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Abstract

Background: Dihydroartemisinin (DHA) is a component of artemisinin-based combination therapy (ACT), which is
widely recommended for treatment of uncomplicated falciparum malaria. DHA is also the main metabolite of
artemether and artesunate, both of which are used in ACT. Due to auto-induction metabolism, declining plasma
concentrations after the repeated dosing have been reported for artemisinin (Qing-hao-su) and artemether. This study
was designed to evaluate the potential auto-induction metabolism of DHA in healthy Chinese adults after multiple oral
doses of DHA. The polymorphic effects of UGTTA9 (1399C>T) and UGT2B7*2 (802C>T), the major enzymes involved in
the metabolism of DHA, on the pharmacokinetic profiles of DHA and its metabolite was also studied.

Methods: Sixteen healthy Chinese subjects (four 1399TT/802CC, four 1399CC/802TT, four 1399TT/802TT and four 1399CT/
802CT) received four recommended oral doses of Artekin, an ACT containing DHA (80 mg/dose) and piperaquine

(PQ; 640 mg/dose), at 0, 6, 24 and 32 h. Plasma samples were analysed for DHA and its metabolite using a validated
liquid chromatography tandem mass spectrometric (LC-MS) method.

Results: DHA and its glucuronidated metabolite DHA-Glu were detected in human plasma after oral administration

of DHA-PQ. Compared with the first dose, the AUC,, of the parent drug DHA decreased significantly (P<0.01) with
increased oral clearance (CL/F) after each repeated dose of DHA-PQ, whereas its metabolite DHA-Glu did not change
(P>0.05) in AUCy; or Crnax. The phase Il metabolic capability, calculated by the AUC,, ratio of DHA-Glu to the parent
drug DHA, increased 1.5-fold (90% Cl, 1.3-1.7), 1.2-fold (90% Cl, 1.1-1.3) and 1.7-fold (90% Cl, 1.5-1.8) after the second,
third and fourth dose, respectively. No polymorphic effect was found for UGTTA9 (1399C>T) and UGT2B7*2 (802C>T) on
the pharmacokinetic profiles of DHA and its metabolite DHA-GIu.

Conclusions: The auto-induction phase Il metabolism of DHA was present in healthy Chinese subjects after the
recommended two-day oral doses of DHA-PQ (Artekin). The metabolic capability could recover after a 12-h dosing
interval, which suggested that the alternative common three-day regimen (once daily) for DHA-PQ could probably lead
to higher bioavailability of DHA. The polymorphism of UGTTA9 (1399C>T) and UGT2B7*2 (802C>T) may not be a
concern during the treatment with DHA.
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Background
Artemisinin-based combination therapy (ACT) containing
dihydroartemisinin (DHA), artemether or artesunate is the
recommended treatment for uncomplicated Plasmodium
falciparum malaria by the World Health Organization
(WHO). DHA (Figure 1) is also the major active metab-
olite of its methyl ether (artemether) and hemisuccinate
ester artesunate [1,2]. Because of its relatively low cost,
high efficacy and good tolerability, DHA-piperaquine
(Artekin®) has been widely used for ACT [3]. The
current manufacturer’s recommendation for Artekin is
a two-day treatment, which contrasts with the three-day
recommended for all artemisinin-based combinations
by WHO. The compressed dosing regimen (four doses
over two days) for this DHA-PQ combination may
shorten the treatment period. However, a shorter dose
regimen might not be effective in some areas and may
cause DHA resistance to emerge more quickly. Several
reports have investigated the treatment efficacy using
the three-day and two-day regimen of DHA-PQ [4,5].
The pharmacokinetic and pharmacogenetic studies of
DHA could be of great importance in determining the
clinical efficacy and optimization of dose regimens for
DHA-PQ. DHA underwent extensive metabolism, and
approximately 90% of dose was recovered from rat
blood, urine and faeces in form of conjugated meta-
bolites [6]. The phase II metabolite DHA-Glu is an im-
portant metabolite of DHA [7], and more importantly it
possesses high-to-moderate anti-malarial activity [8].
Although, the disposition of the parent drug DHA has
been well studied, limited information was available for
the pharmacokinetic profile of the metabolite DHA-
Glu in humans. In addition, large inter-individual varia-
tions in the pharmacokinetics of DHA have been
observed [9,10], which may be caused by drug metabol-
ism polymorphisms.
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Artemisinin drugs (Qing-hao-su and artemether,)
showed time-dependent pharmacokinetics in both
healthy volunteers and infected patients as a several-
fold decrease in plasma concentration of the parent
drug with a corresponding increase in oral clearance
after repeated oral administrations [11,12]. However,
DHA and artesunate showed less convincing evidence for
this time-dependency [13-15]. Auto-induction of QHS
metabolism, which was mediated primarily by CYP2B6
and CYP3A4, has been implicated as the underlying
mechanism of the time dependent pharmacokinetics of
QHS [16,17]. The formation of the major metabolite of
DHA (DHA-Glu) was mainly catalyzed by UGT1A9 with
a minor role of UGT2B7 [7], which indicated that induc-
tion of UGT1A9 and/or UGT2B7 may be involved in
the potential auto-induction metabolism-mediated time-
dependent pharmacokinetics of DHA.

