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Formation primaquine‑5,6‑orthoquinone,
the putative active and toxic metabolite
of primaquine via direct oxidation in human
erythrocytes
Pius S. Fasinu1,3* , N. P. Dhammika Nanayakkara1, Yan‑Hong Wang1, Narayan D. Chaurasiya1,
H. M. Bandara Herath1, James D. McChesney4, Bharathi Avula1, Ikhlas Khan1,2, Babu L. Tekwani1,5
and Larry A. Walker1,2*

Abstract
Background: The activity and haemolytic toxicity associated with primaquine has been linked to its reactive metab‑
olites. The reactive metabolites are thought to be primarily formed through the action of cytochrome P
 450-mediated
pathways. Human erythrocytes generally are not considered a significant contributor to drug biotransformation. As
erythrocytes are the target of primaquine toxicity, the ability of erythrocytes to mediate the formation of reactive
oxidative primaquine metabolites in the absence of hepatic enzymes, was evaluated.
Methods: Primaquine and its enantiomers were incubated separately with human red blood cells and haemoglobin.
Post-incubation analysis was performed with UPLC–MS/MS to identify products of biotransformation.
Results: The major metabolite detected was identified as primaquine-5,6-orthoquinone, reflecting the pathway
yielding putative active and haematotoxic metabolites of primaquine, which was formed by oxidative demethylation
of 5-hydroxyprimaquine. Incubation of primaquine with haemoglobin in a cell-free system yielded similar results. It
appears that the observed biotransformation is due to non-enzymatic processes, perhaps due to reactive oxygen spe‑
cies (ROS) present in erythrocytes or in the haemoglobin incubates.
Conclusion: This study presents new evidence that primaquine-5,6-orthoquinone, the metabolite of primaquine
reflecting the oxidative biotransformation pathway, is generated in erythrocytes, probably by non-enzymatic means,
and may not require transport from the liver or other tissues.
Background
The association of primaquine (PQ) with haemolytic
toxicity in certain individuals has been recognized since
the introduction of the anti-malarial drug over six decades [1]. This toxicity was subsequently determined to be
associated with a genetic deficiency in glucose-6-phosphate dehydrogenase (G6PD) [2]. Despite this limitation,
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PQ has remained in clinical use because of its unique
therapeutic indications [3–5]. PQ is used for the radical
cure of the persistent liver stages of Plasmodium vivax
and Plasmodium ovale responsible for relapsing malaria
[3–5], as well as a prophylactic for all forms of human
malaria and as a gametocytocide for transmission interruption in falciparum malaria [6–8]. Despite this long
history of clinical use, the mechanisms of biotransformation, efficacy and haemotoxicity are still not fully understood [3–5].
Speculation that a metabolite rather than the parent compound was responsible for haemotoxicity of the
members of this class of compounds (8-aminoquinolines)
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predates the introduction of PQ in 1950s. In 1942,
Schönhöfer postulated the possibility of oxidative biodegradation of 8-aminoquinolines such as pamaquine,
PQ’s closely related predecessor, to a biologically active
quinone [9]. Subsequently, Josephson and co-workers
detected a metabolite in droppings of chickens treated
with pamaquine which had similar UV absorption spectra, methaemoglobin activity (in chicken erythrocytes)
and in vitro anti-malarial activity against Plasmodium
gallinaceum with that of synthetic pamaquine-orthoquinone, [8-(4-diethylamino-1-methylbutylamino)-5,6-quinolinequinone] [10, 11].
The primaquine-derived orthoquinone, 8-(4-amino1-methylbutylamino)-5,6-quinolinequinone, derived by
oxidation of PQ as shown in Fig. 1, is analogous to the
pamaquine metabolite, lacking only the diethyl substituents on the terminal amine. Reactive oxygen species (ROS) generated by redox-cycling of products in the
pathway leading to PQ-5,6-orthoquinone, have also been
proposed to be responsible for the biological activity of
PQ [2]. Early in vitro studies have shown accumulation of
hydrogen peroxide in erythrocytes when incubated with
PQ and suggested the possible formation of a metabolite
which can undergo redox-cycling in erythrocytes [12].
In vitro haemolysis studies with PQ also have provided
evidence for possible formation of a more active metabolite in erythrocytes and suggested PQ-orthoquinone as
the potential metabolite [13].
Several in vitro studies have shown that 5-hydroxyPQ, 6-demethyl-5-hydroxy-PQ, and PQ-5,6-orthoquinone could form methaemoglobin in erythrocytes at
much higher rates than the parent PQ [14–19], and the
generation of ROS in erythrocytes by redox-cycling of
PQ-5,6-orthoquinone and the corresponding 6-demethyl-5-hydroxy-PQ—or perhaps, the 5-hroxy-PQ and its
corresponding quinone-imeine—were suggested as the
possible mechanism of this toxicity.
Malaria parasites are also known to be highly susceptible to ROS [20] and generation of ROS has been proposed as the mechanism of action of this class of drug
as well as other anti-malarial oxidant drugs [21]. In normal erythrocytes, oxidative defence (glutathione, SOD,
and catalase) can neutralize excess ROS preventing
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haematotoxicity. However, in G6PD-deficient erythrocytes, accumulation of ROS may occur due to impaired
oxidative defences leading to haematotoxicity [22, 23].
Even though the pathway leading to PQ-5,6-orthoquinone had been speculated to yield the active and toxic
metabolite for a long time [2], it is only recently that it
has been positively identified in a mammalian metabolite
[19].
CYP 2D6 metabolism of PQ was shown to be required
for its radical curative activity in humans [24–27]. A subsequent animal study lends further support to the need
for 2D6 metabolism by showing that PQ has very low
causal prophylactic activity against sporozoite-induced
Plasmodium berghei infection in CYP 2D knock-out
(KO) mice when compared to wild type (WT) mice or
humanized CYP 2D6 (KO/knock-in (KO/KI)) mice [28].
Building on this, Potter and co-workers carried out PQ
metabolism studies using WT, KO and KO/KI mice [19].
They found that PQ-5,6-orthoquinone was the major
(though short-lived) liver metabolite in WT mice, and
that its concentration was reduced to very low levels in
KO mice; furthermore, it was restored to about 25%
of the WT concentration in KO/KI mice. The activity
observed for the above-cited causal prophylactic study
[28], was closely correlated with the concentration of
the PQ-5,6-orthoquinone generated in the livers of the
respective animal groups in the PQ pharmacokinetic
(PK) study [19]. This is consistent with the observation
that CYP 2D6 metabolism of PQ was required for its
radical curative activity [24–26] and probably also for
causal prophylactic activity in humans and confirmed
PQ-5,6-orthoquinone as reflective of the putative active
metabolite. In vitro metabolic studies of PQ with CYP
2D6 further confirmed the formation of PQ-5,6-orthoquinone as a metabolite [29].
However, in a subsequent treatment study of erythrocytic stages using a single dose of PQ, parasitaemia suppression in WT mice was not statistically different from
that in CYP 2D KO mice, showing that the genetic deletion of the CYP 2D cluster had no effect on the ability of
PQ to eradicate blood stage asexual and sexual parasites
[30]. The PQ-5,6-orthoquinone or other PQ-hydroxylated metabolites were not detectable in the plasma of
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Fig. 1 Putative pathway for primaquine metabolism to the PQ-5,6-orthoquinone
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KO mice after oral administration of PQ [19]. This suggests either two different mechanisms for PQ liver- and
blood-stage activities, or that the putative active/haemotoxic metabolites related to PQ-5,6-orthoquinone, were
formed in the erythrocytes independently of CYP2D6.
Previous in vitro studies have suggested the possibility of
formation of PQ haemotoxic metabolites in erythrocytes
[12, 13].
If active/haemotoxic metabolites of PQ are generated in the red blood cells (RBCs), it may lead to a better
understanding of the mechanism of activity and toxicity
of PQ, and may enable the design of new 8-aminoquinolines with safer clinical utility. Therefore, the aim of the
current study was to evaluate PQ metabolism in human
RBCs in vitro, using a stable isotope labelling/tracking
method for identification of metabolites, as described
previously in detail [31] and to determine kinetics of formation of PQ-5,6-orthoquinone.

