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ABSTRACT: Kratom is widely consumed in the United States for
self-treatment of pain and opioid withdrawal symptoms. Mitragynine is
the most abundant alkaloid in kratom and is a μ-opioid receptor
agonist. 7-Hydroxymitragynine (7-HMG) is a mitragynine metabolite
that is a more potent and efficacious opioid than its parent
mitragynine. 7-HMG contributes to mitragynine’s antinociceptive
effects in mice, but evidence suggests it may also have a higher abuse
potential. This in vitro study demonstrates that 7-HMG is stable in
rodent and monkey plasma but is unstable in human plasma.
Surprisingly, in human plasma 7-HMG is converted to mitragynine
pseudoindoxyl, an opioid that is even more potent than either
mitragynine or 7-HMG. This novel metabolite is formed in human
plasma to a much greater extent than in the preclinical species tested (mouse, rat, dog, and cynomolgus monkey) and due to its μ-
opioid potency may substantially contribute to the pharmacology of kratom in humans to a greater extent than in other tested
species.
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Mitragynine is the most abundant and pharmacologically
well-characterized alkaloid (∼ 66% of total alkaloidal

content)1,2 contained in the psychoactive substance kratom
(Mitragyna speciosa Korth.). Mitragynine interacts with several
receptors3 including weak activity as a μ-opioid receptor
agonist.4 7-Hydroxymitragynine (7-HMG) is a major mitragy-
nine metabolite that in rodent models significantly contributes
to mitragynine’s analgesic and behavioral pharmacology.5 7-
HMG is 22-fold more potent than mitragynine as a μ-opioid
receptor agonist,6 and in the electrically stimulated guinea pig
ileum twitch assay, it is 13- fold more potent than morphine
(46-fold greater than mitragynine).7 In mice, mitragynine’s
antinociceptive properties can mostly be largely accounted for
by its conversion to 7-HMG,8 and while rats do not self-
administer mitragynine, they will self-administer 7-HMG.9 If
rodent and human mitragynine metabolism is similar, then
these data would suggest that 7-HMG may have a significantly
higher abuse potential than that of mitragynine. However,
different species often show significant quantitative and/or
qualitative differences in drug metabolism, so following
mitragynine/kratom consumption human exposure to 7-
HMG may differ from that of rodents. One example of the
differences between species is how rodents predominantly
metabolize morphine to its inactive morphine 3-O-glucur-
onide, while humans also form morphine 6-O-glucuronide, a

metabolite that is a more potent opioid agonist than its parent
morphine.10

The current study aims to increase understanding of human
systemic exposure to opioidergic mitragynine metabolites by
comparing the plasma stability of 7-HMG in human and model
animal species and elucidating the structures and activity
resulting from 7-HMG metabolism.

■ RESULT AND DISCUSSION

Plasma Stability of 7-HMG. To determine which
nonhuman animal model best predicts human exposure to 7-
HMG, we evaluated the stability of 7-HMG in pooled mouse,
rat, dog, monkey, and human plasma (Figure 1) under
standard in vitro conditions (incubation of 1 μM 7-HMG in
respective species plasma for 120 min at 37 °C). 7-HMG
stability varied markedly across species, with high stability
observed in mouse, rat, and monkey plasma (>80% 7-HMG
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remaining after 120 min incubation) and intermediate stability
in dog plasma (>61% 7-HMG remaining after 120 min). 7-
HMG was the least stable in human plasma (∼40% 7-HMG
remaining after 120 min) with a half-life (T1/2) of 98.7 min as
shown in Figure 1.
Plasma is known to catalyze numerous hydrolytic drug

metabolizing reactions, particularly ester cleavage, such as the
β-methoxyacrylate moiety found in 7-HMG. Therefore, we
next evaluated the stability of 7-HMG in human plasma in the
presence and absence of a protease inhibitor cocktail
comprised of 4-(2-aminoethyl)benzenesulfonyl fluoride hydro-
chloride, aprotinin, bestatin, E-64, EDTA, leupeptin, and
pepstatin A. Together this cocktail is sufficient to inhibit most
serine proteases, cysteine proteases, metalloproteases, and
calpain proteases. The chemical degradation of 7-HMG was
also assessed in a 50 mM phosphate buffer (pH 7.4) as a
control. In phosphate buffer alone, 7-HMG was stable, and in
human plasma, the protease inhibitors somewhat reduced the
rate of 7-HMG degradation (68% remaining at 120 min vs
46% in untreated human plasma; Figure 2). These data

