.79 g) compared 
to uninfected controls (18.1 ± 1.05 g) (Fig. 5C). Even a�er 5 days of artemether-only treatment the body weight 
did not fully recover (16.2 ± 0.75 g), but transfusion of whole blood in the �rst day of treatment with artemether 
led to a faster recovery of the body weight (17.4 ± 0.91 g), which was not di�erent from uninfected controls.

Discussion
�e high lethality and post treatment neurological sequalae in patients with cerebral malaria demand new 
adjuvant therapies. �e main �nding of the present study is that whole blood transfusion resulted in substantial 
improvement of survival of mice with late-stage ECM treated with artemether.

Mice with ECM showed only mild to moderate (~ 10%) decrease in hematocrit. However, artemether treat-
ment resulted in further marked drops in hematocrit a�er 6 and 24 h, a phenomenon also reported in human 
 malaria34, especially in non-immune travelers with  hyperparasitemia35. �e fact that mice with ECM show 
parasitemia over 10% and parasites are rapidly killed by artemether may help to explain the rapid decrease in 
hematocrit following treatment.

Transfusion of 200 μL of whole blood to mice with ECM resulted in improved hematocrit at both 6 and 
24 h, whereas saline had the opposite e�ect, and all mice died in 24 h. �is worse outcome may re�ect similar 
�ndings in human severe malaria, where �uid resuscitation did not improve and actually worsened patient 
 outcomes55–57. Although the �ndings in the experimental CM model cannot be directly extrapolated for the 
human disease, it is expected that maintenance of the hematocrit strengthens the oxygen-carrying capacity of the 
blood, which in a setting of cerebral ischemia may be a critical advantage for the patient. Fresh RBCs also improve 
the hemorheological properties, which is known to be deteriorated in severe malaria  infections36,37. And �nally, 
lower hematocrit results in decreased vascular wall shear  stress38, with decreased eNOS activity, which leads to 
worsened endothelial  function39. �erefore, increasing hematocrit through whole blood transfusion should help 
restore endothelial  function40,41, help clear vessels blocked by parasitized erythrocytes and in�ammatory cells, 
increasing tissue perfusion and decreasing  acidosis19,42,43 as well as immune cell-mediated endothelial damage. 
�e e�ects on endothelial function are supported by the observation that blood transfusion prevented worsening 
of BBB breakdown and restored Ang-2 levels. Indeed, decreased levels of Ang-1 and increased levels of Ang-
2, disturbing endothelial quiescence with loss of vascular  health7,8, have been associated with pediatric severe 
 malaria10,44,45. Since Ang-2 has been proposed as a risk factor for cognitive injury in pediatric CM, this �nding 
is of critical importance, indicating that fresh blood counteracts the ECM-related in�ammation and vascular 
insult. �ese �ndings are in line with data showing that interventions that counteract vascular dysfunction and 
in�ammation are bene�cial in  ECM32,40,41,46–48. It is noteworthy, however, that the improvement in Ang-2 levels 
by transfusion was observed at 24 but not at 6 h, indicating that the intervention takes time to show bene�t on 
this parameter. Since in human CM most deaths occur in the �rst 24–48 h a�er hospitalization, the relevance of 
this �nding for clinical disease still needs to be established.

�rombocytopenia is also one of the risk factors for mortality in African children with falciparum  malaria49. 
Whole blood transfusion induced signi�cant upturn in circulating platelets in mice with ECM. �e availability 
of fresh, quiescent platelets, could help restoring the normality of the coagulation system without the deleterious 
in�ammatory actions of activated  platelets50. �is e�ect of partially restoring the platelet counts in 24 h cannot 
be ascribed only to a passive, repository e�ect due to the platelets present in the limited amount of transfused 
blood. �erefore, it is apparent that blood transfusion stimulates the body to actively respond, increasing platelet 
production. Other e�ects such as improved BBB response and decreased splenic congestion also support an 
active modulatory, rather than just repository, e�ect of blood transfusion.

