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a b s t r a c t

Mitragynine is the primary active alkaloid extracted from the leaves of Mitragyna speciosa Korth, a plant
that originates in South-East Asia and is commonly known as kratom in Thailand. Kratom has been used
for many centuries for their medicinal and psychoactive qualities, which are comparable to that of opiate-
based drugs. Kratom abuse can lead to a detectable content of mitragynine residue in urine. Ultra trace
amount of mitragynine in human urine was determined by a high performance liquid chromatography
coupled to an electrospray tandem mass spectrometry (HPLC-ESI/MS/MS). Mitragynine was extracted
by methyl t-butyl ether (MTBE) and separated on a HILIC column. The ESI/MS/MS was accomplished
using a triple quadrupole mass spectrometer in positive ion detection and multiple reactions monitoring
rine drug test

orensic
PLC-MS/MS

(MRM) mode. Ajmalicine, a mitragynine’s structure analog was selected as internal standard (IS) for
method development. Quality control (QC) performed at three levels 0.1, 1 and 5 ng/ml of mitragynine
in urine gave mean recoveries of 90, 109, and 98% with average relative standard deviation of 22, 12
and 16%, respectively. The regression linearity of mitragynine calibration ranged from 0.01 to 5.0 ng/ml
was achieved with correlation coefficient greater than 0.995. A detection limit of 0.02 ng/ml and high
precision data within-day and between days analysis were obtained.
. Introduction

Mitragynine, chemically known as 9-methoxy-corynantheidine,
he primary active alkaloid in the plant Mitragyna speciosa Korth,
hich is commonly known as kratom in Thailand [1]. Leaves of

ratom have been used by the natives of Southeastern Asian coun-
ries, including Thailand, Malaysia, and Myanmar since the early
9th century, because of the plant’s analgesic and stimulant effects
2,3]. Kratom has been also used as a substitute for opium and
or withdrawal treatment of morphine addicts [4]. The chemical
tructures and pharmacological properties of mitragynine and its
nalogues have been much studied [2,4–6]. As well as narcotic, anal-
esic, and stimulant-like effects, due to agonistic action on opioid
eceptors [2,7–9], mitragynine and its analogues have been shown
o have inhibitory effects on neurogenic systems, in animal exper-

ments [10–12].

Despite these interesting pharmacological properties, little
ork has been done on the analysis of mitragynine and its

nalogues in human specimens. The current widespread avail-
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E-mail address: lus@wadsworth.org (S. Lu).

570-0232/$ – see front matter © 2009 Elsevier B.V. All rights reserved.
oi:10.1016/j.jchromb.2009.06.024
© 2009 Elsevier B.V. All rights reserved.

ability of kratom on the Internet reflects the extensive demand
for this product in the world, and is indicative of an emerg-
ing trend to use kratom as a non-controlled drug substance to
replace morphine-like drugs, since kratom usage is not moni-
tored by most of the national drug abuse surveys including U.S.
[3,13].

An emergency biomonitoring method for detecting of the use
of this substance was requested by New York State Poison Control
Center for a patient found unresponsive after using this drug. This
study describes the development of a suitable bioanalytical method
to quantify trace amounts of mitragynine in human urine speci-
mens by HPLC-MS/MS. Several natural substances were evaluated
as potential internal standard (IS) for the method development. The
typical isotopically labeled analog to the target compound would
be optimal choice; however, since no isotopically labeled mitrag-
ynine is commercially available, ajmalicine, a structural analog to
mitragynine, was selected as IS. Blank urine was used as the matrix
throughout the method development. Liquid extraction of the urine
spiked with mitragynine was carried out, and several organic sol-

vents, such as ethyl ether, ethyl acetate, and methyl t-butyl ether
(MTBE) were evaluated. The quality control (QC) requirements
include the demonstration of low system background, high accu-
racy, and high precision; acceptance criteria were also established
for the method development.

http://www.sciencedirect.com/science/journal/15700232
http://www.elsevier.com/locate/chromb
mailto:lus@wadsworth.org
dx.doi.org/10.1016/j.jchromb.2009.06.024
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. Experimental