There is limited information on the pharmacogenetics
of anti-malarial agents except for a study, which showed
that the polymorphisms of several isoenzyme genes
(CYP2AS6, 2B6, 2C8, 2C9, 2C19, 2D6, 3A4 and 3A5) were
not associated with the elimination of DHA, artemether
or artesunate in malarial patients [18]. However, the poly-
morphic effect of UGT1A9 and UGT2B7 on the pharma-
cokinetics of DHA has not been studied. Among the
mutants present in Asians with a relatively high frequency
(>5%), UGT1A9 (I1399C > T), UGT2B7*2 (802C > T) and
UGT2B7*3 (211G > T) have been reported to be asso-
ciated with changed enzyme activity [19,20].

The main object of the present study was to evaluate
the potential auto-induction phase II metabolism of
DHA during a recommended two-day oral administra-
tion of a fixed ACT (Artekin). The pharmacokinetic
profiles of DHA and its major metabolite DHA-Glu in
healthy Chinese were studied. The effect of UGT1A9
(I399C > T) and UGT2B7 (802C > T) polymorphism on
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Figure 1 Structures of dihydroartemisinin (DHA), the glucuronide of DHA (DHA-Glu), and artemisinin. (Qing-hao-su; QHS).
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the inter-individual variability in DHA pharmacokine-
tics was also investigated.

Methods

Chemicals and reagents

Artekin tablets were purchased from Chonggqing Holley
Healthpro Pharmaceutical Co., Ltd. (Chongqing, China).
DHA and QHS (as internal standard) were purchased
from Kunming Pharmaceutical Co. (purity >99.0%, Yunnan,
China). DHA glucuronide (DHA-Glu, Figure 1) was
synthesized in the laboratory, and its structure was con-
firmed by HR-MS, '"H-NMR and '*C-NMR spectros-
copy. Acetonitrile and methanol (HPLC grade) were
purchased from Fisher Chemicals (Fairlawn, NJ, USA).
All other chemicals used were purchased from Sigma-
Aldrich or Thermo Fisher Scientific.

Instrumentation

All LC-MS experiments were carried out on a Thermo
Electron LTQ-Orbitrap XL hybrid mass spectrometer
(ThermoFinnigan, Bremen, Germany) equipped with an
electrospray ionization interface. An Accela HPLC sys-
tem (ThermoElectron) was equipped with an autosam-
pler, a vacuum degasser unit, and a quaternary pump.
The mass spectrometric and chromatographic condi-
tions were shown in a previous report [21]. In brief, the
high resolution full scan mode across an m/z range that
bracketed DHA and its metabolite was used, and the re-
solving power was 15,000. Extracted ion chromatograms
(EICs) of m/z 302.196 for DHA, m/z 478.228 for DHA-
Glu, and m/z 283.154 for QHS, the internal standard
(IS), with a 10 ppm range centered on the exact m/z
value were generated for quantitation. Chromatographic
separation was achieved on a Luna ODS C18 column
(150x 2.1 mm id, 5 pm; Phenomenex, Torrance, CA).
The mobile phase consisted of acetonitrile/methanol/
5 mM aqueous ammonium acetate containing 0.05% (v/v)
formic acid (55:30:15, v/v), delivered isocratically at a flow
rate of 0.35 mL/min. The autosampler was set at 4°C.

Quantification of DHA and its metabolite DHA-GIu

Plasma samples were subjected to a protein precipitation
extraction process, which was performed on ice. A
100 pL aliquot of human plasma was mixed with 200 pL
of IS (4 uM, prepared in acetonitrile) and 25 pL of
acetonitrile. The mixture was mixed and centrifuged at
3,000 g for 10 min. Aliquots (20 pL) of the solution were
injected onto LC-MS analysis. For calibration prepa-
ration, 100 pL of drug-free plasma was mixed with
25 pL of stock solution (DHA and DHA-Glu) and
200 pL of IS. This mixture was treated as above. The
calibration graph was plotted by least-squares linear re-
gression of the peak-area ratios (DHA or DHA-Glu to
IS) against concentrations of DHA or DHA-Glu. Matrix
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matched calibration standards were obtained with con-
centrations of 40-4000 nM for DHA and DHA-Glu in
plasma. QC samples were obtained with three concen-
tration levels (100, 1000 and 3200 nM) in plasma.
Plasma samples were diluted with blank plasma and rea-
nalysed when the concentration of DHA-Glu was higher
than the upper limit of quantification.

Method validation

The method was evaluated through linearity, intra- and
inter-day precision and accuracy. The accuracy and pre-
cision of the method were assessed by determining QC
samples using six replicated preparations of plasma sam-
ples at three concentration levels (100, 1000 and 3200
nM) on three separate days. The lower limit of quantifi-
cation (LLOQ) represents the lowest concentration of
the analyte over the linear range that can be determined
with acceptable precision and accuracy.

Bench-top stability of DHA and DHA-Glu was
assessed by leaving the QC samples of two different con-
centrations (100 and 3200 nM) on ice for 1 hour. The
stability of samples in autosampler vials was assessed at
4°C for 8 hours. The stability of DHA and DHA-Glu in
human plasma after three freeze-thaw cycles and storage
under -80°C for 1 month was also evaluated.

