
M A J O R A R T I C L E

Inhaled Nitric Oxide as an Adjunctive Treatment
for Cerebral Malaria in Children: A Phase II
Randomized Open-Label Clinical Trial

Juliet Mwanga-Amumpaire,1,2,a Ryan W. Carroll,3,4,6,11,a Elisabeth Baudin,7 Elisabeth Kemigisha,1 Dorah Nampijja,2

Kenneth Mworozi,1 Data Santorino,2 Dan Nyehangane,1 Daniel I. Nathan,3 Pierre De Beaudrap,8 Jean-François Etard,7,8

Martin Feelisch,9 Bernadette O. Fernandez,9 Annie Berssenbrugge,10 David Bangsberg,4,11 Kenneth D. Bloch,3,5,11

Yap Boum II,1,2 and Warren M. Zapol3,11

1Epicentre Mbarara Research Centre, and 2Mbarara University of Science and Technology, Uganda; 3Department of Anesthesia, Critical Care, and Pain
Medicine, 4Center for Global Health, 5Cardiovascular Research Center, Department of Medicine, Massachusetts General Hospital, and 6Pediatric Critical
Care Medicine, MassGen Hospital for Children, Boston, Massachusetts; 7Epicentre, Paris, France; 8UMI 233, Institut de Recherche Pour le Développement,
Université Montpellier 1, France; 9University of Southampton, United Kingdom; 10Ikaria, Clinton, New Jersey, and 11Harvard Medical School, Cambridge,
Massachusetts

Background. Children with cerebral malaria (CM) have high rates of mortality and neurologic sequelae. Nitric
oxide (NO) metabolite levels in plasma and urine are reduced in CM.
Methods. This randomized trial assessed the efficacy of inhaled NO versus nitrogen (N2) as an adjunctive treat-

ment for CM patients receiving intravenous artesunate. We hypothesized that patients treated with NO would have a
greater increase of the malaria biomarker, plasma angiopoietin-1 (Ang-1) after 48 hours of treatment.
Results. Ninety-two children with CM were randomized to receive either inhaled 80 part per million NO or N2

for 48 or more hours. Plasma Ang-1 levels increased in both treatment groups, but there was no difference between
the groups at 48 hours (P = not significant [NS]). Plasma Ang-2 and cytokine levels (tumor necrosis factor-α, inter-
feron-γ, interleukin [IL]-1β, IL-6, IL-10, and monocyte chemoattractant protein-1) decreased between inclusion and
48 hours in both treatment groups, but there was no difference between the groups (P = NS). Nitric oxide metabolite
levels—blood methemoglobin and plasma nitrate—increased in patients treated with NO (both P < .05). Seven pa-
tients in the N2 group and 4 patients in the NO group died. Five patients in the N2 group and 6 in the NO group had
neurological sequelae at hospital discharge.
Conclusions. Breathing NO as an adjunctive treatment for CM for a minimum of 48 hours was safe, increased

blood methemoglobin and plasma nitrate levels, but did not result in a greater increase of plasma Ang-1 levels at 48
hours.
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Malaria kills more than half a million people per year,
and most are children in sub-Saharan Africa [1]. Cerebral

malaria (CM) is a catastrophic sequel of Plasmodium
falciparum malaria, with a mortality rate of approxi-
mately 20% [2], causing long-term neurological defects
in 10% to 24% of survivors [3, 4]. The most effective an-
tiparasitic therapy is intravenous (IV) artesunate, which
reduced mortality from 21% to 18% in African children
with CM [2]. Several adjunctive therapies have been
tested, but none have proven to be effective [5].
Nitric oxide (NO) is an intercellular messenger mol-

ecule synthesized by various cell types, including vascu-
lar endothelial cells. Nitric oxide is a vasodilator and
inhibits platelet aggregation, among numerous other ef-
fects [6]. Malaria severity was correlated with reduced
levels of biochemical markers of NO production [7].
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Physiological markers of reduced NO bioavailability—reduced
brachial artery postischemic vasodilation [8, 9] and increased
pulmonary arterial pressures [10]—were correlated with
increased cell-free hemoglobin levels in patients with severe
malaria, reflecting the NO-scavenging property of cell-free
hemoglobin.
Angiopoietin (Ang)-1 and its antagonist Ang-2 regulate en-

dothelial activation, and serum, plasma, or whole blood levels
have been studied as biomarkers of CM severity and disease
progression. Angiopoietin-1 levels were reduced and Ang-2 lev-
els were elevated in pediatric CM patients compared with
healthy children [11] and uncomplicated malaria patients [12,
13]. Significantly elevated levels of Ang-2 were found in fatal
cases of CM and severe malaria [13].
Breathing low concentrations of NO gas reduces pulmonary

arterial pressures without producing systemic hypotension in
animal models and children [14, 15], and inhaled NO has
been safely used to treat persistent pulmonary hypertension
and other pulmonary disorders [16, 17] in neonates and infants
for over 20 years [18]. In Plasmodium berghei ANKA (PbA)-in-
fected mice (a murine CM model), breathing 40 or 80 parts per
million (ppm) of inhaled NO [19, 20] improved survival rates,
reduced plasma inflammatory markers, and increased plasma
Ang-1 levels. In other studies, inhaled NO reduced cerebral
injury in murine models of stroke [21, 22] and traumatic
brain injury [23].
Based on the well established clinical safety profile of inhaled

NO and its efficacy in experimental models of CM, we conduct-
ed an open-label randomized trial of breathing 80 ppm NO ver-
sus nitrogen (N2) as an adjunctive therapy to IV artesunate in
pediatric CM patients in Uganda. The primary endpoint was to
compare the increase of plasma Ang-1 levels over the first 48
hours of treatment in patients breathing either NO or N2. Nitric
oxide delivery and safety were monitored and assessed by measur-
ing methemoglobin% (metHb%) and NO metabolites. Although
the study was too small to detect significant changes, in-hospital
mortality, time to recovery from coma, and neurologic sequelae
for up to 6 months after discharge were also determined.