.1. Reagents

The raw kratom leaves powder which was used for mitragynine
tandard preparation, was purchased from an Internet store as 15×
aw leaf extract. Ajmalicine (C21H24N2O3, purity 99%), anhydrous
i-sodium hydrogen orthophosphate, acetic acid 99.8%, ammonium
cetate 99.99%, and ammonium hydroxide A.C.S. reagent were pur-
hased from Aldrich Chemical Company Inc. (Milwaukee, WI, USA).
ll solvents used were HPLC grade or better, and were supplied by
allinckrodt Baker Inc. (Phillipsburg, NJ, USA). SilicAR 60 Å silica-

el was obtained from Mallinckrodt Baker (Paris, KY, USA). Purified
ater was prepared in the laboratory with a Nanopure Diamond
ater system (Barnstead International Inc., Dubuque, IA, USA).

.2. LC-MS/MS instrument

The HPLC-MS/MS system consisted of an Agilent Technologies
200 Series HPLC (Wilmington, DE, USA) equipped with a vacuum
egasser, a binary pump, a thermostatted column compartment,
nd an autosampler. The HPLC system was coupled to an API-2000
riple quadrupole mass spectrometer (Applied Biosystems/MDS
CIEX, Toronto, Canada), which was equipped with a turbo elec-
rospray ionization (ESI) source, operated in positive mode using
itrogen as nebulizer gas. The ESI sheath gas was set at 50 psi.
he operating MS/MS parameters are detailed in Section 3.1. HPLC-
S/MS data were collected and processed by Analyst software,

ersion 1.4.2 (Applied BioSystems/MDS SCIEX).
HPLC separation was performed on a silica-gel based Waters

Milford, MA, USA) 50 mm × 3.0 mm (length × i.d.), 3 �m (particle
ize) Atlantis HILIC column thermostatted at 40 ◦C; it used mobile
hase A, consisting of 5 mM ammonium acetate, and mobile phase
consisting of methanol, at a flow rate of 0.25 ml/min. A sample

olume of 10 �l was injected onto the HPLC column. Separation was
arried out according to the following gradient program: 0–3 min,
0% B to 100% B; 3.1–7 min, and 90% B.

.3. Purification of mitragynine

Mitragynine standard used in this study was extracted and
urified in our laboratory from raw kratom, since no mitragynine
tandard is commercially available. The process of isolation and
urification of mitragynine was previously described by Houghton
t al. [14], Ponglux et al. [15], and Janchawee et al. [16]. Briefly, an
queous suspension of kratom raw leaf extract (5 g in 100 ml 10%
cetic acid), was filtered through filter paper, and then extracted
ith 100 ml of n-hexane. The aqueous solution was adjusted to pH
with 25% aqueous ammonium hydroxide solution, and extracted

gain with n-hexane and then dichloromethane. The extracts were
ashed using deionized water, and then dried with sodium sulfate

nhydrous. Solvent was removed with a rotary evaporator until dry-
ess. An aliquot of residue (1 g) in dichloromethane was subjected
wice to silica-gel column chromatography, and was eluted with
0% methanol in chloroform. The eluate was evaporated to dry and
ecrystallized with methanol and chloroform, to yield a major alka-
oid (0.1 g), which appeared as a single spot on a silica thin layer
hromatography (TLC) analysis using ethyl acetate/methanol (4/1,
/v) as mobile phase. In general, 10 g of 15× kratom raw leaf extract
ields approximately 0.5 g of purified mitragynine (about 5% yield
ased on the crude extract weight).
Purified mitragynine was found to produce a predominant
ingle chromatographic peak upon spectroscopic analysis by an
gilent 6972/5972 gas chromatography-mass spectrometry (GC-
S) (Agilent Technologies Inc., Wilmington, DE, USA), operated in

lectron impact (EI) with scan mode (100–500 m/z) using Chem-
77 (2009) 2499–2505

Station Version A 3.00 software (Agilent Technologies Inc.) The
spectrum of purified mitragynine (C23H30N2O4, exact molecular
mass = 398.2207) was confirmed by comparison to the NIST 98
mass spectral library. Mitragynine obtained from this procedure
was approximately 95% pure, based on comparison the peak area
of mitragynine to other minor impurities from GC-MS analysis, and
was used as the analytical standard throughout the method devel-
opment.