suggested that 7-HMG was being enzymatically degraded.
However, the liquid chromatography high-resolution mass
spectrometry (LC-HRMS) analysis failed to identify a plasma
metabolite that corresponds to a 7-HMG hydrolysis product
with an expected m/z of 401.2071 (Figure S1).
Following incubation of 7-HMG with human plasma, two

unknown peaks (unknown-1 and -2) with the same nominal
mass (m/z 415.2227) and same daughter ions peaks (m/z
190.0863 and 226.1438) were observed. The abundance of
these metabolites increased in a manner proportional to the
incubation time of 7-HMG in human plasma (Figure 3).
Relative to the conversion in human plasma, the percent

conversion values of 7-HMG to unknown-1 in mouse, rat, dog,
and monkey plasma were 3.7 ± 0.0, 4.4 ± 0.3, 3.2 ± 0.0, and 8
± 0.0% (mean ± SD), respectively.
Similarly, relative to the conversion in human plasma, the

percent conversion values of 7-HMG to unknown-2 in mouse,
rat, and monkey plasma were 9.5 ± 0.7, 5.9 ± 0.3, and 10.6 ±
1%, respectively, and 28.0 ± 2.1% in dog plasma. These data
demonstrate that human plasma predominantly metabolized 7-
HMG to unknown-1. The degradation of 7-HMG in dog
plasma to unknown-1 and -2 explains somewhat the
contribution toward the total degradation, while other
degradation products in dog plasma remain to be identified.
Likewise, whether the conversion of 7-HMG in human plasma
was exclusively to unknown-1 and -2 remains to be identified.
A similar MS2 fragmentation pattern (Figure S2) was observed
for unknowns-1 and -2 and 7-HMG suggesting the same
molecular structure, i.e., unknown--1 and -2 are structural
isomers of 7-HMG.

Isolation, Purification, and Structure Elucidation of
Unknown-1 Metabolite. Multiple incubations of 7-HMG
with human plasma were necessary to obtain a sufficient
amount of unknown-1 for analysis using fractionation,
preparative thin-layer chromatography (TLC), and high-
performance liquid chromatography (HPLC) techniques.
The relative abundance of unknown-2 was almost 10-fold
lower than that of unknown-1 in human plasma, so it was not
further evaluated due to the challenges in obtaining enough
compound for further characterization. The 1H NMR
spectrum of unknown-1 (Figure S3) showed an unusual
aromatic first-order (large chemical shift separations and clear

Figure 1. Stability of 7-HMG in mouse, rat, dog, cynomolgus
monkey, and human plasma. The data represented as a percentage of
7-HMG remaining versus time in cross-species plasma). All values are
plotted as mean ± SD (n = 3).

Figure 2. Stability of 7-HMG in human plasma in the presence and
absence of protease cocktail inhibitor and 50 mM phosphate buffer
pH 7.4 control. The data are represented as a percentage of 7-HMG
remaining versus time in either human plasma with or without
protease cocktail inhibitor treatment and blank phosphate buffer pH
7.4. All values are plotted as mean ± SD (n = 3).