Methods
Materials
13

C-labelled PQ (13C-PQ, with 6 isotopic carbons in the
quinoline nucleus), and PQ-5,6-orthoquinone were synthesized as previously reported [23, 32]. HPLC-grade
acetonitrile and methanol were purchased from Fisher
Scientific (Fair Lawn, NJ, USA). Water for the HPLC
mobile phase was purified in a Milli-Q system (Millipore,
Bedford, MA, USA). Human haemoglobin (lyophilized
powder), formic acid and glucose were purchased from
Sigma-Aldrich (St Louis, MO, USA).
Preparation of RBC for incubation

Fresh human blood from one single normal (nonG6PD deficient) adult subject was collected into a BD
Vacutainer® tube pretreated with EDTA (K2) and refrigerated (4 °C) until ready to use, but not longer than 72 h.
Plasma and leukocyte coat were separated and removed
after the sample was centrifuged (3000 rpm, 10 min).
The erythrocytes were washed in three cycles with NaCl
(0.9%). Each cycle of washing involved the vortexing with
2 parts saline, centrifugation (3000 rpm, 10 min) and the
removal of the supernatants.
Incubation of primaquine in erythrocytes/isolated
haemoglobin

Racemic PQ and the individual enantiomers (S-(+)- and
R-(−)-primaquine) were incubated separately. For each
enantiomer, a 50:50 mix of 12C-PQ and 13C-PQ with 6
13
C incorporation (5 µM) was incubated in 20% haematocrit (erythrocytes diluted with phosphate-buffered saline
containing 0.18 M glucose) in a clear 24-well plate at
37 °C under a humidified atmosphere of 95% air and 5%
CO2 in an Eppendorf incubator (Hauppauge, NY, USA)