2.4. Preparation of standard solutions

Stock solutions of 500 �g/ml of mitragynine and 100 �g/ml
of ajmalicine (IS) were prepared by dissolution of standard com-
pounds in 100% methanol. The stock solution was further diluted
with methanol for preparation of working standard solutions at
lower concentrations. All solutions were stored at −20 ◦C, and were
thawed and vortex mixed at room temperature before use. The stock
solutions are stable during a study period of 60 days.

2.5. Sample extraction

Both pooled blank and patient urine samples were stored at
−80 ◦C until analysis. Urine samples were thawed and 2.0 ml aliquot
was transferred to 10 ml clear glass screw-top culture tube (Kimax,
Veniland, NJ, USA) and spiked with 20 �l of 100 ng/ml IS working
solution. 500 �l of Na2HPO4 buffer (0.5 M aqueous, which had been
adjusted to pH 11 with 25% aqueous sodium hydroxide) was added
to each urine sample, and the mixture was vortexed for 30 s. A
3 ml of MTBE was further added to the samples, which was then
shaken vigorously on an Eberbach 6000 reciprocating shaker (Ann
Arbor, MI, USA) for 20 min, and centrifuged in an Eppendorf 5804
centrifuge (Hamburg, Germany) at 1000 × g for 10 min. The super-
natant was then transferred to another clean tube and evaporated
to dryness under a gentle nitrogen stream at 45 ◦C, using a Zymark
Turbovap LV concentrator (Hopkinton, MA, USA). The extract was
finally reconstituted in 1 ml of methanol and transferred to a sample
vial for HPLC-MS/MS analysis.

2.6. Calibration

Quantitation of mitragynine was calibrated by IS technique,
using Analyst software. The calibration curve was constructed by
plotting the ratios of the peak area of mitragynine and IS against the
ratios of concentration of mitragynine and IS. Regression analysis
with weighting factor of 1/x was conducted to obtain the calibration
equation and correlation coefficient (r). Linearity was evaluated
through preparation of seven standard concentrations of mitrag-
ynine in blank urine samples at the concentrations of 0.01, 0.025,
0.05, 0.2, 1, 2.5, and 5.0 ng/ml. The IS was added and the calibra-
tion samples were then extracted as described in Section 2.5, before
HPLC-MS/MS analysis. Established acceptance limits for calibration
curve of mitragynine were ±20% for relative standard deviation
(RSD) for all response factors, and correlation coefficient of 0.99
or greater.

2.7. Method development and quality control

Method development was performed in accordance with the
Guidance for Industry: Bioanalytical Method Validation [17]. Pooled
blank urine, which was free of mitragynine, was mixed and filtered
through grade 3 filter paper (Whatman International Ltd., Spring-

field Mill, UK), and used as sample matrix throughout the method
development.

The QC samples include three matrix samples, which were
spiked with mitragynine at 0.1, 1.0 and 5.0 ng/ml, and one matrix
blank. The matrix spike samples were stored at −80 ◦C until use.
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ig. 1. Mass spectra of mitragynine. (A) Positive ESI in full-scan mode, and (B) in tra

The precision, expressed as a relative standard deviation (RSD),
nd the recoveries (quantified value/spiked value) were evaluated,
ithin-day, by determination of mitragynine amounts in three

piked levels cited above. Inter-day precision was determined by
aily assay of the samples at four timepoints: when fresh, after
day, 7 days, and 28 days of storage at −80 ◦C. Accuracy was

cceptable when the recovery was within ±30% of the nominal con-
entration. The acceptance criterion for precision was an RSD value
ithin ±20%.

The method detection limit (MDL) was set at three times the
tandard deviation of the calculated concentration above the mean
oncentration, as determined in seven replicates of the matrix
pike at 0.025 ng/ml mitragynine. The lower limit of quantification
LLOQ) of mitragynine was set at five times of the MDL.

. Results and discussion

.1. MS/MS optimization

The operating parameters for the ESI source were optimized to
btain the best mass spectrometric performance for both mitrag-
nine and ajmalicine. The molecular ion and product ions of
itragynine and ajmalicine were observed through continuous

nfusion of each compound at the concentration of 1 �g/ml in
ethanol, with the ESI source operating in both positive and neg-

tive modes. Full-scan mass spectra were recorded from 35 to
50 amu for evaluation of the performance of the signal in each

onization mode. The signal intensities obtained in positive mode
ere found to be much higher than those in negative mode, for both
itragynine and ajmalicine. Full-scan daughter mass spectra were
lso evaluated, with continuous infusion in product-ion scan mode.
he most abundant product ion for each compound was selected for
S/MS quantification.