Figure 3. Unknown-1 (mitragynine pseudoindoxyl) and unknown-2
formation upon 7-HMG incubation with the mouse, rat, dog,
cynomolgus monkey, and human plasma. Two unknown peaks
(Unknown-1 and -2) were detected having mass transitions similar to
that of 7-HMG. These are represented as the concentration of
unknown-1 (mitragynine pseudoindoxyl, top) and ratio of unknown-2
to internal standard (IS) peak area (bottom) versus time. The inset in
the top panel represents the concentration of unknown-1
(mitragynine pseudoindoxyl) in species other than human. All values
are plotted as mean ± SD (n = 3).
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coupling pattern) spin-system AMX, where the aromatic
protons at δH 6.42 ppm (d, J = 8.1 Hz, 1H) and 6.15 ppm
(d, J = 8.0 Hz, 1H) were low-shifted in comparison with those
of 7-HMG at δH 7.20 ppm (d, J = 7.8 Hz, 1H), and 6.73 ppm
(d, J = 7.8 Hz, 1H). Additional 1H NMR signals of unknown-1
revealed the presence of one aromatic methoxy substituent, the
typical signals for the β-methoxy acrylate group, and aliphatic
protons, similar to those for 7-HMG (Figure S4), suggesting
that the structural changes are located in the ring B of the
corynanthe skeleton (Figure S4). The main differences
between unknown-1 and 7-HMG were the absence of a
quaternary carbon on 7-HMG at δC 81.0 ppm (Figure S5) and
the presence of the highly deshielded carbon on unknown-1 at
δC 199.5 ppm (Figure S6), suggesting conversion of the
quaternary hydroxylated carbon to a carbonyl carbon. The
presence of the quaternary carbon at δC 75.0 ppm is consistent
with a ring B rearrangement, resulting in a spiro linkage
between rings B and C of the corynanthe core (Figure S4).
Analysis of the 1H−1H correlation spectroscopy (COSY),
heteronuclear single quantum coherence spectroscopy
(HSQC), heteronuclear multiple bond coherence (HMBC),
and selective nuclear Overhauser effect (NOE) data (Figures
S7−S10) confirmed the difference between ring B of
unknown-1 and 7-HMG. Taken together, these data suggest
a semipinacol−pinacolone rearrangement, similar to the
biosynthetic pathway for oxindoles on corynanthe skeletons.11

By comparing the NMR data for unknown-1 with those of
reported corynanthe alkaloids, we concluded that unknown-1
was likely to be mitragynine pseudoindoxyl. We then
synthesized a mitragynine pseudoindoxyl standard using the
Varadi et al. procedure12 and demonstrated that the standard
and unknown-1 exhibited identical NMR spectra, UPLC
(retention times), and HRMS data (Figures S11−S13).
Therefore, we conclude that unknown-1 is mitragynine
pseudoindoxyl (Figure 4). Furthermore, we used the synthetic

standard of mitragynine pseudoindoxyl to quantify the
percentage of mitragynine pseudoindoxyl formed via the
plasma incubation of 7-HMG. The percentages of mitragynine
pseudoindoxyl formed at the end of 120 min of incubation of
7-HMG in mouse, rat, dog, monkey, and human plasma were
2.0 ± 0.0, 2.4 ± 0.2, 1.7 ± 0.0, 4.3 ± 0.2, and 53.8 ± 1.6%,
respectively. Also, we evaluated the stability of mitragynine
pseudoindoxyl in the plasma of each tested species using
experimental conditions similar to those used for 7-HMG.
Mitragynine pseudoindoxyl was found to be stable in the
plasma of each species, confirming that the conversion of 7-
HMG to mitragynine pseudoindoxyl is irreversible (Figure
S14).

Plasma enzymes are known to catalyze hydrolytic and chiral
inversion reactions, but to the best of our knowledge
semipinacol rearrangement reactions such as those observed
here have not been previously described to occur in
mammalian plasma. Furthermore, mitragynine pseudoindoxyl
biosynthesis has not even been reported in Mitragyna speciosa,1

although Zarembo et al. have reported that some fungi can
catalyze the semipinacol rearrangement of mitragynine into
mitragynine pseudoindoxyl.13