Drug administration and sample collection
The experiment followed guidelines of the Declaration
of Helsinki for humans. The experimental protocol was
approved by the Ethics Committee of Shandong Univer-
sity (Jinan, China) and the Institutional Review Board of
Qilu Hospital (Shandong University, China). The clinical
project was performed at Qilu Hospital (Jinan, China).
Fifty-eight healthy and non-smoking male volunteers
(1824 years; body mass index of 19-24 kg/m?) were ge-
notyped for UGT1A9 (I399C>T), UGT2B7 (211C>T;
802C > T) and CYP2B6 (516G > T) by polymerase chain
reaction-restriction fragment length polymorphism (PCR-
RFLP). The genotype of each gene was determined by
Sangon Biotech (Shanghai, P.R. China), and the method
was pre-validated by the sequencing technique. The infor-
mation on the primers, incision enzymes and PCR prod-
ucts for each gene is shown in Additional file 1. Sixteen
subjects (four 1399TT/802CC, four 1399CC/802TT, four
I399TT/802TT and four I399CT/802CT) with wild type
of UGT2B7 (211CC) and CYP2B6 (516GG) were enrolled
in the clinical trial, and written informed consent was pro-
vided prior to this study. They were in good health as
assessed by medical history, physical examination and la-
boratory analysis (complete blood count, total bilirubin,
direct bilirubin, serum creatinine, blood urea nitrogen, ala-
nine aminotransferase, and serum albumin).

Sixteen subjects were treated with four oral doses of
DHA-PQ tablets (Artekin) according to manufacturer’s
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recommendation (80 mg DHA plus 640 mg PQ for each
dose at 0, 6, 24 and 32 h). Two subjects (one I399TT/
802CC and one I399TT/802TT) did not receive the
third and fourth doses due to scheduling conflicts. The
subjects were fasted overnight (the first and third doses)
or 2 hours (the second and fourth doses) before drug ad-
ministration and for a further 2 hours after dosing. Food
was provided at 2, 4 and 10 h each day. Water was freely
available during experiments. Venous blood samples
(2 mL) for determination of DHA and its metabolite
DHA-Glu were taken from an indwelling intravenous
catheter at 0, 0.5, 1.0, 1.5, 2.0, 2.5, 3.0, 4.0, 6.0, 6.5, 7.0,
7.5, 8.0, 8.5, 9.0, 10.0, 12.0, 24.0, 24.5, 25.0, 25.5, 26.0,
27.0, 28.0, 30.0, 30.5, 31.0, 31.5, 32.0, 32.5, 33.0, 34.0,
36.0 and 48.0 h, and collected in anticoagulant tubes
drawn from forearm venous catheters before and after
oral administration of DHA-PQ. Plasma was separated
by centrifugation at 3,000 g for 10 min at 4°C. The
plasma was stored at —80°C until analysis.

Pharmacokinetics and statistical analysis

The peak plasma concentration (Cp.y) and time-to-peak
concentration (7,.,) were obtained from experimental
observations. The other pharmacokinetic parameters
were analysed by non-compartmental model using the
program TOPFIT (version 2.0; Thomae GmbH, Germany).
The area under the plasma concentration-time curve
(AUC,.,) was calculated using the linear trapezoidal rule
to approximately the last point. Total oral body clearance
(CL/F) was calculated as dose/AUC,; The inter-
individual variability of pharmacokinetic parameters of
DHA was calculated by the difference between individual
values and mean values. The metabolic capability was
evaluated by the AUC,, ratio (AUCppa Gn/AUCpya) of
DHA-Glu to the parent drug DHA.

Results were expressed as mean + SD. Induction cap-
ability, expressed as DHA CL/Frepeated dose/ CL/Fist doses
was shown as fold change (90% CI), and T, was
expressed as the median (range). Statistical calculations
were performed with SPSS (version 19.0, SPSS Inc., Chi-
cago, IL, USA). The two-tailed ¢-test was used for paired
comparison of the pharmacokinetic parameters between
the first dose and repeated doses after logarithmic trans-
formation. The comparison of Ty, for the different
treatment groups was performed using the Wilcoxon
signed-rank test. Geometric mean ratios with 90% confi-
dence intervals (Cls) were calculated after log transform-
ation of within-subject data. The mean changes in
pharmacokinetic parameters among different genotype
groups were compared using one way ANOVA with re-
peated measures. A greater than 1.2-fold increase in CL/
F of DHA, relative to the control, was defined to be in-
duction. The acceptable level of significance was estab-
lished at P < 0.05 or P < 0.01.
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Results

LC-MS method for determination of DHA and its
metabolite DHA-Glu

Under optimized HPLC conditions, DHA and its major
metabolite DHA-Glu were eluted within 10 min (Figure 2).
Blank human plasma from six lots showed no significant
interfering peaks at the retention times of each analyte.
The calibration curves of DHA and DHA-Glu were linear
over the concentration range of 40-4000 nM with corre-
lation coefficients r>0.99 when evaluated by weighed
(1/x7) least-squares linear regression. The lower limits of
quantification (LLOQ) of DHA and DHA-GIu in human
plasma were established at 40 nM (Figure 2A). The preci-
sion and accuracy of this method indicated that all coeffi-
cients of variation at each concentration level were below
15%. Previous studies have shown that DHA was not
stable at room temperature [22], and plasma samples were
processed on ice and stored at low temperature in the
present study. There was no significant difference (<15%)
between the responses of standards at time zero and after
three freeze-thaw cycles, storage of plasma on ice for at
least two hours, or after storage under -80°C for one
month, indicating that they were stable under these condi-
tion. Processed samples were stable (%CV <15%) for at
least eight hours in the autosampler tray.