The full-scan mass spectrum of mitragynine showed a strong
ignal for the ion at m/z = 399 corresponding to the protonated
on of [M+H]+ m/z 399 product-ion scan mode acquired at collision energy of 40 eV.

molecular ion [M+H]+ (Fig. 1A). Few ion fragments observed in the
full-scan mass spectrum of mitragynine indicate that the molecular
ion is very stable. The product ion spectrum of mitragynine showed
abundant daughter ions at m/z = 174, 226, and 238 generated at a
collision energy (CE) of 40 eV (Fig. 1B), suggesting that the precursor
ion m/z = 399 is readily converted to the product ions m/z = 174, 226
and 238 under collisionally activated dissociation (CAD) conditions.
The masses of mitragynine product ions (daughter ions) were mea-
sured and their corresponding empirical formula was calculated
using the Analyst software, version 1.4.2 (Applied BioSystem/MDS
Sciex). The fragment patterns of mitragynine under CAD conditions
are shown in Fig. 2. The most abundant daughter ion at m/z 174,
is a good candidate to monitor the quantitative transition of m/z
399 > 174 during the CAD reaction using MRM experiment, while
the multiple second transitions of m/z 399 > 226 and m/z 399 > 238
can be used as confirmation ions, which are the only characteristics
of mitragynine.

The full-scan and product-ion scan mode spectra of the
ajmalicine exhibited the precursor ion at m/z 353, corresponding to
compound’s protonated molecular ion [M+H]+ (Fig. 3A), and the ion
at m/z 144 as the most abundant daughter ion obtained at collision
energy of 30 eV (Figs. 3B and Fig. 4). No other important fragments
were observed for this compound. Therefore, the transition m/z
353 > 144 was chosen for quantification of ajmalicine in the MS/MS
experiment.

MS/MS parameters, include ionization energies, temperature,
and the voltages applied to the ESI source, were optimized in MRM
mode for both mitragynine and ajmalicine infused at 1 �g/ml in
90:10 of methanol:ammonium acetate (5 mM) at 0.25 ml/min using
flow injection analysis (FIA) optimization (Table 1). For optimum
MS/MS precision, there must be at least 20 scans across the peak.

The optimization of the flow rates of nebulizing gas, auxiliary gas,
and curtain gas was also performed by FIA to maximize the sen-
sitivity of the MRM signals for mitragynine and ajmalicine. The
quantitation of mitragynine was performed in MRM mode with
three mass transitions of m/z 399 > 174, 399 > 226, and 399 > 238
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Fig. 2. Chemical structure of protonated mitragynine (I) and tentative identification of its fragment patterns (II, III, IV, and V) under CAD conditions. The structure analog to
V was suggested by Khmel’nitskii [18].

Fig. 3. Mass spectra of ajmalicine. (A) Positive ESI in full-scan mode, and (B) in transaction of [M+H]+ m/z 353 product-ion scan mode acquired at collision energy of 30 eV (B).
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ig. 4. Chemical structure of protonated ajmalicine (VI) and tentative identification
f its fragment patterns (VII, and VIII) under CAD conditions. The structure of VIII
as suggested by Khmel’nitskii [18].

o enhance the signal sensitivity, while only the transition m/z
53 > 144 was used for ajmalicine. The dwell time was set at 800 ms
or both compounds.

.2. LC analysis

The HPLC separation of mitragynine and ajmalicine was
nitially performed on the Agilent Zorbax Extend-C18 col-
mn (4.6 mm × 150 mm i.d. × length; 3.5 �m particle size) using
ethanol and 5 mM ammonium acetate as binary eluent solvents.