METHODS

Study Participants
We screened children aged 2 months to 12 years, weighing 5–
20 kg, at the tertiary care Mbarara Regional Referral Hospital
(MRRH) Pediatric Ward and the Holy Innocents Children’s
Hospital. We enrolled patients with a Blantyre coma score
(BCS) [24] <3/5 (for children aged <4 years) or Glasgow coma
score (GCS) <7/15 (for children aged 4–12 years), with a Plas-
modium infection confirmed by thick blood smear (see Supple-
mentary Box 1 for additional inclusion and exclusion criteria).
Potential study patients were transferred to the research unit at
MRRH, and Ugandan research staff obtained informed consent

from first-degree relatives, using materials written in English
and Runyankole (the local language). See the Supplement for
the full description of the institutions and supporting compa-
nies involved.

Study Design and Randomization
This was a randomized open-label, phase II clinical trial com-
paring breathing air or oxygen supplemented with inhaled NO
(80 ppm [by volume] in N2) or N2 in children with CM. Nitro-
gen has been used as an inert gas control in other trials of
inhaled NO [25]. After consent was obtained, we randomized
patients to either study arm using off-site computer-generated
random allocation. Sealed envelopes contained the patient
treatment designation and were opened after consent and
enrollment.
Survival was defined as alive at the time of hospital discharge.

Patients were examined for neurological sequelae at the time of
discharge and at follow-up neurological assessments at 1, 3, and
6 months after discharge.

Study Oversight
This study was conducted in accordance with the ethical stan-
dards of the Helsinki Declaration of the World Medical Associ-
ation, and was approved by the institutional review boards of the
following institutions: Massachusetts General Hospital, Mbarara
University of Science and Technology, the Ugandan National
Council for Science and Technology, the Comité de Protection
des Personnes France, andMédecins Sans Frontières Internation-
al. The US Food and Drug Administration was notified, but an
Investigational New Drug approval was not required. The Ugan-
dan National Drug Authority approved the study. A data and
safety monitoring board was convened biannually, for a total of
3 meetings, to review the unblinded safety data based on serious
adverse events and mortality. The trial was registered under the
ClinicalTrials.gov: NCT01388842.

Study Procedures
The patient’s vital signs and coma score were assessed and
logged every 2 hours. Transcutaneous pulse oxygen saturation
(SpO2), methemoglobin (SpMET), hemoglobin levels, and
pulse rate were continuously monitored noninvasively with a
Radical 7 co-oximeter (Masimo, Irvine, CA). When elevated
transcutaneous SpMET levels were detected, blood metHb%
was measured with an Avox 4000 spectrophotometer (ITC,
Cambridge, MA) for confirmation. Whole-blood hemoglobin
(g/dL) levels were measured with a Hemo Control Hemoglobin
Analyzer (EKF Diagnostics, Cardiff, UK). If the metHb% level
was 8.5% or greater, the inhaled gas dose was reduced by 50%
and then reduced by an additional 25% of the original dose if
the metHb% did not decrease below 8.5% within 1–2 hours.
Blood was sampled by venipuncture at enrollment (15 min-

utes before initiating study gas treatment, time 0) and at 12, 24,
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48, 72, and 120 hours after commencing treatment with study
gas. Blood-based measurements included the following: hemo-
globin, complete blood count, parasite smears, and plasma lev-
els of creatinine, lactate, Ang-1 and Ang-2, cytokines (tumor
necrosis factor [TNF]-α, interferon [IFN]-γ, interleukin [IL]-
1β, IL-6, IL-10, and monocyte chemoattractant protein
[MCP]-1), S100b, and NO metabolites (nitrate, nitrite, N-nitro-
samines [RNNO], S-nitrosothiols [RSNO]). A total of 10 mL of
blood was sampled for research analyses from each patient over
the 5-day study period. See the Supplement for a description of
specific laboratory procedures.

Gas Administration
Study gas was delivered to the patient via a nasal cannula with a
metered dosing apparatus specifically developed for investiga-
tional use (INOPulseTM, Ikaria, Inc., NJ) [25]. The gas volume,
and thus the gas dose to be delivered, was determined with a
nomogram, incorporating the child’s weight (to estimate tidal
volume) and respiratory rate (see the Supplement for further
description). Because the INOPulse was limited to 10 mL of
gas injection per breath, to avoid under-dosing NO gas we
were restricted to enrolling children weighing less than 20 kg.
Enrolled patients received study gas for a targeted minimum
of 48 hours and a maximum of 120 hours. All patients with a
SpO2≤ 94% were given supplemental oxygen by facemask.
If, during the course of treatment, a patient’s respiratory rate

(and therefore alveolar minute ventilation) changed, his/her IN-
OPulse gas dose was adjusted using the nomogram. If the patient
regained full consciousness (BCS 5/5 or GCS 15/15) and had

received treatment gas for greater than 48 hours, or if the patient
completed 120 hours of gas treatment regardless of clinical status,
the treatment gas was reduced by 50% each hour until turned off.

Concomitant Treatment
Enrolled patients received IV artesunate per protocol for at least
48 hours and up to 5 days. Patients able to take oral medications
were transitioned to a 3-day course of artemether/lumefantrine
(Coartem; Novartis Pharma, Switzerland) after 48 hours of IV
artesunate treatment (see the Supplement for additional treat-
ments and interventions).