Page 3 of 8

attached to a shaker set at 75 rpm. Duplicate samples
were monitored for each and all time points. PQ enantiomers were similarly incubated with isolated haemoglobin. Control incubations were performed in the buffer
solution without RBCs or haemoglobin.
Post‑incubation analysis

Two different post-incubation treatments were performed on the incubated RBC samples. For the first
method (whole RBC treatment), the incubated mixture
was precipitated with ice-cold methanol intended to halt
metabolic reactions, lyse the erythrocytes and precipitate the erythrocytic proteins. The resulting samples were
analysed using UPLC–MS. The second method involved
the centrifugation of the incubation mixture (without
adding methanol), separating the samples into pellets
and supernatants, which were separately analysed. This
allowed for much better recovery of protein-bound analytes. The haemoglobin incubations were precipitated
with ice-cold methanol prior to centrifugation and the
analysis of the supernatants. In preparing for UPLC–MS
analysis, samples were diluted with 80% methanol, centrifuged (10,000g, 10 min) and the clear supernatants were
collected and dried using a S
 peedvac®. The dried samples
were re-suspended in 150 µL methanol and centrifuged;
clear supernatants were transferred to UPLC sample vials
for analysis.
UPLC/MS metabolite identification

A liquid chromatography-mass spectrometry (LC-MS)
method for simultaneous analysis of PQ and its metabolites was developed and employed in this study. The
separation of analytes was achieved within a 25-min run
time on a Waters ACQUITY UPLC™ BEH Shield RP18
column (100 mm × 2.1 mm I.D., 1.7 µm) equipped with
an LC-18 guard column (Vanguard 2.1 × 5 mm, Waters
Corp, Milford, MA, USA) using an ACQUITY UPLC
system (Waters Corp, Milford, MA, USA). The UPLC
system includes binary solvent manager, sampler manager, column compartment, and photodiode array (PDA)
detector. The mobile phase, consisting of water with
0.05% formic acid (A) and acetonitrile with 0.05% formic
acid (B), was applied at a flow rate of 0.3 mL/min in the
following gradient elution: 0–5 min, 1% B; 5–14 min, 1%
B to 13% B; 14–18 min, 13% B to 25% B; 18–22 min, 25%
B to 33% B; 22–23 min, 33% B to 43% B; and, 23–25 min,
43% B to 100% B. Each run was followed by a 3-min wash
with 100% B and an equilibration period of 3.5 min with
99% A/1% B. Column and sample temperatures were set
at 50 and 15 °C, respectively. Injection volume was 10 µL,
and the strong needle wash (90/10; acetonitrile/water,
v/v) and weak needle wash solution (10/90; acetonitrile/
water) were used. Peaks were assigned with respect to the
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mass spectra and retention time of reference compounds
or tentatively identified on the basis of high resolution
accurate mass.
Mass spectrometric analyses were performed using
electrospray ionization (ESI) in positive mode on a
Waters Xevo G2-S QToF mass spectrometer (Waters
Corp, Manchester, UK). The MS instrument was operated in the following conditions: mass scan range of
50–1200 Da, capillary of 3.0 kV, cone of 30 V, source temperature of 80 °C, desolvation temperature of 450 °C, desolvation gas flow of 800 L/h, cone gas flow of 50 L/h, and
a collision energy of 6 eV. Leucine-enkephalin was used
for the lock mass at a concentration of 5 ng/mL and flow
rate of 10 µL/min. Ions [M + H]+ (m/z 556.2771 Da) and
fragment ion (m/z 278.1141 Da) of leucine-enkephalin
were applied to ensure mass accuracy during the MS
analysis. The lock spray interval was set at 30 s, and the
data were averaged over three scans. The mass spectrometer was programmed to step between low (10 V)
and elevated (10–45 V) collision energies on the gas cell,
using a scan time of 0.5 s per function.
Metabolites in the accurate mass data were found using
the MetaboLynx® software. The data were searched using
predicted metabolite mass, mass defects, isotope, and
fragmentation patterns. Particularly helpful was scanning for the isotope (+6 mu) peaks resultant from the
use of a mixture of equal quantities of 12C and 13C PQ.
Each sample was subjected to data acquisition in full scan
and data-dependent positive MS/MS, targeted MS/MS
(ESI positive ionization mode) and high-resolution MS
(HRMS) modes using the Waters ACQUITYTM XEVO
QTOF Mass Spectrometer (Waters Corp, Manchester,
UK) connected to the UPLC system via an ESI interface. Identification of metabolites was assisted by their
HRMS data, which were used to calculate their elemental compositions. The full scan mass data were screened
and filtered using Waters MetaboLynx XS software. The
qualitative metabolite identification was performed using
this software package.
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Quantitative analysis of PQ and PQ‑5,6‑orthoquinone