he MS/MS operating parameters obtained in MRM mode described
n the section above were applied for the quantification of mitragy-
ine and ajmalicine. As previously reported by Janchawee et al. [16],
itragynine is insoluble in water but freely soluble in methanol.
e found both mitragynine and ajmalicine to be readily soluble in
90:10 mixture of methanol and 5 mM ammonium acetate. How-

ver, due to their strong hydrophobicity, the LC separation of these
wo compounds was not completely achievable on the C18 column:
hen a lower percentage of methanol was used, the mitragynine

eak shape became broader and lower intense, while at a higher
ercentage of methanol, the two compounds almost co-eluted. On
he other hand, the LC separation of mitragynine and ajmalicine is
lso dependent on the pH of the eluent: loss of mitragynine can
ccur due to hydrolysis of the compound at high pH.
A polar silica-gel based on stationary phase was used for this
tudy. The separation of mitragynine and ajmalicine was achieved
ith a Waters Atlantis HILIC column (50 mm × 3.0 mm length × i.d.;
�m particle size) eluted in a 90:10 mixture of methanol and

able 1
ptimized MS/MS operating parameters for mitragynine and ajmalicine obtained

rom API 2000 tandem mass spectrometry.

S/MS parameter Mitragynine Ajmalicine

olarity Positive Positive
recursor ion (m/z) 399 353
roduct ion (m/z) 174, 226, 238 144
ollision energy (eV) 45 40
eclustering potential (V) 50 50

onspray voltage (V) 4500 4500
on source temperature (◦C) 550 550
77 (2009) 2499–2505 2503

5 mM ammonium acetate. A matrix standard, which contained both
mitragynine and the ajmalicine in blank urine, was tested under the
same conditions to reveal matrix effects and possible interferences.
A typical matrix standard chromatogram is shown in the Fig. 5A
and B. No interference was observed in the analyte or IS retention
windows. The retention times for mitragynine and ajmalicine were
2.4 and 1.2 min, respectively. The separation of mitragynine and
ajmalicine on HILIC column was also observed at three different
temperatures of 30, 40 and 50 ◦C. Since no significant improvement
was obtained, the column was thermostatted at 40 ◦C in order to
reduce the LC pump back pressure.

3.3. Evaluation of liquid extraction

Urine has long been used for drug abuse testing, because the con-
centrations of metabolites and/or parent drugs are usually higher in
this matrix than in other biological matrices, such as blood or oral
fluid, and because larger volumes are readily available for collection
[19]. Liquid–liquid extraction is widely used for sample clean-up.

We evaluated mitragynine liquid–liquid extraction with three
solvents, ethyl acetate, ethyl ether and MTBE. Recoveries, defined
as the ratio between quantified value and control spiked value, were
determined using four replicate pooled urine samples, each spiked
with mitragynine and ajmalicine at 1 ng/ml, and processed as sam-
ples. The control samples are the blank urine extracts, which were
added, with the mitragynine and ajmalicine standard, just before
injection.

The recoveries of mitragynine extracted by ethyl acetate, ethyl
ether, and MTBE were 49, 82, and 81%, respectively (Table 2). Thus,
ethyl ether and MTBE produced good recoveries for both mitragy-
nine and ajmalicine. However, the use of ethyl ether can result to a
larger deviation for the mitragynine recovery during the extraction
process, due to this solvent’s high volatility; therefore, MTBE was
selected as the solvent for extraction of mitragynine through the
remaining method development.

3.4. Quality control and method validation

A performance assay was carried out on urine samples spiked
with mitragynine at seven concentrations ranging from 0.01 to
5 ng/ml, and processed as described in Section 2.6. All spike lev-
els were run in triplicate. The linear regression plot of the area
ratios (analyte/IS) versus the compound’s concentration ratios with
a weighting factor of 1/x (x: concentration) indicated an accuracy
of 90–115%, and a correlation factor r > 0.995.

Three QC samples at 0.1, 1, and 5 ng/ml, representing low, mid-
dle and high spiking levels, were used for method validation; this
concentration range is suited both to the instrument sensitivity,
and to the liquid–liquid extraction of mitragynine in human urine.
If a sample contains mitragynine at a concentration above the
calibrated linear range, then an appropriate dilution of extract is

required.

Matrix effects were studied by comparing the retention times
and peak areas of mitragynine in neat solutions, pre-extraction
spiked and post-extraction spiked urinary extracts in concen-
trations from 0.025 to 2.5 ng/ml. The retention times were not

Table 2
Mean extraction recoveries of mitragynine (analyte) and ajmalicine (IS) at level of
1 ng/ml in different solvents (five replicates each).