Pharmacokinetics of DHA and its metabolite DHA-Glu
After oral administration of DHA to human subjects,
DHA and its major metabolite DHA-GIu could be de-
tected (Figure 2B and Figure 2C). The mean plasma
concentration-time profiles of DHA and its metabolite
DHA-GIlu in healthy subjects are shown in Figure 3, and
the pharmacokinetic parameters are given in Table 1.

Sixteen healthy subjects received four recommended
lower doses of DHA (1.2 mg/kg/dose). After the first
dose, DHA was rapidly eliminated, with a high mean
CL/F (3.3 L/h/kg) and a short Ty, (0.9 h). The dose-
normalized AUC,, of DHA was 0.32 + 0.10 h-kg/L after
a single oral dose of DHA. The inter-individual variabi-
lity (%CV) was observed in DHA pharmacokinetic
parameters, including AUC,, (2.8-58.9%). The time-
dependent pharmacokinetics existed for DHA in 12 out
of 16 subjects (Figure 4), and four oral doses of DHA-
PQ resulted in a 34.4% decrease in AUC compared with
the first dose. The corresponding CL/F value signifi-
cantly increased 1.6-fold ((90% CI, 1.4-1.7). Compared
with the first dose, the Cy, of DHA decreased signifi-
cantly (P <0.01) after the second and fourth doses but
not after the third dose. The volume of distribution (V)
of DHA increased significantly (P < 0.01) after the re-
peated dose (Table 1). T, and T;, of DHA did not
change (P > 0.05) after repeated drug dosing.

The metabolite DHA-Glu was detected in a relatively
high level (mean C,,, of 2.5 uM). Compared with the
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Figure 2 Representative full-scan chromatograms of (A) a blank human plasma sample spiked with dihydroartemisinin (DHA; 40 nM),
the glucuronide of DHA (DHA-Glu; 40 nM) and IS (QHS, 4 puM); (B) a human (subject H3) plasma sample at 1.5 h after the first oral dose
of DHA (80 mg); and (C) a human (subject H3) plasma sample at 1.5 h after the fourth oral dose of DHA (80 mg). I: DHA (m/z 302.1962);
Il the glucuronide of DHA (m/z 478.2283); Ill: IS (m/z 283.1540).
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first dose, the AUC and C,,,, of the metabolite DHA-GIu
did not change significantly (P> 0.05) after repeated oral
doses of DHA-PQ (Table 1 and Figure 4). The metabolic
capability, calculated by AUCpza Gr,/AUCppa, increased
to 1.5-fold (90% CI, 1.3-1.7) after a second repeated oral
dosing. After a 12-h dosing interval, the metabolic ca-
pability recovered to 1.2-fold (the third dose), and then

increased to 1.7-fold after the last dose (Figure 4). A large
inter-individual variability of the metabolic capability
existed for DHA in 16 subjects (%CV, 2.4-128.4%). The
AUC ratio increased 1.6-fold in 12 out of 16 subjects after
the second dose. The third and fourth doses led to an in-
crease of the metabolic capability in 7 (1.4-fold) and 12
(1.8-fold) out of 14 subjects, respectively.
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Figure 3 Mean (+S.D.) plasma concentration-time profiles of dihydroartemisinin (DHA) and the glucuronide of DHA (DHA-Glu) in
healthy Chinese adults (n = 16) following four recommended oral doses of DHA (80 mg/dose).
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Table 1 The main pharmacokinetic parameters of dihydroartemisinin (DHA) and its metabolite (DHA-Glu) in healthy
Chinese subjects (n = 16) after four recommended oral doses of DHA (80 mg/dose)

AUC,./Dose Cinax (NM) Tmax (h) T1/2 (h) CL/F (L/h/kg) V4 (L/kg)
(h-kg/L)
DHA 1st dose 032+0.10 64837 +264.69 16 (1.0-25 09+02 333+£1.06 408+ 136
2nd dose 024+ 0.07** 44234 +156.17** 19 (1.0-40) 09+03 4.35+1.33* 526+ 1.98*
3rd dose 0.26 + 0.09** 569.48 +240.80 1.8 (0.5-3.0) 09+0.1 4.13+£1.35% 497 £1.53**
4th dose 0.21 +0.06** 41078 £151.93** 2.1 (1.0-40) 1.1+£06 4.65+ 1.37** 6.65 £ 2.60**
DHA-Glu Tst dose 1.51+042 249527 £75666 16 (1.0-25) 1.2+03 N.A. 1.11+043
2nd dose 163 £041 2779.61+809.14 2.1 (1.0-40) 12+04 N.A. 0.99 £0.39
3rd dose 139+033 239557+69735 2.1 (1.0-30) 12+0.1 N.A. 1.17+027
4th dose 161031 262444+£90336 22 (1.5-40) 1.1£02 N.A. 1.01+0.39
Geometric mean ratios for ~ 2nd/1st dose  0.77 (0.73-0.81)**  0.73 (0.64-0.83)** N.A. 1.00 (0.90-1.09) 1.31 (1.24-1.38)** 132 (1.17-1.46)**
DHA (90% C 3rd/1st dose  0.83 (0.74-0.91)**  0.95 (0.75-1.15) N.A. 098 (0.91-1.05) 1.27 (1.11-1.43)*  1.24 (1.09-1.38)**
4th/1st dose  0.73 (0.66-0.80)**  0.70 (0.55-0.85)**  N.A. 1.22 (0.95-149) 142 (1.28-1.55* 1.65 (1.37-1.93)**
AUCppa-61/AUCp4 (90% Cl)  2nd/1st dose 149 (1.30-1.69*  NA. N.A. N.A. N.A. N.A.
3rd/1st dose 118 (1.05-1.31)  NA. N.A. NA. N.A. NA.
4th/1st dose  1.66 (1.46-1.85)* N.A. N.A. N.A. N.A. N.A.