Reference standards of PQ and PQ-5,6-orthoquinone were
dissolved in water and methanol, respectively. Cell-free
media, made of phosphate buffered saline, was spiked with
PQ and PQ-5,6-orthoquinone solutions in triplicate to final
concentrations between 0.5 and 10 µg/mL (using 6 concentration points). The spiked solutions were treated similarly
as the incubation mixtures and were analysed with UPLC/
MS. A calibration curve was generated with a linear equation (R2 > 0.9), and was used to determine the concentrations of PQ and PQ-5,6-orthoquinone in the incubation
mixtures. Qualitative detection of PQ-5,6-orthoquinone
in haemoglobin incubations was done by comparison of
LC-MS/MS profile with synthetic PQ-5,6-orthoquinone.

Results
A substantial amount of PQ-orthoquinone was detected
in the RBC incubates of racemic PQ and the individual
enantiomers, with a rapid disappearance of PQ within the
first hour. PQ orthoquinone was detected in haemoglobin
incubation after 30 min with no further observable timedependent changes. The metabolites were tracked by following the detection of paired fragments (+6 mu apart).
The identity of the PQ-orthoquinone was confirmed on
the basis of predicted mass, observed retention time and
comparison with synthetic standard (Fig. 2). Both enantiomers of PQ readily gave rise to the PQ-orthoquinone,
and no significant difference was observed.
In the erythrocyte incubations (with PBS, pH 7.4), the
majority of the PQ is rapidly partitioned into the red cell
fraction, with much reduced concentrations in the medium.
The majority of the conversion of PQ to PQ-orthoquinone
is observed already at 1 h (with up to 50% substrate depletion) in the red cell fraction, and further incubation for up to
24 h showed only a slow further PQ depletion (Fig. 3).
More than 75% of the depleted PQ was converted to
PQ-orthoquinone (Fig. 4). The appearance of the PQorthoquinone tracks closely the disappearance of the parent drug. Small amounts of other metabolites could be

Fig. 2 LC/MS chromatogram showing orthoquinone and PQ after incubation of human RBCs with PQ containing a mixture of 12C-PQ and 13C-PQ
(13C at 6 quinoline core carbons). The peak at retention time 4.65 min corresponds to the orthoquinone standard, while the peak at 14 min
corresponds to PQ. The mass spectrometric fragmentation at right shows the expected +6 mu

Fasinu et al. Malar J

(2019) 18:30

Fig. 3 The concentration-time profiles of primaquine incubated with
human RBC. Whole RBC treatment involved the precipitation and
lysing of the cells followed by recovery of the analytes. Alternatively,
the incubation mixture was separated into the cellular pellets and the
supernatants prior to analyte recovery and analysis

Fig. 4 The concentration-time profile of primaquine
5,6-orthoquinone formed from primaquine incubation in human
RBC. Whole RBC treatment involved the precipitation and lysing
of the cells followed by recovery of the analytes. Alternatively, the
incubation mixture was separated into the cellular pellets and the
supernatants prior to analyte recovery and analysis

observed, but these could not be unequivocally identified
or quantified.
The recovery of the metabolites from the precipitated and lysed RBCs confirms that these reactions are
intracellular, although it appears that a fraction of the
PQ-orthoquinone does appear in the medium. Control
incubations using buffer alone (without adding RBC or
haemoglobin) run under similar incubation conditions
did not yield any metabolites.