Solvent Mitragynine Ajmalicine

Mean recovery, % RSD Mean recovery, % RSD

Ethyl acetate 49 13 60 15
Ethyl ether 82 12 90 10
MTBE 81 8 92 8
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urine was 0.02 ng/ml (RSD = 21%). The LLOQ of mitragynine in urine
was 0.1 ng/ml. The MDL and LLOQ for this method are much lower
than the values reported previously by Janchawee et al. [16] using
ig. 5. HPLC-MS/MS extracted chromatograms of mitragynine (left) and ajmalicine
ser. The transitions of m/z 399 > 174, 399 > 226, and 399 > 238 were used to monito

hanged and the mitragynine extraction recovery yields, without
S adjustment, were ranged from 53 to 88%. The peak areas of
eat solutions and post-extraction spiked extracts were identical
data not shown). Therefore, there were no significant matrix effects
ound in our analytical method.

The low system background of mitragynine in the blank urine
ample is demonstrated in Fig. 5A. The overall recoveries of mitragy-
ine were found to be between 80 and 110% across the three spiking

evels of 0.1, 1, and 5 ng/ml, and for both intra-day and inter-day
tudies. Intra-day assay precision (RSD) values were respectively 12

nd 16% for matrix spiked at 1 and 5 ng/ml urine. The lowest spiking
evel, at 0.1 ng/ml, yielded a higher RSD, 22% (Table 3). The accuracy
f the method is in agreement between the spiking concentrations
nd the measured values.

able 3
ntra-day assay precision for mitragynine determination in human urine in triplicate
or each level.

ominal concentration (ng/ml) Measured concentration (ng/ml) RSD

.1 0.1 22
.0 1.1 12
.0 4.9 16
. (A) Blank urine, (B) 5 ng/ml standard solution, and (C) urine extract from a kratom
agynine, and the transition of m/z 353 > 144 was used for ajmalicine.

The maxima of inter-day assay precision of RSD 33, 16 and
16% were obtained at concentrations of 0.1, 1.0 and 5.0 ng/ml
urine, respectively (Table 4). No significant differences in mitrag-
ynine recoveries were observed in the intra-day and inter-day
studies. Both results are within the range of acceptance crite-
ria.

The MDL, determined in seven replicates, for mitragynine in
an HPLC-UV detection.

Table 4
Inter-day assay precision for mitragynine in urine measured in triplicate for each
level.

Analysis time
(age of sample)

0.1 ng/ml 1 ng/ml 5 ng/ml

Mean
recovery, %

RSD Mean
recovery, %

RSD Mean
recovery, %

RSD

Fresh 90 22 109 12 98 16
1 day 80 33 93 16 94 5
7 days 90 11 102 7 96 10
28 days 110 9 115 13 103 8



gr. B 8

3

b
M
l
l
d
a
o
a
t
c
o

4

i
d
o
s
r
s
c
a
m
s
w
t
f

i
a
a
f

[
[

[

[

[
[

[

[

S. Lu et al. / J. Chromato

.5. Application

A forensic sample from an alleged kratom user was provided
y the Upstate New York Poison Control Center, SUNY Upstate
edical University, and was kept at −80 ◦C until analysis. The pre-

iminary analysis of the urine extract showed that mitragynine
evel was largely above the calibration range. The sample was then
iluted 20-fold with methanol and analyzed in triplicate to enable
precision determination at a 95% confidence level. An amount

f 167 ± 15 ng/ml mitragynine residue was found in the sample
s evident from the HPLC-MS/MS (Fig. 5C). The recorded MS/MS
ransitions of m/z 399 > 174, 399 > 226, and 339 > 238, which are
haracteristics of mitragynine molecule, confirmed the presence
f this compound in the urine extract.

. Conclusion

The accessibility of kratom as a form of illicit substance abuse has
ncreased via the Internet. Until now, there has been no means to
etect or confirm drug exposure thus making any and all clinical
bservations related to suspected use entirely speculative. Con-
umption of kratom can lead to a detectable content of mitragynine
esidue and its metabolite in urine. Mitragynine residue in urine
ample was extracted using MTBE and analyzed on HILIC column
oupled to a tandem mass spectrometry. Ajmalicine was found to be
suitable IS both for the extraction and the HPLC-MS/MS analysis of
itragynine. High accuracy, precision, and sensitivity were demon-

trated for HPLC-MS/MS analysis of mitragynine in urine matrix,
ith detection and quantitation limits of 0.02 and 0.1 ng/ml, respec-

ively. The availability of a certified mitragynine standard would
acilitate analysis and monitoring studies.
The development of this method will make further clin-
cal observation and future research possible relative to the
cutely poisoned patient. The study of mitragynine metabolites
nd solid phase extraction (SPE) will be developed in a near
uture.