Acute and severe hemolysis usually leads to a consumption of haptoglobin, as seen in severe  malaria51. In mice 
with ECM, anemia was only mild to moderate whereas in�ammation is overwhelming, and this might help to 
explain why haptoglobin levels were high, since haptoglobin is an acute phase protein that increases with condi-
tions such as in�ammation and  infection52. On the other hand, a hemolytic event might also help to explain the 
decrease in haptoglobin levels following artemether treatment. Blood transfusion did not seem to interfere with 
haptoglobin levels following artemether treatment.

In this study, 10 mL/kg (200 μL) of blood was administered, which is half the usual amount given for severe 
anemia, because mice with ECM showed only mild to moderate anemia and also because malaria induces splenic 
congestion and a sudden increase in hematocrit might exacerbate this condition. Interestingly, blood transfusion 
actually helped to decrease the weight of enlarged spleen in mice with ECM, suggesting that it helped to decrease 
congestion. It is possible that fresh red blood cells improved blood �ow throughout the body, improving overall 
hemodynamics and decreasing the burden at the spleen. Indeed, in sickle cell disease acute splenic sequestration 
is treated by RBC  transfusion53. �e increase in spleen weight in mice with ECM was paralleled by an increase 
in the total splenocyte population. However, the magnitude of the increase in total splenocyte population was 
much lower than the increase in spleen weight (20% versus 200%), indicating that congestion with accumula-
tion of blood-circulating cells was the major reason for the increased spleen weight. �e vast majority of the 
increase in splenocyte numbers was in the B cell compartment, in line with previous  �ndings54. Although there 
was a change in the dynamics of di�erent splenocyte populations in mice with ECM and a�er treatment with 
artemether, blood transfusion had no e�ect on the outcomes of each cell population.

�e bene�t of blood transfusion, however, on hematological and vascular parameters in mice with ECM 
treated with artemether was associated with a marked improvement in survival. �ese �ndings are in line with a 
recent prospective multicenter observational study showing that blood transfusion improved survival of children 
hospitalized with severe falciparum  malaria19,20. Blood transfusion is currently recommended by the WHO in 
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severe malaria when hemoglobin is below 4 g/dL, or below 6 g/dL when associated with complications such as 
acidosis and coma. However, the authors showed that when signs of vital organ hypoperfusion are present, blood 
transfusion can bene�t patients even at higher hemoglobin thresholds (7.7 g/dL for all severe malaria, and even 
higher in case of impaired consciousness or severely elevated lactate concentration)19. �e e�ect of whole blood 
transfusion on survival in pediatric severe malaria must be evaluated in randomized controlled trials that would 
balance the potential bene�ts of transfusion against the potential risks such as infection transmission, hemolytic 
reactions, and circulatory overload. For patients with higher hemoglobin levels, our study in mice indicates that 
even the transfusion of half the usual blood volume can be of great bene�t, an approach that could reduce the 
risk of circulatory overload.

In conclusion, the transfusion of whole blood as an adjuvant therapy in ECM showed promising results and 
identi�ed an unexpected interaction between transfusion and vascular in�ammation. Future clinical studies of 
transfusion will be necessary to evaluate the potential of this strategy as a viable, cheap and e�ective adjunctive 
therapy for cerebral malaria.

Received: 2 April 2021; Accepted: 25 May 2021

References
 1. Macpherson, G. G., Warrell, M. J., White, N. J., Looareesuwan, S. & Warrell, D. A. Human Cerebral Malaria A Quantitative Ultra-

structural Analysis of Parasitized Erythrocyte Sequestration. Am. J. Pathol. 119(3), 385–401 (1985).  
 2. Pongponratn, E., Aikawa, M., Punpoowong, B. & Riganti, M. Microvascular sequestration of parasitized erythrocytes in human 

falciparum malaria: A pathological study. Am. J. Trop. Med. Hyg. 44, 168–175 (1991).
 3. Warrell, D. A. et al. Cerebral anaerobic glycolysis and reduced cerebral oxygen transport in human cerebral malaria. Lancet 332, 