N.A., not acquired.
*P < 0.05; **P < 0.01 (compared with the first dose).

The polymorphic effect of UGT1A9 (1399C > T) and
UGT2B7 (802C>T)

After oral administration of DHA-PQ, the dose-
normalized AUC,_, of DHA and its metabolite DHA-Glu
did not show difference (P >0.05) in subjects with diffe-
rent UGT1A9 (I399C > T) or UGT2B7 (802C > T) geno-
types. No association was observed between two UGT
genotypes and the induction capability, calculated by fold
changes of CL/F after the first and fourth doses of DHA-
PQ. The metabolic capability (AUCpga.gn/AUCpr4) and
the induction ratio (CL/Fyp dose/CL/F1st dose) in healthy
subjects with different UGTs genotypes are shown in
Table 2.

Discussion

Several published studies have evaluated the phar-
macokinetics of the parent drug DHA in healthy sub-
jects and patients, after oral administration of DHA
either as monotherapy or ACT [10,13,14]. These find-
ings suggest that PQ should not influence the pharma-
cokinetic characteristics of DHA when co-administered
in the proposed fixed oral combinations [10]. In the
present study, the pharmacokinetics of DHA and its
major metabolite DHA glucuronide after oral adminis-
tration of DHA-PQ was investigated in healthy subjects,
which could enable us to eliminate the influence of
diseases or concomitant medication. The polymorphic
effects of UGT1A9 and UGT2B7, the major UGT en-
zymes involved in the metabolism of DHA, on the auto-
induction metabolism-mediated pharmacokinetics of
DHA were also studied.

The dose-normalized AUC,, (0.32+0.10 h-kg/L) of
DHA obtained from a single oral dose of DHA in the
present study was similar to reported values in healthy
subjects (0.3-0.4 h-kg/L) [10,14]. The AUC and Cp,,x of
DHA have been found much higher (2-5 fold) in ma-
laria patients compared with healthy subjects [23], pro-
bably due to the lower hepatic clearance caused by
malarial infection. Similar to Qing-hao-su, the time-
dependent decrease of DHA plasma concentrations has
also been observed in healthy volunteers after repeated
doses of DHA [14]. A five-day oral monotherapy regi-
men of DHA could lead to reduced plasma levels of
DHA in Vietnamese patients on the final day of the
treatment but not within the first two days, which was
probably due to the recovery of drug elimination pro-
cesses during the convalescent phase of the disease [13].
The present results showed that the time-dependent
pharmacokinetics existed for DHA even after a second
oral dose of DHA-PQ. The C,,,x of DHA obtained from
the first dose was 1.7-fold of the fourth dose, which was
in agreement with a previous study [14]. The metabolic
capability, calculated by AUC ratio of DHA glucuronide
to DHA, increased in most subjects after four oral doses
of DHA-PQ. Two subjects did not show higher AUC ra-
tio probably due to their low enzyme activity. Compared
with Qing-hao-su and artemether, DHA has a smaller
inductive potential [16,24]. The time-dependent pharma-
cokinetics may be a common feature for artemisinin
drugs. However, artesunate did not show convincing evi-
dences [15,25], which may be caused by its rapid absorp-
tion without extensive metabolism. In this study, the T,
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of DHA remained unchanged after multiple doses, which
indicated that the volume of distribution of DHA in-
creased in the same proportion as its plasma clearance.

In this study, the metabolic capability increased after
two repeated doses of DHA in the first day and then de-
creased on the second day after a 12-h dosing interval,
which suggested that the metabolic capability could re-
cover after multiple oral administrations of DHA. These
results suggested that the oral bioavailability of DHA
could be higher if DHA were given in a longer dosing
interval, such as once daily. A three-day regimen for
DHA-PQ (2 mg/kg DHA and 15 mg/kg PQ) has been
found well tolerated and more effective than a two-day

regimen [4,5]. Oral administration of DHA-PQ with a
common three-day course regimen (once daily) could be
an alternative to the present recommended dose regimen.