The discovery that 7-HMG is converted in mitragynine
pseudoindoxyl in human but not rodent plasma not only is
unexpected but also may significantly alter our conclusions
about the translatability of mitragynine findings using rodent
models to the human condition.8,9,14 While 7-HMG is more
potent and efficacious than mitragynine in its ability to activate
μ-opioid receptors, mitragynine pseudoindoxyl is yet more
potent and at least as efficacious as 7-HMG. In GTPγS
functional assays of μ-opioid activation, mitragynine pseudoin-
doxyl has been reported to be 31-fold more potent than 7-
HMG and 119-fold greater than mitragynine (EC50 1.7 ± 0.1
nM, Emax 84 ± 5%).12 In the electrically stimulated contraction
of guinea pig ileum model, mitragynine pseudoindoxyl is 20-
fold more potent than morphine at inhibiting contractions and
100-fold more potent than mitragynine.15 Previously, questions
have been raised about whether the observed pharmacological
activity in humans following kratom administration is due to
mitragynine or mediated by the metabolite, 7-HMG. The
systemic exposure of 7-HMG when calculated as percentage
ratio of area under the curve of 7-HMG to mitragynine
following mitragynine oral dosing of female beagle dogs16 was
found to be 12.6 ± 1.6%. This suggests that a reasonable
amount of 7-HMG is present in systemic circulation which
could be further metabolized to mitragynine pseudoindoxyl in
plasma; however, the absolute conversion rate of 7-HMG to
mitragynine pseudoindoxyl is unknown. These findings raise
the possibility that opioid-like effects may be mediated by a
combination of mitragynine, 7-HMG, and mitragynine
pseudoindoxyl. The abuse potential of mitragynine pseudoin-
doxyl has not been well characterized. However, 7-HMG has
been reported to have high abuse potential, and given that
mitragynine pseudoindoxyl is an even more potent opioid
agonist, it is likely to also be highly abusable.9

The metabolism of mitragynine to 7-HMG in humans is
known to be catalyzed by the enzyme CYP3A4,2,8 but the
mechanism of this newly discovered conversion into
mitragynine pseudoindoxyl in plasma is unknown. Addition-
ally, microsomal metabolism of mitragynine did not result in
the formation of mitragynine pseudoindoxyl in mouse, rat, dog,
monkey, or human liver microsomes. It is possible that this
plasma metabolism may be catalyzed by a genetically
polymorphic enzyme or enzymes, which would potentially
lead to substantial variability in an individual’s relative
exposure to 7-HMG and mitragynine pseudoindoxyl following
administration of a defined kratom dose. Given the difference
in potency between these two metabolites, such differential
exposure could result in population variability in the
pharmacological and adverse effects of kratom consumption.
In the present study, conversion of 7-HMG to mitragynine
pseudoindoxyl has been identified, but the extent of systemic
exposure will depend on the rates of 7-HMG biosynthesis and
its further conversion to mitragynine pseudoindoxyl, which
remain to be defined. Assuming similar rates of 7-HMG
formation across species, our in vitro plasma stability data

Figure 4. Novel metabolic conversion of 7-HMG to mitragynine
pseudoindoxyl in human plasma. The incubation of 7-HMG in human
plasma at 37 °C in 5% CO2 incubator at 100 rpm for 2 h resulted in
the metabolic conversion of 7-HMG to mitragynine pseudoindoxyl.
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suggest that systemic human exposure to 7-HMG in humans
may be lower than that in nonhuman species tested.
7-HMG is substantially metabolized by rat and monkey liver

microsomes (T1/2 = 15 and 26 min, respectively, Figure S15),
but metabolism in mouse, dog, and human liver microsomes
was much slower (T1/2 > 60 min, Figure S15). These systems
only establish the phase I metabolism of 7-HMG, but the data
suggest that liver metabolism of 7-HMG in rats and monkeys is
much greater than that in plasma. Furthermore, comparing the
7-HMG rate of metabolism in humans (plasma and liver
microsomes), the plasma metabolism of 7-HMG could form
substantial amounts of mitragynine pseudoindoxyl. Studies
comparing the intrinsic clearance of 7-HMG in plasma and
hepatocytes (phases I and II metabolic systems present) would
help us to gauge the relevance of plasma metabolism of 7-
HMG in the respective species and could be used to identify
species having a metabolic profile similar to humans for further
translational characterization.

■ CONCLUSION

This study has demonstrated the potential for human plasma
to form mitragynine pseudoindoxyl. Further research is
required to elucidate whether the same mechanisms also
reside in other tissue types, potentially resulting in significant
local exposure to this highly potent opioid.