534–538 (1988).
 4. Cooke, B. M., Stuart, J. & Nash, G. B. �e cellular and molecular rheology of malaria. Biorheology 51, 99–119 (2014).
 5. Yeo, T. W. et al. Impaired nitric oxide bioavailability and L-arginine-reversible endothelial dysfunction in adults with falciparum 

malaria. J. Exp. Med. 204, 2693–2704 (2007).
 6. Elphinstone, R. E. et al. Dysregulation of the haem-haemopexin axis is associated with severe malaria in a case-control study of 

Ugandan children. Malar. J. 14, 511 (2015).
 7. Higgins, S. J. et al. Dysregulation of angiopoietin-1 plays a mechanistic role in the pathogenesis of cerebral malaria. Sci. Transl. 

Med. 8, 128–358 (2016).
 8. Fiedler, U. et al. Angiopoietin-2 sensitizes endothelial cells to TNF-α and has a crucial role in the induction of in�ammation. Nat. 

Med. 12, 235–239 (2006).
 9. Prapansilp, P. et al. A clinicopathological correlation of the expression of the angiopoietin-Tie-2 receptor pathway in the brain of 

adults with Plasmodium falciparum malaria. Malar. J. 12, 50 (2013).
 10. Conroy, A. L. et al. Angiopoietin-2 levels are associated with retinopathy and predict mortality in Malawian children with cerebral 

malaria: A retrospective case-control study*. Crit. Care Med. 40, 952–959 (2012).
 11. MacCormick, I. J. C. et al. How does blood-retinal barrier breakdown relate to death and disability in pediatric cerebral malaria?. 

J. Infect. Dis. https:// doi. org/ 10. 1093/ infdis/ jiaa5 41 (2020).
 12. Wassmer, S. C. et al. Platelet-induced clumping of Plasmodium falciparum-infected erythrocytes from Malawian patients with 

cerebral malaria-possible modulation in vivo by thrombocytopenia. J. Infect. Dis. 197, 72–78 (2008).
 13. Wassmer, S. C. & Grau, G. E. R. Platelets as pathogenetic e�ectors and killer cells in cerebral malaria. Expert Rev. Hematol. 9, 

515–517 (2016).
 14. Krishna, S. et al. Lactic acidosis and hypoglycaemia in children with severe malaria: Pathophysiological and prognostic signi�cance. 

Trans. R. Soc. Trop. Med. Hyg. 88, 67–73 (1994).
 15. Carvalho, L. J. M., Moreira, A. S., Daniel-Ribeiro, C. T. & Martins, Y. C. Vascular dysfunction as a target for adjuvant therapy in 

cerebral malaria. Mem. Inst. Oswaldo Cruz 109, 577–588 (2014).
 16. Meremikwu, M. & Smith, H. J. Blood transfusion for treating malarial anaemia. Cochrane Database Syst. Rev. 1999, 001475 (2000).
 17. World Health Organization. Management of severe malaria: A practical handbook. �ird edition (2013).
 18. World Health Organization. Hospital Care for Children. Guidelines for the management of common childhood illnesses. Second 

Edition (2013).
 19. Ackerman, H. et al. �e e�ect of blood transfusion on outcomes among African children admitted to hospital with Plasmodium 

falciparum malaria: A prospective, multicentre observational study. Lancet Haematol. 7, e789–e797 (2020).
 20. Ackerman, H. et al. Time-to-death is a potential confounder in observational studies of blood transfusion in severe malaria: 