Discussion
A majority of the primary metabolites generated by PQ
in human and animal species are viewed as deriving from
three distinct pathways: first, the oxidative deamination
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of the side chain mediated by the sequential activity of
mono-amine oxidase and aldehyde dehydrogenase generates carboxyprimaquine as a principal metabolite [33–36];
second, hydroxylated metabolites formed by ring oxidation, especially through the activity of CYP2D6 [19, 28,
29]; and thirdly, direct conjugation with glucuronide, glucose, carbamate or acetate [37]. Unlike most other cells,
mature erythrocytes are anucleated, lacking ribosomes
and mitochondria, and are thus incapable of protein synthesis. RBCs are equipped with robust metabolic systems
to maintain cellular energy supply, and enzymes for the
protection of its vital components from harmful oxidative
reactions, but are not known to contain substantial activities analogous to the drug metabolizing CYPs [22, 38].
However, several studies have shown that RBCs may
contribute to the metabolism of endogenous and exogenous substances including drugs [38, 39]. While RBCs
lack the capacity for conjugation reactions like glucuronidation and sulfation, RBCs’ capability for other conjugation reactions, including acetylation, methylation and
glutathione addition, has been reported [39, 40]. Enzymatic oxidation of drugs has not been reported in erythrocytes. However, bioreduction of some compounds has
been reported [41, 42].
This study unequivocally identifies, for the first time,
the capacity of erythrocytes to transform PQ to PQ5,6-orthoquinone and it accounted for more than 75% of
depleted PQ. It appears that the initial hydroxylation of
the quinoline ring of PQ in RBCs may well be caused by
non-enzymatic radical reactions. Apparent continuation
of biotransformation even after addition of methanol into
incubation mixtures, and the observed equal rates and
amounts of PQ-orthoquinone formation for both PQ (S)and (R)-enantiomers (indicating non-stereospecific nature
of the biotransformation), support the argument that the
initial hydroxylation was not enzymatic but radical (Fig. 1).
In previous studies with CYP 2D6 enzyme, different ringhydroxylation profiles for PQ enantiomers was reported,
and additionally, the rate of formation of PQ-orthoquinone for (S)-PQ was roughly twice that for (R)-PQ [29].
This enzyme-dependent and preferential PQ oxidation of
the enantiomers was not observed in the current study.
Oxyhaemoglobin undergoes spontaneous autoxidation
yielding superoxide radicals and methaemoglobin [22,
38]. Superoxide dismutase in RBCs converts superoxide
radicals to hydrogen peroxide, which reacts with ferrous ions to form highly reactive hydroxyl radicals. Even
though a bulk of these ROS is neutralized by oxidative
defence mechanisms, they tend to oxidize compounds
such as unsaturated fatty acids in erythrocytes [43].
Hydroxyl radicals are also known to hydroxylate quinolines [44, 45] and other aromatic compounds [46–48]
even under physiological conditions [47, 49–51]. PQ, an
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8-aminoquinoline with several structural points susceptible to oxidation, especially at the 5-position [52], may
undergo hydroxylation in the intra-erythrocytic environment. The rate of hydroxylation of the quinoline ring
would depend on the ROS concentration in RBCs. Even
though ROS concentration in normal RBCs is low, parasitized [20, 53] and G6PD-deficient [21] RBCs are known
to contain elevated levels of ROS. Due to the lack of other
degradative enzymes, such as MAO in RBCs, accumulated PQ may persist and be susceptible to undergo slow
quinoline ring hydroxylation the 5-position [52]. It has
been shown that 5-hydroxyPQ is highly unstable under
neutral conditions and spontaneously undergoes oxidation to form the quinone-imine, with further breakdown
to 6-demethyl-5-hydroxy-PQ and PQ-orthoquinone [19].
These latter, and perhaps also quinone-imine/5-hydroxyPQ, can undergo redox-cycling, generating ROS. This
process will accelerate the accumulation of ROS especially in parasitized and G6PD-deficient RBCs [20, 22,
53]. ROS will kill plasmodial parasites which are known
to be highly sensitive to externally generated ROS [20,
21, 53]. Even though the elevated level of drug-induced
ROS can be neutralized by the oxidative defence mechanism in normal RBCs, the weakened oxidative defence