A large inter-individual variation in pharmacokinetic
parameters has been found for DHA, which included
the Cpax (2-54 fold), AUC (2-26 fold) and CL/F (2-22
fold) [10,13,14,23]. One explanation is the polymorphism
of CYP2B6 and UGTs. CYP2B6 is involved in the phase
I metabolism of artemisinin drugs [26], and 516G >T
(CYP2B6*6) is the most commonly observed SNP, which
was associated with reduced CYP2B6 protein expression
and activity. Glucuronidation was the main biotransfor-
mation pathway for DHA, and the predominant isoforms

Table 2 The main pharmacokinetic parameters of dihydroartemisinin (DHA) and its metabolite (DHA-Glu) in healthy
Chinese subjects with different UGT1A9 (1399C > T) and UGT2B7 (802C > T) genotypes (n = 3-4 for each group) after

four recommended oral doses of DHA (80 mg/dose)

CL/F1st dose (L/h/kg) CL/Fath dose (L/h/kg) CL/Fath dose/CL/F1st dose (90% CI) MR1st dose MRath dose
1399CC/802TT 300+084 4724187 153 (1.08-1.98) 434+071 790+208
1399TT/802CC 345+071 444+134 139 (1.04-1.74) 5794272 7.05 4,05
1399TT/802TT 284+098 4.83 154 161 (1.35-1.87) 389+ 142 8214215
1399CT/802CT 4054149 460+134 1.17 (0.95-1.40) 694 %352 9254358

MR: metabolic ratio, calculated by AUCppa-61/AUCpua.
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involved were UGT1A9 (K, 32 uM) and UGT2B7(K,,
438 uM) [7]. In order to optimize the dose regimen for
DHA and elucidate the factors leading to its inter-
individual variability, the influence of UGT1A9 and
UGT2B7 polymorphism on the pharmacokinetics of DHA
was also investigated in this study. Healthy subjects with
wild-type CYP2B6 were selected to avoid the potential in-
fluence of CYP2B6*6, even though CYP2B6*6 polymor-
phism has not been detected for Qing-hao-su derivatives
(DHA, artemether and artesunate) in Cambodia and
Tanzania patients [18].

Considering that reported mutations of UGT1A9
(G8A, T98C, G766A; [27]) are rare in Asian populations,
the polymorphism of these SNPs may not influence DHA
clearance in this study. Functional SNPs (I399C > T) were
more commonly observed in the UGT1A9 gene in Asian
populations, which could confer increased protein expres-
sion [19]. Although another variant of UGT1A9 (C-440 T/
C-331 T) was also associated with significantly enhanced
glucuronidation [28], it was not considered in the present
study due to its low frequency of homozygous mutant (3-
4%). So far, two major nonsynonymous SNPs have been re-
ported for UGT2B7, which include C802T and G211T
[19,20]. UGT2B7 802C > T emerged as a variant allele in all
the populations with the highest frequency [20]. It seemed
that the effect of C802T on the glucuronidation was
substrate-dependent [20]. The other UGT2B7 variant fre-
quently observed is 211G > T, which was involved in the
metabolism of many substrates, such as morphine and
MPA [19]. The present study showed that neither UGT1A9
(I399C > T) nor UGT2B7 (802C >T) contributed to the
inter-individual variability in the pharmacokinetics of DHA.

Several factors may impose a degree of uncertainty in
the present study. The different fasted state between the
first/third (fasted overnight) and second/fourth dose
(fasted for 2 hours) could probably influence the bioavai-
lability and/or hepatic clearance of DHA. The data was
obtained between each UGT genotype group with four
subjects, and the influence of these SNPs needs to be con-
firmed in a larger population. Due to rare wild-type alleles
for both UGT1A9 and UGT2B7, the effect of UGT1A9
(or UGT2B7) was evaluated in subjects with the genotype
of I399CC/802TT (or I399TT/802CC) and I399TT/
802TT. In addition, we could not exclude the possibility
that other genetic factors (CYPs, UGTs, transporters and
nuclear receptors) not tested in this study might contri-
bute to inter-individual variability in DHA pharmacokine-
tics. The PQ elimination mechanism is still unknown, and
its potential effect on DHA elimination due to drug-drug
interaction deserves further studies.

Conclusions
The results showed the presence of auto-induction
phase II metabolism for DHA in healthy Chinese. Lower
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exposure to DHA and higher metabolic capability to
form its metabolite DHA-Glu were observed after re-
peated oral doses of DHA. From the point of auto-
induction metabolism, a longer dosing interval (such as
once daily) is an alternative to the present recommended
dose regimen for DHA-PQ. The polymorphism of
UGT1A9 (I399C > T) and UGT2B7 (802C > T) may not
be a concern during the treatment with DHA.

Additional file

Additional file 1: Primers, incision enzymes and PCR products for
genotyping of CYP2B6, UGT1A9 and UGT2B7 by PCR-RFLP.

Abbreviations
DHA: Dihydroartemisinin; DHA-Glu: Glucuronide of dihydroartemisinin;
PQ: Piperaquine; ACT: Artemisinin-based combination therapy.

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

Authors’ contributions

MZ performed the experiments and analysed the data. FZ, AY, XL and HL
helped in performing the experiments. LZ helped with the sample collection.
JX designed the experiments, analysed the data, and wrote the paper. All
authors read and approved the final manuscript.

Acknowledgements

This work was supported by the National Natural Science Foundation of
China (No. 30901829 and No. 81373483) and Independent Innovation
Foundation of Shandong University (No. 2012T5103).

Author details

'School of Pharmaceutical Sciences, Shandong University, 44 West Wenhua
Road, Jinan 250012, P.R. China. *Qilu Hospital, Shandong University, Jinan, PR.
China.