Authors’ reply. Lancet Haematol. 8, e12–e13 (2021).
 21. De Souza, J. B., Hafalla, J. C. R., Riley, E. M. & Couper, K. N. Cerebral malaria: Why experimental murine models are required to 

understand the pathogenesis of disease. Parasitology 137, 755–772 (2010).
 22. Carvalho, L. J. M. Murine cerebral malaria: How far from human cerebral malaria?. Trends Parasitol. 26, 271–272 (2010).
 23. White, N. J., Turner, G. D. H., Medana, I. M., Dondorp, A. M. & Day, N. P. J. �e murine cerebral malaria phenomenon. Trends 

Parasitol. 26, 11–15 (2010).
 24. Rénia, L., Grüner, A. C. & Snounou, G. Cerebral malaria: in praise of epistemes. Trends Parasitol. 26, 275–277 (2010).
 25. Pongponratn, E. et al. An ultrastructural study of the brain in fatal Plasmodium falciparum malaria. Am. J. Trop. Med. Hyg. 69, 

345–359 (2003).
 26. Ponsford, M. J. et al. Sequestration and microvascular congestion are associated with coma in human cerebral malaria. J. Infect. 

Dis. 205, 663–671 (2012).
 27. Penet, M. F. et al. Imaging experimental cerebral malaria in vivo: Signi�cant role of ischemic brain edema. J. Neurosci. 25, 7352–

7358 (2005).
 28. Martins, Y. C. et al. Characterization of cerebral malaria in the outbred Swiss Webster mouse infected by Plasmodium berghei 

ANKA. Int. J. Exp. Pathol. 90, 119–130 (2009).
 29. Strangward, P. et al. A quantitative brain map of experimental cerebral malaria pathology. PLOS Pathog. 13, e1006267 (2017).
 30. Clemmer, L., Martins, Y. C., Zanini, G. M., Frangos, J. A. & Carvalho, L. J. M. Artemether and artesunate show the highest e�cacies 

in rescuing mice with late-stage cerebral malaria and rapidly decrease leukocyte accumulation in the brain. Antimicrob. Agents 
Chemother. 55, 1383–1390 (2011).

 31. Yap, G. S. & Stevenson, M. M. Blood Transfusion Alters the Course and Outcome of Plasmodium chabaudi AS Infection in 
Mice. Infect. Immun. 62(9), 3761–3765 (1994).  

https://doi.org/10.1093/infdis/jiaa541


12

Vol:.(1234567890)

Scientific Reports |        (2021) 11:12077  | https://doi.org/10.1038/s41598-021-91499-3

www.nature.com/scientificreports/

 32. Moreira, A. S. et al. L-arginine supplementation and thromboxane synthase inhibition increases cerebral blood �ow in experimental 
cerebral malaria. Sci. Rep. 9, 13621 (2019).

 33. Zielinski, M. D. et al. Ideal hemoglobin transfusion target for resuscitation of massive-transfusion patients. Surgery. 160, 1560–1567 
(2016).

 34. Fanello, C. et al. Post-treatment haemolysis in African children with hyperparasitaemic falciparum malaria; a randomized com-
parison of artesunate and quinine. BMC Infect. Dis. 17, 2678 (2017).

 35. Rehman, K., Lötsch, F., Kremsner, P. G. & Ramharter, M. Haemolysis associated with the treatment of malaria with artemisinin 
derivatives: A systematic review of current evidence. Int. J. Infect. Dis. 29, e268–e273 (2014).

 36. Dondorp, A. M. et al. �e role of reduced red cell deformability in the pathogenesis of severe falciparum malaria and its restoration 
by blood transfusion. Trans. R. Soc. Trop. Med. Hyg. 96, 282–286 (2002).