mechanism of G6PD-deficient erythrocytes may be overwhelmed, triggering methaemoglobinaemia, erythrocyte
damage and subsequent spleenic removal resulting in
clinical anaemia [22].
It has been suggested that the reactive metabolites of
PQ are generated in the liver and transported to the RBCs
prior to clinical manifestation of haemolytic toxicity. PQinduced methaemoglobinaemia and haemolysis occur at
least 24 h after the drug administration [2]. PQ PK studies in mice [19], have suggested that PQ-5,6-orthoquinone
is formed extremely rapidly in the liver, and disappeared
from the circulation very rapidly. In a single-dose PQ PK
studies in humans, PQ-5,6-orthoquinone was not detectable in plasma [36]. The results of this study support an
alternative explanation that formation of the redox active
PQ metabolites in RBCs followed by progressive oxidative
stress may be responsible for PQ-induced haemolysis.
The formation of the PQ-5,6-orthoquinone as a major
metabolite in RBCs is particularly revealing because of its
strongly suspected link to the haemolytic response as well
as blood-stage antiparasitic activity. This may also explain
the observation that the CYP2D cluster was not required
for PQ to eradicate the blood-stage asexual and sexual (P.
berghei) parasites in mice [30]. These results will enhance
an understanding of PQ metabolism and the contribution
of RBC in this regard. It will also improve appreciation of
how PQ can cause haemolysis without the contribution
of liver metabolism. This understanding may enable the
design of drug candidates with better therapeutic index.
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Conclusion
This study presents new evidence to show that oxidative
metabolites of PQ can be formed in erythrocytes. The
major erythrocytic metabolite identified in this study,
PQ-5,6-orthoquinone, has been suggested to reflect the
oxidative pathway responsible for blood-stage antiparasitic activity and haematotoxicity of primaquine. Further studies involving human subjects should include
analysis of red blood cells, in addition to plasma and
urine, for relevant metabolites.
Abbreviations
CYP: cytochrome P450; G6PD: glucose-6-phosphate dehydrogenase; LC–MS:
liquid chromatography tandem–mass spectrometry; PQ: primaquine; RBC: red
blood cells; UPLC–MS: ultra-performance liquid chromatography tandem–
mass spectrometry.
Authors’ contributions
LAW, BLT, NPDN, JDM developed the overall project direction; LAW, PSF and
NPDN conceptualized the study; PSF, LAW and BLT designed the experiments;
NPDN and HMTBH synthesized primaquine and its metabolites, PSF, NDC and
SIK guided and performed the metabolic incubation studies and the sample
preparation; PSF, BA, IAK and YW performed the LC-MS analysis; PSF, LAW, JDM,
BLT performed data analysis and result interpretation. All authors contributed
to the writing. All authors read and approved the final manuscript.
Author details
1
The National Center for Natural Products Research, The University of Mis‑
sissippi, University, MS 38677, USA. 2 Department of BioMolecular Sciences,
School of Pharmacy, The University of Mississippi, University, MS 38677, USA.
3
Department of Pharmaceutical Sciences, Campbell University, Buies Creek,
NC 27501, USA. 4 Ironstone Separations, Inc., Etta, MS 38627, USA. 5 Depart‑
ment of Infectious Diseases, Southern Research Institute, Birmingham, AL,
USA.
Acknowledgements
The authors thank Dr. Dennis Shanks, the Australian Defence Force Malaria and
Infectious Disease Institute, for discussions leading to this work, and Dr. David
Jollow, Emeritus Professor, Medical University of South Carolina, for valuable
input, critique, and discussion.
Competing interests
The authors declare that they have no competing interests.
Availability of data and materials
All the raw data presented in this manuscript are archived and available with
the National Center for Natural Product Research, University of Mississippi.
Consent for publication
All authors consent to the publication of this manuscript.
Ethics approval and consent to participate
Not applicable.
Funding
This study was supported the US Army Medical Research & Materiel Com‑
mand Award Nos. W81XWH-15-1-0704 and W81XWH-18-2-0029 to the Univer‑
sity of Mississippi (LAW, NPDN and BLT). The opinions expressed are those of
the authors and do not reflect those of the US Department of Defense.