Study Endpoints
The primary study endpoint was the increase of plasma Ang-1 lev-
els at 48 hours. The secondary laboratory endpoints included re-
duction in plasma Ang-2, the Ang-2/Ang-1 ratio, selected plasma
cytokine levels and creatinine, and blood lactate. The Ang-2/Ang-
1 ratio was calculated for each patient, and the mean of these ratios
is reported. Additional secondary endpoints included mortality
during hospitalization, time taken to recover from coma, and neu-
rological sequelae occurring up to 6 months after discharge. We
evaluated the safety of NO delivery, and we monitored metHb%
and NO metabolites to confirm inhalation and uptake of NO.

Statistical Analysis
We compared proportions with a χ² or Fisher’s exact test with
2-sided P values. We assessed data within groups using a 2-
tailed paired t test or Wilcoxon matched-pairs signed-rank
test, and we assessed data between groups using a Mann–
Whitney U test. Data between the N2 and NO treatment

Figure 1. Screening, enrollment, and randomization flow diagram. Abbreviations: metHb%, percentage of methemoglobin; N2, nitrogen; NO, nitric oxide.
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cohorts, and within treatment cohorts at hours 0 and 48, were
compared from patients who received gas for at least 48 hours
and those for whom we had paired data. We compared survival
and time to coma recovery curves using Kaplan–Meier curves
and log-rank test (or Wilcoxon Breslow when appropriate). Sta-
tistics and graphs were generated with Stata software (Release
13, StataCorp.) and GraphPad Prism 6 (GraphPad Software,
Inc.). The level of statistical significance was set at 0.05. All re-
sults are displayed as mean ± standard deviation (SD). The tar-
get census for the study was 92 patients (see the Supplement for
a description of how the study was powered).

RESULTS

Baseline Characteristics and Clinical Course
Between September 2011 and July 2013, 360 patients with a
clinical diagnosis of CM were screened for eligibility. Ninety-
two patients were included in the study, and their parent or
guardian gave informed consent to enter the trial. Forty-six pa-
tients were randomly assigned to each treatment group. Eight
patients enrolled in the study were not included in the per-
protocol analysis: 3 patients in the N2 group and 5 patients in
the NO group (Figure 1). There was no difference in baseline
characteristics or laboratory values between enrolled NO- and
N2-treated patients (Table 1).
There was no difference in the duration of treatment with

study gas among patients treated ≥48 hours: 60.1 ± 23.3 hours
and 63.9 ± 23.9 hours for N2- and NO-treated patients, respec-
tively (P = not significant [NS]). For patients receiving NO, the
mean inhaled dose for the initial 48 hours of therapy was
0.55 ± 0.12 mg/kg per hour (N = 39) (Figure 2A).
Seventy-nine patients (38 N2, 41 NO) returned for examina-

tion at 1 month after discharge, 76 patients (37 N2, 39 NO)
returned at 3 months, and 75 patients (36 N2, 39 NO) returned
at 6 months. The trial ended when the final enrolled patient
completed the 6-month follow-up visit, in February 2014.

Primary and Secondary Endpoints and Outcomes
Table 2 shows the plasma Ang-1 and Ang-2 levels and the Ang-
2/Ang-1 ratio at baseline (hour 0) and 48 hours later (hour 48).
There was an increase of plasma Ang-1 levels in the NO group
over 48 hours (P = .016), whereas there was no statistically sig-
nificant increase in the N2 group (P = .085). However, there was
no difference in the change from baseline of plasma Ang-1 levels
between the treatment groups. There was a significant decrease
in plasma Ang-2 levels and the Ang-2/Ang-1 ratios over the 48
hours of treatment in both groups (P < .0001). There was no dif-
ference in (1) plasma Ang-2 or (2) the Ang-2/Ang-1 ratio be-
tween the treatment groups at either 0 or 48 hours.
In both groups, plasma TNF-α, IL-1β, and IL-6 levels were

less at 48 hours than upon enrollment (Table 2), but there
was no difference between the treatment groups at 0 or 48

hours (P = NS). Similar findings were obtained for plasma levels
of IFN-γ, IL-10, and MCP-1 (Supplementary Table 1). Plasma
levels of S100b, a biomarker of neural tissue injury [26], de-
creased after 48 hours in both treatment groups (Table 2),
with no difference between treatment groups (P = NS).
There was no difference in the time to clear circulating par-

asites between the N2 (N = 40) and NO (N = 43) treatment
groups: 42.9 ± 26.2 and 40.7 ± 26.1 hours, respectively. More-
over, there was no significant difference in (1) the rate children
became afebrile (<38°C) or (2) the change of blood creatinine or
lactate levels over 48 hours between the gas treatment groups
(see Supplementary Table 2 for creatinine and lactate levels).
There were no clinically significant differences in heart rate,

systolic blood pressure, or SpO2 after initiating treatment in pa-
tients receiving NO versus N2. In addition, the number of pa-
tients affected by severe adverse events (SAEs), or any adverse
events (AEs), including cardiopulmonary or respiratory com-
plications, was similar in the 2 treatment groups.
Eleven (12.0%) of 92 enrolled CM patients died while in the

hospital (Table 3), 7 of whom were treated with N2 (15.2%) and

Table 1. Baseline Clinical and Laboratory Data of Patients Enrolled
in the Treatment Groups*

Characteristic N2 (N = 46) NO (N = 46)

Female sex, no. (%) 24 (52.2%) 19 (41.3%)

Age, month 33.5 ± 22.4 42.4 ± 23.3
Age <48 month, no. (%) 36 (78.3%) 29 (63.0%)

Age ≥48 month, no. (%) 10 (21.7%) 17 (37.0%)