[
[

77 (2009) 2499–2505 2505

Acknowledgements

This work was funded in part by CDC Cooperative Agree-
ment “Public Health Preparedness and Response to Bioterrorism–
Chemical Agents” Number U90/CCU216988. We are also grateful to
the Wadsworth Center, New York State Department of Health for
support of this research.

References

[1] E. Shellard, Bull. Narc. 26 (1974) 41.
[2] S. Thongpradichote, K. Matsumoto, M. Tohda, H. Takayama, N. Aimi, S. Sakai, H.

Watanabe, Life Sci. 62 (1998) 1371.
[3] K.M. Babu, C.R. McCurdy, E.W. Boyer, Clin. Toxicol. (Phila.) 46 (2008)

146.
[4] H. Takayama, Chem. Pharm. Bull. (Tokyo) 52 (2004) 359.
[5] D.E. Zacharias, R.D. Rosenstein, G.A. Jeffrey, Acta Cryst. 18 (1965) 1039.
[6] H. Takayama, M. Maeda, S. Ohbayashi, M. Kitajima, S. Sakai, N. Aimi, Tetrahedron

Lett. 36 (1995) 9337.
[7] K. Matsumoto, M. Mizowaki, T. Suchitra, H. Takayama, S. Sakai, N. Aimi, H.

Watanabe, Life Sci. 59 (1996) 1149.
[8] L.T. Yamamoto, S. Horie, H. Takayama, N. Aimi, S. Sakai, S. Yano, J. Shan, P.K. Pang,

D. Ponglux, K. Watanabe, Gen. Pharmacol. 33 (1999) 73.
[9] H. Takayama, H. Ishikawa, M. Kitajima, N. Aimi, J. Med. Chem. 45 (2002)

1949.
10] K. Watanabe, S. Yano, S. Horie, L.T. Yamamoto, Life Sci. 60 (1997) 933.
11] S. Tsuchiya, S. Miyashita, M. Yamamoto, S. Horie, S.I. Sakai, N. Aimi, H. Takayama,

K. Watanabe, Euro. J. Pharmacol. 443 (2002) 185.
12] K. Matsumoto, S. Horie, H. Takayama, H. Ishikawa, N. Aimi, D. Ponglux, T.

Murayama, K. Watanabe, Life Sci. 78 (2005) 187.
13] S. Assanangkornchai, A. Muekthong, N. Sam-Angsri, U. Pattanasattayawong,

Subst. Use Misuse 45 (2007) 2145.
14] P.J. Houghton, A.L. Ikram, M. Saidb, Phytochemistry 30 (1991) 347.
15] D. Ponglux, S. Wongseripipatana, H. Takayama, M. Kikuchi, M. Kurihara, M.

Kitajima, N. Aimi, S. Sakai, Planta Med. 60 (1994) 580.
16] B. Janchawee, N. Keawpradub, S. Chittrakarn, S. Prasettho, P. Wararatananurak,

K. Sawangjareon, Biomed. Chromatogr. 21 (2007) 176.
17] Guidance for Industry: Bioanalytical Method Validation, U.S. Department of
Health and Human Services, Food and Drug Administration Centre for Drug
Evaluation and Research (CDER), Centre for Veterinary Medicine (CVM), May
2001 BP.

18] R.A. Khmel’nitskii, Chem. Heterocyc. Compd. 10 (3) (1974) 253.
19] M. Concheiro, A. De Castro, O. Quintela, A. Cruz, M. Lopez-Rivadulla, J. Anal.

Toxicol. 31 (2007) 573.


	Quantitative analysis of mitragynine in human urine by high performance liquid chromatography-tandem mass spectrometry
	Introduction
	Experimental
	Reagents
	LC-MS/MS instrument
	Purification of mitragynine
	Preparation of standard solutions
	Sample extraction
	Calibration
	Method development and quality control

	Results and discussion
	MS/MS optimization
	LC analysis
	Evaluation of liquid extraction
	Quality control and method validation
	Application

	Conclusion
	Acknowledgements
	References