 37. Dongare, H. C. & Khatib, K. I. Exchange transfusion in severe falciparum malaria. J. Clin. Diagn. Res. 10, 5–6 (2016).
 38. Cabrales, P., Intaglietta, M. & Tsai, A. G. Transfusion restores blood viscosity and reinstates microvascular conditions from hemor-

rhagic shock independent of oxygen carrying capacity. Resuscitation 75, 124–134 (2007).
 39. Ong, P. K. et al. Nitric oxide synthase dysfunction contributes to impaired cerebroarteriolar reactivity in experimental cerebral 

malaria. PLoS Pathog. 9, e100325 (2013).
 40. Cabrales, P., Zanini, G. M., Meays, D., Frangos, J. A. & Carvalho, L. J. M. Nitric oxide protection against murine cerebral malaria 

is associated with improved cerebral microcirculatory physiology. J. Infect. Dis. 203, 1454–1463 (2011).
 41. Zanini, G. M., Cabrales, P., Barkho, W., Frangos, J. A. & Carvalho, L. J. M. Exogenous nitric oxide decreases brain vascular in�am-

mation, leakage and venular resistance during Plasmodium berghei ANKA infection in mice. J. Neuroin�ammation 8, 66 (2011).
 42. Leisewitz, A. L., Guthrie, A. J. & Berry, W. L. Evaluation of the e�ect of whole-blood transfusion on the oxygen status and acid-base 

balance of Babesia canis infected dogs using the oxygen status algorithm. J. S. Afr. Vet. Assoc. 67, 20–26 (1996).
 43. Mariga, S. T., Kolko, M., Gjedde, A. & Bergersen, L. H. Lactate transport and receptor actions in cerebral malaria. Front. Neurosci. 

8, 125 (2014).
 44. Ackerman, H. C., Carroll, R. W. & Casals-Pascual, C. A better biomarker for cerebral malaria: In the eye of the beheld?. Crit. Care 

Med. 40, 1018–1020 (2012).
 45. Ouma, B. J. et al. Endothelial activation, acute kidney injury, and cognitive impairment in pediatric severe malaria. Crit. Care Med. 

48, 734–743 (2020).
 46. Cabrales, P., Zanini, G. M., Meays, D., Frangos, J. A. & Carvalho, L. J. M. Murine cerebral malaria is associated with a vasospasm-

like microcirculatory dysfunction, and survival upon rescue treatment is markedly increased by nimodipine. Am. J. Pathol. 176, 
1306–1315 (2010).

 47. Ong, P. K., Moreira, A. S., Daniel-Ribeiro, C. T., Frangos, J. A. & Carvalho, L. J. M. Reversal of cerebrovascular constriction in 
experimental cerebral malaria by L-arginine. Sci. Rep. 8, 15957 (2018).

 48. Marin, A. A. et al. Perillyl alcohol reduces parasite sequestration and cerebrovascular dysfunction during experimental cerebral 
malaria. Antimicrob. Agents Chemother. https:// doi. org/ 10. 1128/ aac. 00004- 21 (2021).

 49. Gérardin, P. et al. Prognostic value of thrombocytopenia in African children with falciparum malaria. Am. J. Trop. Med. Hyg. 66, 
686–691 (2002).

 50. Peyron, F., Polack, B., Lamotte, D., Kolodie, L. & Ambroise-�omas, P. Plasmodium falciparumgrowth inhibition by human 
plateletsin vitro. Parasitology 99, 317–322 (1989).

 51. Fendel, R. et al. Hemolysis is associated with low reticulocyte production index and predicts blood transfusion in severe malarial 
anemia. PLoS ONE 5, e10038–e10038 (2010).

 52. Quaye, I. K. Haptoglobin, in�ammation and disease. Trans. R. Soc. Trop. Med. Hyg. 102, 735–742 (2008).
 53. Owusu-Ofori, S. & Remmington, T. Splenectomy versus conservative management for acute sequestration crises in people with 

sickle cell disease. Cochrane Database Syst. Rev. 11(11), CD003425 (2017).    
 54. Carvalho, L. J. M., Ferreira-da-Cruz, M. F., Daniel-Ribeiro, C. T., Pelajo-Machado, M. & Lenzi, H. L. Germinal center architecture 

disturbance during Plasmodium berghei ANKA infection in CBA mice. Malar. J. 6, 59 (2007).
 55. Maitland, K. et al. Mortality a�er �uid bolus in African children with severe infection. N. Engl. J. Med. 364(26), 2483–2495 (2011).
 56. Hanson, J. P. et al. Fluid resuscitation of adults with severe falciparum malaria: E�ects on acid-base status, renal function, and 

extravascular lung water. Crit. Care Med. 41, 972–981 (2013).
 57. Ackerman, H. Management of severe malaria: Enthusiasm for �uid resuscitation dampened by lung water. Crit. Care Med. 41, 

1139–1140 (2013).