Received: 30 August 2014 Accepted: 1 December 2014
Published: 4 December 2014

References

1. LiuT, DuF, Zhu F, Xing J: Metabolite identification of artemether by
data-dependent accurate mass spectrometric analysis using an
LTQ-Orbitrap hybrid mass spectrometer in combination with the
online hydrogen/deuterium exchange technique. Rapid Commun Mass
Spectrom 2011, 25:3303-3313.

2. Morris CA, Duparc S, Borghini-Fuhrer |, Jung D, Shin CS, Fleckenstein L:
Review of the clinical pharmacokinetics of artesunate and its active
metabolite dihydroartemisinin following intravenous, intramuscular, oral
or rectal administration. Malar J 2011, 10:263.

3. Keating GM: Dihydroartemisinin/Piperaquine: a review of its use in the
treatment of uncomplicated Plasmodium falciparum malaria. Drugs 2012,
72:937-961.

4. Krudsood S, Tangpukdee N, Thanchatwet V, Wilairatana P, Srivilairit S,
Pothipak N, Jianping S, Guogiao L, Brittenham GM, Looareesuwan S: Dose
ranging studies of new artemisinin-piperaquine fixed combinations
compared to standard regimens of artemisisnin combination therapies
for acute uncomplicated falciparum malaria. Southeast Asian J Trop Med
Public Health 2007, 38:971-978.

5. Lon C Manning JE, Vanachayangkul P, So M, Sea D, Se Y, Gosi P, Lanteri C,
Chaorattanakawee S, Sriwichai S, Chann S, Kuntawunginn W, Buathong N,
Nou S, Walsh DS, Tyner SD, Juliano JJ, Lin J, Spring M, Bethell D,
Kaewkungwal J, Tang D, Chuor CM, Satharath P, Saunders D: Efficacy of
two versus three-day regimens of dihydroartemisinin-piperaquine for
uncomplicated malaria in military personnel in northern Cambodia: an
open-label randomized trial. PLoS One 2014, 9:293138.


http://www.biomedcentral.com/content/supplementary/1475-2875-13-478-S1.doc

Zang et al. Malaria Journal 2014, 13:478
http://www.malariajournal.com/content/13/1/478

20.

21.

22.

23.

Xie LH, Li Q, Zhang J, Weina PJ: Pharmacokinetics, tissue distribution and
mass balance of radiolabeled dihydroartemisinin in male rats. Malar J
2009, 8:112.

llett KF, Ethell BT, Maggs JL, Davis TM, Batty KT, Burchell B, Binh TQ, le TA T,
Hung NC, Pirmohamed M, Park BK, Edwards G: Glucuronidation of
dihydroartemisinin in vivo and by human liver microsomes and
expressed UDP-glucuronosyltransferases. Drug Metab Dispos 2002,
30:1005-1012.

Ramu K, Baker JK: Synthesis, characterization, and antimalarial activity of
the glucuronides of the hydroxylated metabolites of arteether. J Med
Chem 1995, 38:1911-1921.

Na-Bangchang K, Krudsood S, Silachamroon U, Molunto P, Tasanor O,
Chalermrut K, Tangpukdee N, Matangkasombut O, Kano S, Looareesuwan S:
The pharmacokinetics of oral dihydroartemisinin and artesunate in healthy
Thai volunteers. Southeast Asian J Trop Med Public Health 2004, 35:575-582.
Chinh NT, Quang NN, Thanh NX, Dai B, Geue JP, Addison RS, Travers T,
Edstein MD: Pharmacokinetics and bioequivalence evaluation of two
fixed-dose tablet formulations of dihydroartemisinin and piperaquine in
Vietnamese subjects. Antimicrob Agents Chemother 2009, 53:828-831.
Zang M, Zhu F, Li X, Yang A, Xing J: Auto-induction of phase | and phase
Il metabolism of artemisinin in healthy Chinese subjects after oral
administration of a new artemisinin-piperaquine fixed combination.
Malar J 2014, 13:214.

van Agtmael MA, Cheng-Qi S, Qing JX, Mull R, van Boxtel CJ: Multiple dose
pharmacokinetics of artemether in Chinese patients with uncomplicated
falciparum malaria. Int J Antimicrob Agents 1999, 12:151-158.

Le Thi DT, Le NH, Nguyen CH, Phan Thi D, Na-Bangchang K: Pharmacokinetics
of a five-day oral dihydroartemisinin monotherapy regimen in patients with
uncomplicated falciparum malaria. Drug Metab Pharmacokinet 2008,
23:158-164.

Hong X, Liu CH, Huang XT, Huang TL, Ye SM, Ou WP, Wang NS, Mi SQ:
Pharmacokinetics of dihydroartemisinin in Artekin tablets for single and
repeated dosing in Chinese healthy volunteers. Biopharm Drug Dispos
2008, 29:237-244.

Diem Thuy LT, Ngoc Hung L, Danh PT, Na-Bangchang K: Absence of
time-dependent artesunate pharmacokinetics in healthy subjects during
5-day oral administration. Eur J Clin Pharmacol 2008, 64:993-998.

Xing J, Kirby BJ, Whittington D, Wan Y, Goodlett DR: Evaluation of CYPs
inhibition and induction by artemisinin antimalarials in human liver
microsomes and primary human hepatocytes. Drug Metab Dispos 2012,
40:1757-1764.