Weight, kg 11.6 ± 3.7 12.7 ± 3.3
Temperature, °C 38.1 ± 1.1 37.9 ± 1.3

SpO2, % 97.8 ± 4.2 98.2 ± 2.0

Blood metHb, % (N) 0.6 ± 0.1 (37) 0.6 ± 0.1 (34)
Heart rate, BPM 147 ± 23 143 ± 25

Respiratory rate, BPM 37 ± 11 38 ± 13

Blood pressure, mmHg
Systolic (N) 95 ± 11 (45) 98 ± 11 (44)

Diastolic (N) 53 ± 12 (45) 55 ± 10 (44)

Blantyre coma score (N) 1.3 ± 0.7 (36) 1.2 ± 0.8 (29)
Glasgow coma score (N) 5.6 ± 0.7 (10) 5.9 ± 0.5 (17)

History of seizures prior to
admission, no. (%)

40 (87.0) 38 (82.6)

Malaria retinopathy (any finding),
no. (%)

27 (58.7) 23 (50.0)

WBC, no. ×103/µL 13.5 ± 7.1 16.8 ± 11.4

Hematocrit, % 23.3 ± 5.3 25.9 ± 6.7
Hemoglobin, g/dL 7.8 ± 2.1 8.7 ± 2.2

Platelets, no. ×103/µL 93 ± 83 78 ± 68

Parasites, trophozoites,
Parasite no. ×103/µL (N)

61 ± 100 56 ± 130

Abbreviations: BPM, beats perminute;metHb,methemoglobin; N2, nitrogen; NO,
nitric oxide; NS, not significant; SD, standard deviation; SpO2, transcutaneous
pulse oxygen saturation; WBC, white blood cells.

* All data are mean ± SD. P =NS comparing N2 to NO.
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Figure 2. (A) Delivered dose of nitric oxide (NO) over 120 hours (mg/kg per hour); (B) blood methemoglobin (percentage of methemoglobin [metHb %]) in
patients treated with nitrogen (N2) and NO; (C) Plasma nitrate (μM) levels; and (D) plasma nitrite (μM) levels in patients treated with N2 or NO. *P < .001 and
**P < .05, NO versus N2. All data mean ± standard deviation.

Table 2. Primary and Secondary Laboratory Outcomes*

Angiopoietins Interval N2 (N = 42) NO (N = 39) Intragroup P Value Intergroup P Value

Ang-1, pg/dL Hour 0 2049 ± 2392 1733 ± 2485 .73

Hour 48 3235 ± 3516 2837 ± 3152 N2 = 0.085
NO= 0.016

.81

Ang-2, pg/dL Hour 0 16235 ± 16216 14440 ± 12202 .41

Hour 48 5901 ± 8424 4801 ± 4831 N2 < 0.0001
NO< 0.0001

.78

Ang-2/Ang-1 Ratio Hour 0 19.62 ± 24.29 35.35 ± 119.10 .94

Hour 48 7.80 ± 20.58 5.71 ± 11.35 N2 < 0.0001
NO< 0.0001

.96

Cytokines N2 (N = 40) NO (N = 40)

TNF-α, pg/mL Hour 0 0.297 ± 0.495 0.311 ± 0.600 .90

Hour 48 0.095 ± 0.410 0.008 ± 0.026 N2 = 0.0005
NO< 0.0001

.99

IL-1β, pg/mL Hour 0 0.359 ± 0.631 0.508 ± 0.910 .74

Hour 48 0.151 ± 0.649 0.024 ± 0.074 N2 = 0.007
NO< 0.0001

.93

IL-6, pg/mL Hour 0 84.63 ± 108.60 99.19 ± 122.30 .88

Hour 48 8.04 ± 27.56 13.46 ± 60.56 N2 < 0.0001
NO< 0.0001

.70

S100b N2 (N = 37) NO (N = 38)

S100b, pg/mL Hour 0 931.2 ± 813.7 922.7 ± 861.5 .80

Hour 48 283.8 ± 400.4 318.8 ± 477.1 N2 < 0.0001
NO= 0.0001

.85

Abbreviations: Ang, angiopoietin; IL, interleukin; N2, nitrogen; NO, nitric oxide; SD, standard deviation; TNF, tumor necrosis factor.

* Plasma levels of Ang-1, Ang-2, cytokines, and S100b, as well as the ratio of plasma Ang-2 levels to plasma Ang-1 levels on enrollment and after 48 hours. All data
are mean ± SD.
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4 of whom were treated with NO (8.7%). Of the patients who
were living at the time of hospital discharge (39 N2, 42 NO),
5 of the patients treated with N2 (12.8%) and 6 of the patients
treated with NO (14.3%) exhibited neurological sequelae at the
1-month follow-up visit. Neurological sequelae included ataxia,
hemiplegia, hypotonia, seizures, speech dysfunction, and/or be-
havioral disorders. Of the 11 patients with neurological sequelae
at the time of discharge, 3 patients (1 N2, 2 NO) resolved their
neurological sequelae by the 6-month follow-up visit. Figure 3A
shows the Kaplan-Meier survival curve for the 5 days after ran-
domization into the study for patients treated with either N2 or
NO (P = NS). There was no difference in the rate of recovery
from coma between the NO and N2 treatment groups (P =
NS; Figure 3B), with the duration of coma of 48.1 ± 58.2
hours and 55.8 ± 50.1 hours for the N2 and NO treatment
groups, respectively.
Focusing only on those patients with evidence of malarial ret-

inopathy (N = 27, 58.7% N2 group; N = 23, 50.0% NO group),
we observed that there was no difference in the change in (1)
Ang-1, Ang-2, Ang-2/Ang-1 ratio between 0 and 48 hours or
(2) the survival rate between patients receiving NO or N2.