Acknowledgements
We thank Dr Cleber Hooper (ICTB-Fiocruz) for allowing access to the hematological analyses facilities and 
running the mouse blood samples. �is work was supported by the ‘Universal’ and ‘INCT-NIM’ grants from the 
Brazilian National Research Council (CNPq) (LJMC, CTDR), by the ‘Cientista do Nosso Estado’ grant from the 
Rio de Janeiro Research Funding Agency (Faperj) (LJMC, CTDR), by the Oswaldo Cruz Institute and in part by 
the Intramural Research Program of the NIH (HCA). LJMC and CTDR received productivity fellowships from 
CNPq and Faperj. SG, ASM, GSS and FGC received fellowships from CAPES or CNPq.

Author contributions
S.G. conducted the experiments, analyzed the data and wrote the article. F.L.R.G. was responsible for the immu-
nophenotyping experiments. A.S.M., G.S.S. and F.G.C. assisted in performing the experiments. H.C.A. was 
involved with study conception and, with C.T.D.R., helped with data analysis and interpretation. L.J.M.C. con-
ceived and was overall responsible for planning and supervising the study, data analysis and interpretation, and 
wrote the manuscript. All authors reviewed the manuscript.

Competing interests 
�e authors declare no competing interests.

Additional information
Supplementary Information �e online version contains supplementary material available at https:// doi. org/ 
10. 1038/ s41598- 021- 91499-3.

Correspondence and requests for materials should be addressed to L.J.M.C.

Reprints and permissions information is available at www.nature.com/reprints.

https://doi.org/10.1128/aac.00004-21
https://doi.org/10.1038/s41598-021-91499-3
https://doi.org/10.1038/s41598-021-91499-3
www.nature.com/reprints


13

Vol.:(0123456789)

Scientific Reports |        (2021) 11:12077  | https://doi.org/10.1038/s41598-021-91499-3

www.nature.com/scientificreports/

Publisher’s note Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional a�liations.

Open Access  �is article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 

format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the 
Creative Commons licence, and indicate if changes were made. �e images or other third party material in this 
article are included in the article’s Creative Commons licence, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons licence and your intended use is not 
permitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from 
the copyright holder. To view a copy of this licence, visit http:// creat iveco mmons. org/ licen ses/ by/4. 0/.

© �e Author(s) 2021

http://creativecommons.org/licenses/by/4.0/

	Whole blood transfusion improves vascular integrity and increases survival in artemether-treated experimental cerebral malaria
	Material and methods
	Animals, parasites and infection. 
	Treatments. 
	Blood sample collection and analysis. 
	Determination of concentrations of plasma components by enzyme-linked immunosorbent assays (ELISA). 
	Evans blue dye for blood–brain barrier permeability assay. 
	Spleen processing and immunophenotyping. 
	Statistical analysis. 

	Results
	Preliminary evaluation of whole blood transfusion on hematocrit and of saline or plasma infusion on survival in ECM. 
	Whole blood transfusion prevents the post-artemether decrease in hematocrit in ECM. 
	Whole blood transfusion partially corrects thrombocytopenia in ECM. 
	Blood transfusion decreases plasma Ang-2 levels at 24 h in ECM. 
	Haptoglobin levels, blood–brain barrier integrity and spleen weight in ECM. 
	Splenic leukocyte populations in ECM before and after treatment. 
	Blood transfusion increases survival in artemether-treated ECM. 

	Discussion
	References
	Acknowledgements