Publisher’s Note

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

Fasinu et al. Malar J

(2019) 18:30

Received: 1 July 2018 Accepted: 17 January 2019

References
1. Hockwald RS, Arnold J, Clayman CB, Alving AS. Toxicity of primaquine in
Negroes. J Am Med Assoc. 1952;149:1568–70.
2. Tarlov AR, Brewer GJ, Carson PE, Alving AS. Glucose-6-phosphate dehy‑
drogenase deficiency: an inborn error of metabolism of medical and
biological significance. Arch Intern Med. 1962;109:209–34.
3. Vale N, Moreira R, Gomes P. Primaquine revisited six decades after its
discovery. Eur J Med Chem. 2009;44:937–53.
4. Tekwani BL, Walker LA. 8-Aminoquinolines: future role as antiprotozoal
drugs. Curr Opin Infect Dis. 2006;19:623–31.
5. Fernando D, Rodrigo C, Rajapakse S. Primaquine in vivax malaria: an
update and review on management issues. Malar J. 2011;10:351.
6. Hill DR, Baird JK, Parise ME, Lewis LS, Ryan ET, Magill AJ. Primaquine:
report from CDC expert meeting on malaria chemoprophylaxis. Am J
Trop Med Hyg. 2006;75:402–15.
7. WHO. Global Plan for Artemisinin Resistance Containment (GPARC).
Geneva: World Health Organization; 2011. http://www.wpro.who.int/
mvp/artemisinin_resistance_containment_2011.pdf. Accessed 30 June
2018.
8. White NJ. Primaquine to prevent transmission of falciparum malaria.
Lancet Infect Dis. 2013;13:175–81.
9. Schönhöfer F. Über die Bedeutung der chinoiden Bindung in Chinolin‑
verbindungen für die Malariawirkung. Z Physiol Chem. 1942;274:1–8.
10. Josephson ES, Taylor DJ, Greenberg J, Ray AP. A metabolic intermediate of
pamaquine from chickens. Proc Soc Exp Biol Med. 1951;76:700–3.
11. Josephson ES, Greenberg J, Taylor DJ, Bami HL. A metabolite of
pamaquine from chickens. J Pharmacol Exp Ther. 1951;103:7–9.
12. Cohen G, Hochstein P. Generation of hydrogen peroxide in erythrocytes
by hemolytic agents. Biochemistry. 1964;3:895–900.
13. George JN, O’Brien RL, Pollack S, Crosby WH. Studies of in vitro pri‑
maquine hemolysis: substrate requirement for erythrocyte membrane
damage. J Clin Invest. 1966;45:1280–9.
14. Agarwal SU, Gupta R, Gupta RC, Anand N, Agarwal SS. Susceptibility of
glucose-6-phosphate dehydrogenase-deficient red cells to primaquine
enantiomers and two putative metabolites. I. Effect on reduced glu‑
tathione, methemoglobin content and release of hemoglobin. Biochem
Pharmacol. 1988;37:4605–9.
15. Link CM, Theoharides AD, Anders JC, Chung H, Canfield CJ. Structureactivity relationships of putative primaquine metabolites causing meth‑
emoglobin formation in canine hemolysates. Toxicol Appl Pharmacol.
1985;81:192–202.
16. Fletcher KA, Barton PF, Kelly JA. Studies on the mechanisms of oxidation
in the erythrocyte by metabolites of primaquine. Biochem Pharmacol.
1988;37:2683–90.
17. Bowman ZS, Oatis JE Jr, Whelan JL, Jollow DJ, McMillan DC. Primaquineinduced hemolytic anemia: susceptibility of normal versus glutathionedepleted rat erythrocytes to 5-hydroxyprimaquine. J Pharmacol Exp Ther.
2004;309:79–85.
18. Vásquez-Vivar J, Augusto O. Oxidative activity of primaquine metabo‑
lites on rat erythrocytes in vitro and in vivo. Biochemical Pharmacol.
1994;47:309–16.
19. Potter BM, Xie LH, Vuong CT, Zhang J, Zhang P, Duan D, et al. Differential
CYP 2D6 metabolism alters primaquine pharmacokinetics. Antimicrob
Agents Chemother. 2015;59:2380–7.
20. Becker K, Tilley L, Vennerstrom JL, Roberts D, Rogerson S, Ginsburg H.
Oxidative stress in malaria parasite-infected erythrocytes: host-parasite
interactions. Int J Parasitol. 2004;34:163–89.
21. Vennerstrom JL, Eaton JW. Oxidants, oxidant drugs, and malaria. J Med
Chem. 1988;31:1269–77.
22. van Zwieten R, Verhoeven AJ, Roos D. Inborn defects in the antioxidant
systems of human red blood cells. Free Radic Biol Med. 2014;67:377–86.
23. WHO Working Group. Glucose-6-phosphate dehydrogenase deficiency.
Bull World Health Organ. 1989;67:601–11.
24. Bennett JW, Pybus BS, Yadava A, Tosh D, Sousa JC, McCarthy WF, et al. Pri‑
maquine failure and cytochrome P-450 2D6 in Plasmodium vivax malaria.
N Engl J Med. 2013;369:1381–2.