Nitric Oxide Metabolic Products and Effects
Blood metHb, nitrate, nitrite, RSNO, and RNNO are NO reac-
tion products. Before breathing NO, baseline blood metHb%
levels in the N2 and NO groups were 0.6 ± 0.1% (N = 37) and
0.6 ± 0.1% (N = 34), respectively (P = NS) (Figure 2B). In the
NO group, blood metHb% levels increased to 4.1 ± 0.4%
(N = 33) at 12 hours, 3.2 ± 0.3% (N = 33) at 24 hours, 2.4 ±
0.3% (N = 33) at 48 hours, and 1.4 ± 0.4% (N = 32) at 72 hours
(P < .0001 at 12, 24, and 48 hours, and P = .03 at hour 72), when
compared with patients breathing N2, in whom levels of blood
metHb% did not change. The decrease in metHb% levels between
24 and 72 hours reflects the reduction or cessation of NO admin-
istration, because coma was reversed during recovery. Of note, 6
NO patients transiently developed metHb% levels ≥10%, and a
reduction of the inhaled NO dose per protocol led to a rapid de-
cline in metHb% levels in each patient within 2 hours.

There was no difference of baseline nitrate levels in patients
treated with N2 or NO (P = NS) (Figure 2C). Nitrate levels
decreased in the N2-treated group over 48 hours, from
47.7 ± 21.1 to 29.5 ± 22.8 μM (P < .05). In contrast, nitrate levels
increased over 48 hours with NO treatment from 56.7 ± 28.2 to
94.7 ± 52.5 μM (P < .05). Plasma nitrate levels at 48 hours were
markedly greater in patients breathing NO versus N2 (P < .01).
After discontinuation of NO breathing, nitrate levels returned
to baseline by 120 hours. Nitrite levels (Figure 2D) did not chan-
ge significantly from hour 0 to 48 in either group but decreased
from 48 hours to 120 hours in NO-treated patients (P < .05). The
nitrite levels in the N2- and NO-treated patients differed at 120
hours (P < .05). Plasma RSNO and RNNO levels were not signif-
icantly different between the treatment groups at hours 0, 48, and
120 of treatment (Supplementary Table 2).

DISCUSSION

This randomized trial compared breathing 80 ppm NO versus
N2 as an in-hospital adjunctive therapy for 92 comatose

Figure 3. (A) Kaplan-Meier curves comparing survival in pediatric patients
with cerebral malaria (CM) treated with nitrogen (N2) or nitric oxide (NO).
P = not significant (NS). (B) Kaplan-Meier curves for resolution of coma
in pediatric patients with CM, N2 vs NO; resolution of coma is defined
as Blantyre coma score ≥ 3 or Glasgow coma score of ≥7; (N2 N = 39,
NO N = 41). P = NS. Abbreviations: INO, inhaled NO; metHb%, percentage
of methemoglobin.

Table 3. Secondary Clinical Outcomes*

N2 NO

Died before 7 days after
enrollment

7 of 46 (15.2%) 4 of 46 (8.7%)

Survived 1 month after
discharge

39 of 46 (84.8%) 42 of 46 (91.3%)

Neurological sequelae
in 1-month survivors

5 of 39 (12.8%) 6 of 42 (14.3%)

Full recovery in 1-month
survivors

34 of 39 (87.2%) 36 of 42 (85.7%)

Abbreviations: N2, nitrogen; NO, nitric oxide; NS, not significant.

* All data are presented as number and percentage of patients in each
treatment group. P =NS comparing N2 to NO.
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pediatric patients with CM. There was no significant difference
of plasma Ang-1, Ang-2, or cytokine levels between the groups
after 48 hours of treatment (Table 2).
Nitric oxide proved to be effective in murine CM models,

wherein PbA-infected C57BL/6 mice treated with a systemic
NO donor (dipropylenetriamine NONOate), or breathing 40
ppm NO, had improved survival [19]. Prophylactic treatment
with 80 ppm NO in the same model, with and without antima-
larial therapy, resulted in a reduced mortality rate, a greater in-
crease of plasma Ang-1 levels, reduced brain mRNA copy
numbers of the ratio of Ang-2/Ang-1, and reduced plasma lev-
els of IFN-γ, TNF, and MCP-1 [20].
In this small clinical trial, we found an overall mortality rate

of 12%, with fewer patients dying breathing NO; however, NO
treatment did not significantly reduce the mortality rate. The
overall mortality was less than the 18% reported in a recent mul-
ticenter study of 5425 children with severe malaria (of whom
1825 had CM) treated with IV artesunate [2]. The overall inci-
dence rate of neurological sequelae in our study was 12%, which
is similar to the 10%–25% rate reported in sub-Saharan Africa
[3, 4]. We believe NO treatment to be safe because the mortality
rate in our study was low, breathing NO did not increase the
incidence of neurological sequelae, mean methemoglobin levels
remained low (4.1% ± 0.4%), and the number of patients affect-
ed by SAEs and AEs were similar in both groups.
Plasma S100b, a biomarker of injury to astrocytes, oligoden-

drocytes, and other neural cell types, is increased in patients
after traumatic brain injury and cardiac arrest [26–28]. Elevated
S100b levels have been measured in adult and pediatric CM pa-
tients with seizures, but this was only investigated using cere-
brospinal fluid [29, 30]. We measured plasma S100b levels in
our CM patients, and, although we found no significant differ-
ence in the reduction of the levels between the treatment groups
over 48 hours (Table 2), plasma S100b may be useful as a tool
for assessing the level of central nervous system injury in future
studies involving CM patients.
We delivered NO or N2 with the INOPulse, a gas injector that