■ EXPERIMENTAL SECTION

Plasma Stability of 7-HMG. The plasma stability of 7-
HMG (synthesized in-house from mitragynine) was performed
using heparinized pooled non-Swiss albino mouse (Innovative
Research, Novi, MI), Sprague−Dawley rat (GeneTex, Irvine,
CA), beagle dog (BioIVT, Hicksville, NY), cynomolgus
monkey (BioIVT, Hicksville, NY), and human plasma (with
sodium citrate as an anticoagulant; Innovative Research, Novi,
MI). 7-HMG was spiked in a respective species preincubated
plasma sample (n = 3) at a final concentration of 1 μM and
kept in a 5% CO2 incubator shaker (100 rpm) maintained at
37 °C. The concentration of organic solvents was kept below
0.5% (v/v).17,18 The aliquots (25 μL) were withdrawn at 0, 5,
15, 30, 60, and 120 min. The reaction was quenched by mixing
the aliquots with 4 volumes acetonitrile containing 10 ng/mL
phenacetin as IS. The quenched samples were vortex-mixed for
5 min, and these samples were then filtered through 0.45 μm
pore size 96-well filtration plate. The filtrate was then subjected
to ultraperformance liquid chromatography tandem mass
spectrometry analysis (UPLC-MS/MS). The sample analysis
was performed using a Waters Acquity UPLC system coupled
with Waters Xevo TQ-S micro mass spectrometer (Waters,
Milford, MA) using MassLynx V4.1 software (Waters, Milford,
MA). Chromatographic separations were performed on a
UPLC column Acquity, BEH, C18, 1.7 μm, 2.1 × 50 mm;
maintained at 50 °C temperature. The mobile phase consisted
of solvent A (10 mM ammonium acetate with 1% acetic acid in
water) and solvent B (acetonitrile) delivered at a flow rate of
0.35 mL/min with a linear gradient as follows: 25% B until 3
min, 25−40% B over 3.9 min, 40−70% B from 3.9 to 4 min,
decreased to 25% B from 4 to 4.6 min, and maintained at 25%
B until 5.5 min. The MS was operated in the positive
electrospray mode at a capillary temperature of 450 °C, source
temperature of 150 °C, capillary voltage of 0.5 kV, desolvation
gas flow of 900 L/h, and cone gas flow of 50 L/h. The analysis
was conducted in multiple reaction monitoring modes (MRM,

m/z 415.2 > 190.1). Enalapril for rodents and procaine or
disulfiram for nonrodent plasma were used as positive controls
to assess the enzyme activity. The positive control results were
comparable to published reports.19,20

Human Plasma Stability of 7-HMG with or without
Protease Inhibitors. 7-HMG at 1 μM was incubated with or
without a protease inhibitor cocktail treatment and in 50 mM
phosphate buffer pH 7.4 for 120 min at 37 °C in a CO2
incubator. Aliquots (25 μL) were withdrawn at 0, 5, 15, 30, 60,
and 120 min and mixed with 4 volumes of acetonitrile
containing IS. The quenched reaction mixtures were vortex-
mixed for 5 min and then filtered through a 0.45 μm 96-well
filtration plate. The filtrate was subjected to UPLC-MS/MS
analysis as described above. Procaine was used as a positive
control to assess esterases enzyme activity. The percentage of
parent compound remaining was calculated as the percentage
ratio of analyte peak to the IS peak area ratio at time t to that at
0 min.

Isolation, Purification, and Structure Elucidation of
Unknown-1 Metabolite. To identify the chemical structure
of the unknown-1 metabolite, multiple incubations of 7-HMG
(1 mM) with undiluted human plasma (1 mL) for 24 h at 37
°C were performed to obtain enough amount of metabolite
unknown-1. These incubation reactions were mixed and
quenched with 4 volumes of acetonitrile. The metabolite
unknown-1 was then isolated, purified using several chromato-
graphic techniques, and chemical structure elucidation was
performed by 1D and 2D NMR analyses. The details of
isolation, purification, and structural elucidation of unknown-1
(mitragynine pseudoindoxyl) and its chemical synthesis are
described in the Supporting Information.
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