Elsherbiny DA, Asimus SA, Karlsson MO, Ashton M, Simonsson US: A model
based assessment of the CYP2B6 and CYP2C19 inductive properties by
artemisinin antimalarials: implications for combination regimens.

J Pharmacokinet Pharmacodyn 2008, 35:203-217.

Staehli Hodel EM, Csajka C, Ariey F, Guidi M, Kabanywanyi AM, Duong S,
Decosterd LA, Olliaro P, Beck HP, Genton B: Effect of single nucleotide
polymorphisms in cytochrome P450 isoenzyme and N-acetyltransferase
2 genes on the metabolism of artemisinin-based combination therapies
in malaria patients from Cambodia and Tanzania. Antimicrob Agents
Chemother 2013, 57:950-958.

Sandanaraj E, Jada SR, Shu X, Lim R, Lee SC, Zhou Q, Zhou S, Goh BC,
Chowbay B: Influence of UGT1A9 intronic 1399C > T polymorphism on
SN-38 glucuronidation in Asian cancer patients. Pharmacogenomics J
2008, 8:174-185.

Kim JY, Cheong HS, Park BL, Kim LH, Namgoong S, Kim JO, Kim HD, Kim YH,
Chung MW, Han SY, Shin HD: Comprehensive variant screening of the
UGT gene family. Yonsei Med J 2014, 55:232-239.

Zhu F, Du F, Li X, Xing J: An investigation of the auto-induction of and
gender-related variability in the pharmacokinetics of dihydroartemisinin
in the rat. Malar J 2012, 11:379.

Duthaler U, Keiser J, Huwyler J: Development and validation of a liquid
chromatography and ion spray tandem mass spectrometry method for
the quantification of artesunate, artemether and their major metabolites
dihydroartemisinin and dihydroartemisinin-glucuronide in sheep plasma.
J Mass Spectrom 2011, 46:172-181.

Nguyen DV, Nguyen QP, Nguyen ND, Le TT, Nguyen TD, Dinh DN, Nguyen
TX, Bui D, Chavchich M, Edstein MD: Pharmacokinetics and ex vivo
pharmacodynamic antimalarial activity of dihydroartemisinin-
piperaquine in patients with uncomplicated falciparum malaria in
Vietnam. Antimicrob Agents Chemother 2009, 53:3534-3537.

24.

25.

26.

27.

28.

Page 9 of 9

Asimus S, Elsherbiny D, Hai TN, Jansson B, Huong NV, Petzold MG,
Simonsson US, Ashton M: Artemisinin antimalarials moderately affect
cytochrome P450 enzyme activity in healthy subjects. Fundam Clin
Pharmacol 2007, 21:307-316.

Khanh NX, de Vries PJ, Ha LD, van Boxtel CJ, Koopmans R, Kager PA:
Declining concentrations of dihydroartemisinin in plasma during 5-day
oral treatment with artesunate for Falciparum malaria. Antimicrob Agents
Chemother 1999, 43:690-692.

Li XQ, Bjérkman A, Andersson TB, Gustafsson LL, Masimirembwa CM:
Identification of human cytochrome P(450)s that metabolise anti-
parasitic drugs and predictions of in vivo drug hepatic clearance from
in vitro data. Fur J Clin Pharmacol 2003, 59:429-442.

Mehlotra RK, Bockarie MJ, Zimmerman PA: Prevalence of UGTTA9 and
UGT2B7 nonsynonymous single nucleotide polymorphisms in West
African, Papua New Guinean, and North American populations. £ur J Clin
Pharmacol 2007, 63:1-8.

Guo D, Pang LF, Han Y, Yang H, Wang G, Tan ZR, Zhang W, Zhou HH:
Polymorphisms of UGT1A9 and UGT2B7 influence the pharmacokinetics
of mycophenolic acid after a single oral dose in healthy Chinese
volunteers. Eur J Clin Pharmacol 2013, 69:843-849.

doi:10.1186/1475-2875-13-478

Cite this article as: Zang et al.: The effect of UGTs polymorphism on the
auto-induction phase Il metabolism-mediated pharmacokinetics of
dihydroartemisinin in healthy Chinese subjects after oral administration of
a fixed combination of dihydroartemisinin-piperaquine. Malaria Journal

2014 13478.

( R
Submit your next manuscript to BioMed Central
and take full advantage of:
¢ Convenient online submission
¢ Thorough peer review
* No space constraints or color figure charges
¢ Immediate publication on acceptance
¢ Inclusion in PubMed, CAS, Scopus and Google Scholar
* Research which is freely available for redistribution
Submit your manuscript at -
www.biomedcentral.com/submit ( BiolVed Central

& J




	Abstract
	Background
	Methods
	Results
	Conclusions

	Background
	Methods
	Chemicals and reagents
	Instrumentation
	Quantification of DHA and its metabolite DHA-Glu
	Method validation
	Drug administration and sample collection
	Pharmacokinetics and statistical analysis

	Results
	LC-MS method for determination of DHA and its metabolite DHA-Glu
	Pharmacokinetics of DHA and its metabolite DHA-Glu
	The polymorphic effect of UGT1A9 (I399C > T) and UGT2B7 (802C > T)

	Discussion
	Conclusions
	Additional file
	Abbreviations
	Competing interests
	Authors’ contributions
	Acknowledgements
	Author details
	References