was triggered on inspiration. Even though it was not possible to
measure the precise NO concentration in the trachea of children
receiving NO gas with the INOPulse, we confirmed that NO
was inhaled by detecting elevated levels of blood metHb%
and plasma NO metabolites (Figure 2B and C). Similar obser-
vations were reported by Gladwin et al [25], among adult sickle
cell patients breathing 40 or 80 ppm NO using the INOPulse.
We measured plasma NO metabolites in an effort to better

understand their changes in CM patients breathing NO, and
we observed increased plasma nitrate levels in the NO arm
and a reduction of nitrate levels in the N2 arm after 48 hours
of treatment (Figure 2C). After inhalation, NO has an extremely
short half-life with 97% rapidly converted to nitrate and the
remainder to stable adducts (S-nitrosylated proteins [eg, S-
nitrosothiols or N-nitrosamines], nitrosyl-hemeproteins, and

nitrite), which can release NO in systemic vascular beds by
various mechanisms [31, 32]. Studies have shown beneficial
extrapulmonary effects of inhaled NO in humans, including re-
duced platelet aggregation [33], reduced myocardial injury after
cardiopulmonary bypass [34], increased renal blood flow [35],
enhanced liver allograft function in liver transplant recipients
[36], and reduced inflammation in lower extremity ischemia-
reperfusion from tourniquet use [37].
Despite the possible vasodilatory and anti-inflammatory ben-

efits of inhaled NO described above, including the positive out-
comes of NO trials in murine models of CM [11, 12],we did not
find a significant difference in the change of plasma Ang-1 or
Ang-2 levels after 48 hours of inhaled NO treatment. Plasma
angiopoietin levels have been correlated to the severity of illness
in severe malaria and CM patients [11, 12]. In the future, it may
be valuable to focus the administration of inhaled NO upon CM
patients with laboratory evidence of NO scavenging and pulmo-
nary or systemic vasoconstriction. We would suggest studying
the subset of CM patients with elevated levels of plasma cell-
free hemoglobin and therefore increased NO scavenging and
consumption [38]. This subset has shown evidence of increased
right heart/pulmonary pressures on echocardiogram [10]. It is
also possible that this subset of patients suffer from increased
cerebrovascular resistance with reduced cerebral blood flow.
Breathing NO oxidizes cell-free hemoglobin to metHb, thereby
reducing its ability to scavenge intrinsic NO [39]. Inhaling NO
may have greater clinical efficacy in this subgroup of patients.

CONCLUSIONS

Treatment with NO did not significantly increase plasma Ang-1
levels at 48 hours compared with patients treated with N2. This
small trial could not demonstrate a reduction of mortality or
neurological impairment in children treated with NO. Seven pa-
tients in the N2 group and 4 patients in the NO group died. A
larger trial, utilizing measurements of cell-free hemoglobin and
right heart pressures to assess pulmonary vasoconstriction,
would be required to learn whether breathing NO could lead
to improved survival rates in this subgroup of malaria patients.

Supplementary Material

Supplementary material is available online at Open Forum Infectious Diseases
(http://OpenForumInfectiousDiseases.oxfordjournals.org/).

Acknowledgments

We sincerely thank the children and parents involved in the study. We
also thank the following individuals: Sheilla Mbabazi, Jackline Tumuhairwe,
James Kinyata, Amerias Arimpa, Gertrude Ngabirano, Allen Atukunda, and
Addy Ahairwe for providing nursing care; Karin Hergarden and Susan Log-
oose for internal monitoring; Victoria Katawera, Davis Kaganzi, Arnold
Ayebare, Harriet Adrama, and Daniel Omoding for the laboratory work;
and Rinah Arinaite, Peace Magezi, and Ronie Mutabazi for data entry and
management. We acknowledge Brian Bergmark and Regan Bergmark for

Inhaled Nitric Oxide as an Adjunctive Treatment for Cerebral Malaria in Children • OFID • 7

D
ow

nloaded from
 https://academ

ic.oup.com
/ofid/article/2/3/ofv111/2460450 by guest on 01 M

ay 2022

http://ofid.oxfordjournals.org/lookup/suppl/doi:10.1093/ofid/ofv111/-/DC1
http://OpenForumInfectiousDiseases.oxfordjournals.org/
http://OpenForumInfectiousDiseases.oxfordjournals.org/
http://OpenForumInfectiousDiseases.oxfordjournals.org/


contributing to the writing protocols while they were Harvard Medical
School students working in Mbarara. Moreover, we thank the guards,
cleaners, and drivers who facilitated the running of the study. We thank
Dr. Emmanuel Buys for providing technical oversight of assays at Massachu-
setts General Hospital, Robert Tainsh for completing the cytokine assays,
and Dr. Rajeev Malhotra for additional statistical assistance.
Author contributions. J. M.-A., R. W. C., E. B., Y. B., P. D. B., J. F.-E.,

K. D. B., M. F., B. O. F., and W. M. Z. developed the concept of the
study. J. M.-A., R. W. C., E. B., K. D. B., and W. M. Z. were responsible
for data analysis. J. M.-A., R. W. C., E. K., D. Na., K. M., D. S., D. Ny.,
D. I. N., and Y. B. are the trained physicians, nurses, and scientists who car-
ried out patient care, gas administration, and laboratory processing. M. F.
and B. O. F. carried out specialized laboratory work. All authors contributed
to the development of the protocol, carrying out the protocol, and writing of
the manuscript.
Disclaimer. No scientific writer was involved in the development of this

manuscript. R. W. C. had full access to all of the data in the study, takes full
responsibility for the integrity of the data and accuracy of the data analysis,
and is the guarantor.
Financial support. This work was supported by financial contributions

from the International Innovation Fund of Médecins Sans Frontières (MSF)
and MSF France; the Anesthesia Center for Critical Care Research and the
Department of Anesthesia, Critical Care, and Pain Medicine of Massachu-
setts General Hospital (Boston, MA); and theMark and Lisa Schwartz Foun-
dation. This study would not have been possible without generous gas and
equipment support from Ikaria and Masimo, and funding for the NO me-
tabolite assays from the University of Southampton School of Medicine, UK.
Potential conflicts of interest. A. B. was an employee of Ikaria, Inc.