Page 7 of 8

25. Ingram RJ, Crenna-Darusallam C, Soebianto S, Noviyanti R, Baird JK. The
clinical and public health problem of relapse despite primaquine therapy:
case review of repeated relapses of Plasmodium vivax acquired in Papua
New Guinea. Malar J. 2014;13:488.
26. St Jean PL, Xue Z, Carter N, Koh GC, Duparc S, Taylor M, et al. Tafenoquine
treatment of Plasmodium vivax malaria: suggestive evidence that CYP2D6
reduced metabolism is not associated with relapse in the Phase 2b
DETECTIVE trial. Malar J. 2016;15:97.
27. Marcsisin SR, Reichard G, Pybus BS. Primaquine pharmacology in the con‑
text of CYP 2D6 pharmacogenomics: current state of the art. Pharmacol
Ther. 2016;161:1.
28. Pybus BS, Marcsisin SR, Jin X, Deye G, Sousa JC, Li Q, et al. The metabolism
of primaquine to its active metabolite is dependent on CYP 2D6. Malar J.
2013;12:212.
29. Fasinu PS, Tekwani BL, Nanayakkara ND, Avula B, Herath HB, Wang YH,
et al. Enantioselective metabolism of primaquine by human CYP2D6.
Malar J. 2014;13:507.
30. Milner EE, Berman J, Caridha D, Dickson SP, Hickman M, Lee PJ, et al.
Cytochrome P450 2D-mediated metabolism is not necessary for tafeno‑
quine and primaquine to eradicate the erythrocytic stages of Plasmodium berghei. Malar J. 2016;15:588.
31. Avula B, Tekwani BL, Nanayakkara NPD, Wang YH, Chaurasiya ND, Khan
SI, et al. Profiling primaquine metabolites in primary human hepatocytes
by UPLC-QTOF-MS with 13C stable isotope labeling. J Mass Spectrom.
2013;48:276–85.
32. Herath HMT, McChesney JD, Walker LA, Nanayakkara NPD. Synthesis of
[13C6] primaquine. J Labelled Comp Radiopharm. 2013;56:341–3.
33. Mihaly GW, Ward SA, Edwards G, Orme ML, Breckenridge AM. Phar‑
macokinetics of primaquine in man: identification of the carboxylic
acid derivative as a major plasma metabolite. Br J Clin Pharmacol.
1984;17:441–6.
34. Edwards G, McGrath CS, Ward SA, Supanaranond W, Pukrittayakamee S,
Davis TM, et al. Interactions among primaquine, malaria infection and
other antimalarials in Thai subjects. Br J Clin Pharmacol. 1993;35:193–8.
35. Jin X, Pybus BS, Marcsisin R, Logan T, Luong TL, Sousa J, et al. An LC-MS
based study of the metabolic profile of primaquine, an 8-aminoquinoline
antiparasitic drug, with an in vitro primary human hepatocyte culture
model. Eur J Drug Metab Pharmacokinet. 2014;39:139–46.
36. Tekwani BL, Avula B, Sahu R, Chaurasiya ND, Khan SI, Jain S, et al. Enanti‑
oselective pharmacokinetics of primaquine in healthy human volunteers.
Drug Metab Dispos. 2015;43:571–7.
37. Fasinu PS, Avula B, Tekwani BL, Nanayakkara ND, Wang YH, Herath HB,
et al. Differential kinetic profiles and metabolism of primaquine enanti‑
omers by human hepatocytes. Malar J. 2016;15:224.
38. Mohanty JG, Nagababu E, Rifkind JM. Red blood cell oxidative stress
impairs oxygen delivery and induces red blood cell aging. Front Physiol.
2014;5:84.
39. Cossum PA. Role of the red blood cell in drug metabolism. Biopharm
Drug Dispos. 1988;9:321–36.
40. Schrijvers D, De Bruyn E, Van Oosterom AT, Vermorken JB. Role of red
blood cells in pharmacokinetics of chemotherapeutic agents. Anticancer
Drugs. 1999;10:147–54.
41. Ibrahim H, Pantaleo A, Turrini F, Arese P, Nallet JP, Nepveu F. Pharmaco‑
logical properties of indolone-N-oxides controlled by a bioreductive
transformation in red blood cells? Med Chem Commun. 2011;2:860–9.
42. Bolger GT, Licollari A, Tan A, Greil R, Vcelar B, Majeed M, Helson L. Distribu‑
tion and metabolism of LipocurcTM (Liposomal Curcumin) in dog and
human blood cells: species selectivity and pharmacokinetic relevance.
Anticancer Res. 2017;2017(37):3483–92.
43. Ayala A, Munoz MF, Arguelles S. Lipid peroxidation: production, metabo‑
lism, and signaling mechanisms of malondialdehyde and 4-hydroxy2-nonenal. Oxid Med Cell Longev. 2014;2014:360438.
44. Nicolaescu AR, Wiest O, Kamat PV. Radical-induced oxidative transforma‑
tion of quinoline. J Phys Chem A. 2003;107:427–33.
45. Nicolaescu AR, Wiest O, Kamat PV. Mechanistic pathways of the hydroxyl
radical reactions of quinoline. 1. Identification, distribution, and yields of
hydroxylated products. J Phys Chem A. 2005;109:2822–8.
46. Louit G, Foley S, Cabillic J, Coffigny H, Taran F, Valleix A, Renault JP, Pin S.
The reaction of coumarin with the OH radical revisited: hydroxylation
product analysis determined by fluorescence and chromatography.
Radiat Phys Chem. 2005;72:119–24.

Fasinu et al. Malar J

(2019) 18:30

47. Liu M, Liu S, Peterson SL, Miyake M, Liu KJ. On the application of
4-hydroxybenzoic acid as a trapping agent to study hydroxyl radical
generation during cerebral ischemia and reperfusion. Mol Cell Biochem.
2002;234(35):379–85.
48. Coudray C, Favier A. Determination of salicylate hydroxylation products as
an in vivo oxidative stress marker. Free Radic Biol Med. 2000;29:1064–70.
49. Kaur H, Halliwell B. Aromatic hydroxylation of phenylalanine as an assay
for hydroxyl radicals: measurement of hydroxyl radical formation from
ozone and in blood from premature babies using improved HPLC meth‑
odology. Anal Biochem. 1994;220:11–5.
50. Kaur H, Edmonds SE, Blake DR, Halliwell B. Hydroxyl radical generation
by rheumatoid blood and knee joint synovial fluid. Ann Rheum Dis.
1996;55:915–20.

Page 8 of 8

51. Sun JZ, Kaur H, Halliwell B, Li XY, Bolli R. Use of aromatic hydroxylation
of phenylalanine to measure production of hydroxyl radicals after myo‑
cardial ischemia in vivo. Direct evidence for a pathogenetic role of the
hydroxyl radical in myocardial stunning. Circ Res. 1993;73:534–49.
52. McChesney JD, Sarangan S. Rapid aromatic hydrogen exchange in the
antimalarial primaquine. Pharm Res. 1984;1:184–6.
53. Percário S, Moreira DR, Gomes BAQ, Ferreira MES, Gonçalves ACM,
Laurindo PSOC, et al. Oxidative stress in malaria. Int J Mol Sci.
2012;13:16346–72.

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

• fast, convenient online submission
• thorough peer review by experienced researchers in your field
• rapid publication on acceptance
• support for research data, including large and complex data types
• gold Open Access which fosters wider collaboration and increased citations
• maximum visibility for your research: over 100M website views per year
At BMC, research is always in progress.
Learn more biomedcentral.com/submissions