when she trained the clinical investigators on the use of the drug and the
delivery devices provided by Ikaria Inc. W. M. Z. reports that the Massachu-
setts General Hospital has received royalties on the sales of nitric oxide for
inhalation from Linde Corporation (Munich, Germany) and Ikaria (New
Jersey), and he has received a portion of these royalties. Ikaria provided
free gas and delivery devices for this study but played no other role. Massi-
mo provided the oximeters but played no other role.
All authors have submitted the ICMJE Form for Disclosure of Potential

Conflicts of Interest. Conflicts that the editors consider relevant to the con-
tent of the manuscript have been disclosed.

References

1. WorldHealth Organization.WHOMalaria Fact Sheet, 2013. Available at:
http://www.who.int/iris/bitstream/10665/97008/1/9789241564694_eng.
pdf?ua=1. Accessed: 26 April 2014.

2. Dondorp AM, Fanello CI, Hendriksen IC, et al. Artesunate versus qui-
nine in the treatment of severe falciparum malaria in African children
(AQUAMAT): an open-label, randomised trial. Lancet 2010; 376:
1647–57.

3. Idro R, Ndiritu M, Ogutu B, et al. Burden, features, and outcome of neu-
rological involvement in acute falciparum malaria in Kenyan children.
JAMA 2007; 297:2232–40.

4. Postels DG, Taylor TE, Molyneux M, et al. Neurologic outcomes in ret-
inopathy-negative cerebral malaria survivors. Neurology 2012; 79:
1268–72.

5. Krishna S. Adjunctive management of malaria. Curr Opin Infect Dis
2012; 25:484–88.

6. Feil R, Lohmann SM, de Jonge H, et al. Cyclic GMP-dependent protein
kinases and the cardiovascular system: insights from genetically modi-
fied mice. Circ Res 2003; 93:907–16.

7. Anstey NM, Weinberg JB, Hassanali MY, et al. Nitric oxide in Tanza-
nian children with malaria: inverse relationship between malaria
severity and nitric oxide production/nitric oxide synthase type 2 expres-
sion. J Exp Med 1996; 184:557–67.

8. Yeo TW, Lampah DA, Gitawati R, et al. Impaired nitric oxide bioavail-
ability and L-arginine reversible endothelial dysfunction in adults with
falciparum malaria. J Exp Med 2007; 204:2693–704.

9. Yeo TW, Lampah DA, Tjitra E, et al. Relationship of cell-free
hemoglobin to impaired endothelial nitric oxide bioavailability and
perfusion in severe falciparum malaria. J Infect Dis 2009; 200:
1522–29.

10. Janka JJ, Koita OA, Traoré B, et al. Increased pulmonary pressures and
myocardial wall stress in children with severe malaria. J Infect Dis 2010;
202:791–800.

11. Lovegrove FE, Tangpukdee N, Opoka RO, et al. Serum angiopoietin-1
and -2 levels discriminate cerebral malaria from uncomplicated malaria
and predict clinical outcome in African children. PLoS One 2009; 4:
e4912.

12. Conroy AL, Lafferty EI, Lovegrove FE, et al. Whole blood angiopoietin-
1 and -2 levels discriminate cerebral and severe (non-cerebral) malaria
from uncomplicated malaria. Malar J 2009; 8:295.

13. Erdman LK, Dhabangi A, Musoke C, et al. Combinations of
host biomarkers predict mortality among Ugandan children with
severe malaria: a retrospective case-control study. PLoS One 2011; 6:
e17440.

14. Frostell C, Fratacci MD, Wain JC, et al. Inhaled nitric oxide. A selective
pulmonary vasodilator reversing hypoxic pulmonary vasoconstriction.
Circulation 1991; 83:2038–47.

15. Kinsella JP, Abman SH. Inhaled nitric oxide in the premature infant:
animal models and clinical experience. Semin Perinatol 1997; 21:
418–25.

16. Roberts JD Jr, Fineman JR, Morin FC III, et al. Inhaled nitric oxide and
persistent pulmonary hypertension of the newborn. The Inhaled Nitric
Oxide Study Group. N Engl J Med 1997; 336:605–10.

17. Neonatal Inhaled Nitric Oxide Study Group. Inhaled nitric oxide in
full-term and nearly full-term infants with hypoxic respiratory failure.
N Engl J Med 1997; 336:597–604.

18. Kinsella JP. Inhaled nitric oxide therapy in premature newborns. Curr
Opin Pediatr 2006; 18:107–11.

19. Gramaglia I, Sobolewski P, Meays D, et al. Low nitric oxide bioavailabil-
ity contributes to the genesis of experimental cerebral malaria. Nat Med
2006; 12:1417–22.

20. Serghides L, Kim H, Lu Z, et al. Inhaled nitric oxide reduces endo-
thelial activation and parasite accumulation in the brain, and enhanc-
es survival in experimental cerebral malaria. PLoS One 2011; 6:
e27714.

21. Terpolilli NA, Kim SW, Thal SC, et al. Inhalation of nitric oxide pre-
vents ischemic brain damage in experimental stroke by selective dilata-
tion of collateral arterioles. Circ Res 2012; 110:727–38.

22. Li YS, Shemmer B, Stone E, et al. Neuroprotection by inhaled nitric
oxide in a murine stroke model is concentration and duration depen-
dent. Brain Res 2013; 1507:134–45.

23. Terpolilli NA, Kim SW, Thal SC, et al. Inhaled nitric oxide reduces sec-
ondary brain damage after traumatic brain injury in mice. J Cereb Blood
Flow Metab 2013; 33:311–18.

24. Molyneux ME, Taylor TE, Wirima JJ, Borgstein A. Clinical features and
prognostic indicators in paediatric cerebral malaria: a study of 131 co-
matose Malawian children. Q J Med 1989; 71:441–59.

25. Gladwin MT, Kato GJ, Weiner D, et al. Nitric oxide for inhalation in the
acute treatment of sickle cell pain crisis: a randomized controlled trial.
JAMA 2011; 305:893–902.

26. Ondruschka B, Pohlers D, Sommer G, et al. S100B and NSE as useful
postmortem biochemical markers of traumatic brain injury in autopsy
cases. J Neurotrauma 2013; 30:1862–71.

27. Stammet P, Wagner DR, Gilson G, Devaux Y. Modeling serum level of
s100beta and bispectral index to predict outcome after cardiac arrest.
J Am Coll Cardiol 2013; 62:851–58.

28. Wolf H, Frantal S, Pajenda GS, et al. Predictive value of neuromarkers
supported by a set of clinical criteria in patients with mild traumatic
brain injury: S100B protein and neuron-specific enolase on trial: clinical
article. J Neurosurg 2013; 118:1298–303.

29. Medana IM, Lindert RB, Wurster U, et al. Cerebrospinal fluid levels of
markers of brain parenchymal damage in Vietnamese adults with severe
malaria. Trans R Soc Trop Med Hyg 2005; 99:610–17.

8 • OFID • Mwanga-Amumpaire et al

D
ow

nloaded from
 https://academ

ic.oup.com
/ofid/article/2/3/ofv111/2460450 by guest on 01 M

ay 2022

http://www.whocc.no/atc_ddd_index
http://www.whocc.no/atc_ddd_index
http://www.whocc.no/atc_ddd_index


30. Medana IM, Idro R, Newton CR. Axonal and astrocyte injury markers
in the cerebrospinal fluid of Kenyan children with severe malaria. J Neu-
rol Sci 2007; 258:93–8.

31. Gladwin MT, Shelhamer JH, Schechter AN, et al. Role of circulating ni-
trite and S-nitrosohemoglobin in the regulation of regional blood flow
in humans. Proc Natl Acad Sci U S A 2000; 97:11482–87.

32. Nagasaka Y, Fernandez BO, Garcia-Saura MF, et al. Brief periods of ni-
tric oxide inhalation protect against myocardial ischemia-reperfusion
injury. Anesthesiology 2008; 109:675–82.

33. Gries A, Herr A, Motsch J, et al. Randomized, placebo-controlled, blinded
and cross-matched study on the antiplatelet effect of inhaled nitric oxide
in healthy volunteers. Thromb Haemost 2000; 83:309–15.

34. Gianetti J, Del Sarto P, Bevilacqua S, et al. Supplemental nitric oxide and
its effect on myocardial injury and function in patients undergoing car-
diac surgery with extracorporeal circulation. J Thorac Cardiovasc Surg
2004; 127:44–50.

35. Wraight WM, Young JD. Renal effects of inhaled nitric oxide in
humans. Br J Anaesth 2001; 86:267–69.

36. Lang JD Jr, Smith AB, Brandon A, et al. A randomized clinical trial test-
ing the anti-inflammatory effects of preemptive inhaled nitric oxide in
human liver transplantation. PLoS One 2014; 9:e86053.

37. Mathru M, Huda R, Solanki DR, et al. Inhaled nitric oxide attenuates
reperfusion inflammatory responses in humans. Anesthesiology 2007;
106:275–82.

38. Yeo TW, Lampah DA, Gitawati R, et al. Angiopoietin-2 is associated
with decreased endothelial nitric oxide and poor clinical outcome
in severe falciparum malaria. Proc Natl Acad Sci U S A 2008;
105:17097–102.

39. Minneci PC, Deans KJ, Zhi H, et al. Hemolysis-associated endo-
thelial dysfunction mediated by accelerated NO inactivation by
decompartmentalized oxyhemoglobin. J Clin Invest 2005; 115:
3409–17.

Inhaled Nitric Oxide as an Adjunctive Treatment for Cerebral Malaria in Children • OFID • 9

D
ow

nloaded from
 https://academ

ic.oup.com
/ofid/article/2/3/ofv111/2460450 by guest on 01 M

ay 2022



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket true
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize false
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage false
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Remove
  /UsePrologue false
  /ColorSettingsFile (None)
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Average
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Average
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Average
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /PDFX1a:2001
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError false
  /PDFXTrimBoxToMediaBoxOffset [
    34.01575
    34.01575
    34.01575
    34.01575
  ]
  /PDFXSetBleedBoxToMediaBox false
  /PDFXBleedBoxToTrimBoxOffset [
    8.50394
    8.50394
    8.50394
    8.50394
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier (CGATS TR 001)
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org)
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Cadmus settings for Acrobat Distiller 9)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /BleedOffset [
        0
        0
        0
        0
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName (U.S. Web Coated \(SWOP\) v2)
      /DestinationProfileSelector /UseName
      /Downsample16BitImages true
      /FlattenerPreset <<
        /ClipComplexRegions true
        /ConvertStrokesToOutlines false
        /ConvertTextToOutlines false
        /GradientResolution 300
        /LineArtTextResolution 2400
        /PresetName (Cadmus_Flattener_Presert)
        /PresetSelector /UseName
        /RasterVectorBalance 1
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MarksOffset 6
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /UseName
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


