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Abstract: AM-2201 is a synthetic cannabinoid that acts as a potent agonist at cannabinoid receptors
and its abuse has increased. However, there are no reports of the inhibitory effect of AM-2201 on
human cytochrome P450 (CYP) or uridine 5′-diphospho-glucuronosyltransferase (UGT) enzymes.
We evaluated the inhibitory effect of AM-2201 on the activities of eight major human CYPs (1A2, 2A6,
2B6, 2C8, 2C9, 2C19, 2D6, and 3A4) and six major human UGTs (1A1, 1A3, 1A4, 1A6, 1A9, and 2B7)
enzymes in pooled human liver microsomes using liquid chromatography–tandem mass spectrometry
to investigate drug interaction potentials of AM-2201. AM-2201 potently inhibited CYP2C9-catalyzed
diclofenac 4′-hydroxylation, CYP3A4-catalyzed midazolam 1′-hydroxylation, UGT1A3-catalyzed
chenodeoxycholic acid 24-acyl-glucuronidation, and UGT2B7-catalyzed naloxone 3-glucuronidation
with IC50 values of 3.9, 4.0, 4.3, and 10.0 µM, respectively, and showed mechanism-based inhibition
of CYP2C8-catalyzed amodiaquine N-deethylation with a Ki value of 2.1 µM. It negligibly inhibited
CYP1A2, CYP2A6, CYP2B6, CYP2C19, CYP2D6, UGT1A1, UGT1A4, UGT1A6, and UGT1A9 activities
at 50 µM in human liver microsomes. These in vitro results indicate that AM-2201 needs to be
examined for potential pharmacokinetic drug interactions in vivo due to its potent inhibition of
CYP2C8, CYP2C9, CYP3A4, UGT1A3, and UGT2B7 enzyme activities.

Keywords: AM-2201; cytochrome P450 inhibition; UDP-glucuronosyltransferase inhibition; human
liver microsomes; drug-drug interaction

1. Introduction

Synthetic cannabinoids are a group of substances with functionally similar effects to
∆9-tetrahydrocannabinol (THC), which is responsible for the major psychoactive effects of cannabis,
and generally bind to cannabinoid receptor type 1 (CB1) or 2 (CB2) [1]. The synthetic cannabinoid
JWH-018 was first detected in herbal smoking mixtures, called Spice, in 2008; 160 synthetic
cannabinoids are now monitored by the European Monitoring Centre for Drugs and Drug Addiction
(EMCDDA) through the EU Early Warning System [2]. The continued emergence of synthetic
cannabinoids on the recreational and illicit drug markets has caused unexpected and serious events
and has become a global public health issue [3–9]. AM-2201 (Figure 1) is a third-generation synthetic
cannabinoid, modified by introduction of a fluorine atom to JWH compounds, and exerts potent
pharmacological actions on brain function, causing psychoactive and intoxicating effects [10].
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Figure 1. Chemical structure of AM-2201. 

It has been increasingly found in recreational users and intoxication cases, as well as herbal 
products marketed for recreational use, such as incense blends [3,6,7,11–18]. Cytochrome P450 
(CYP) 1A2 and CYP2C9 enzymes play major roles in the metabolism of AM-2201 to 
4-hydroxyfluoropentyl-AM-2201, AM-2201 pentanoic acid, and 5-hydroxypentyl-AM-2201 [19]. 

Variability of drug metabolism due to inhibition and induction of uridine 
5'-diphospho-glucuronosyltransferase (UGT) enzymes, as well as CYP enzymes, is an important 
complicating factor in pharmacology and toxicology, drug therapy, environmental exposure, and 
risk assessment [20,21]. Phytocannabinoids, such as THC, cannabidiol, and cannabinol, inhibit 
CYPs 1A1, 1A2, 2A6, 2B6, 2C9, 2D6, 3A4, and 3A5 activities in human liver microsomes and 
recombinant CYP enzymes; cannabidiol is the most potent inhibitor of many CYPs [22–29]. 
Cannabidiol inhibited UGT1A9 and UGT2B7 activities, and cannabinol inhibited UGT1A9 activity 
in human liver and intestine microsomes and recombinant UGT enzymes [30]. Understanding the 
roles of synthetic cannabinoids in the regulation of CYP and UGT is necessary to predict individual 
differences in synthetic cannabinoid toxicity and to prevent toxic drug–drug interactions; however, 
the effects of synthetic cannabinoids, including AM-2201, on the regulation of CYP and UGT 
enzymes remain largely unknown. 

In this study, the inhibitory effects of AM-2201 on eight major human CYP activities (CYPs 
1A2, 2A6, 2B6, 2C8, 2C9, 2C19, 2D6, and 3A4) and six major UGT activities (UGTs 1A1, 1A3, 1A4, 
1A6, 1A9, and 2B7) were examined using pooled human liver microsomes to evaluate the 
possibility of AM-2201-induced drug interactions. 

2. Results and Discussion 

AM-2201 potently inhibited CYP2C9-catalyzed diclofenac 4′-hydroxylation and 
CYP3A4-mediated midazolam 1′-hydroxylation, with IC50 values of 11.9 and 6.9 µM, respectively, 
and moderately inhibited CYP2C8-catalyzed amodiaquine N-deethylation with an IC50 value of 53.8 
µM in human liver microsomes (Table 1).  

AM-2201 negligibly inhibited CYP1A2-mediated phenacetin O-deethylation, 
CYP2A6-mediated coumarin 7-hydroxylation, CYP2B6-mediated bupropion hydroxylation, 
CYP2C19-mediated [S]-mephenytoin 4′-hydroxylation, and CYP2D6-mediated bufuralol 
1′-hydroxylation activities at 50 µM in human liver microsomes (Table 1). AM-2201 competitively 
inhibited CYP2C9-catalyzed diclofenac 4′-hydroxylation and CYP3A4-catalyzed midazolam 
1′-hydroxylation, with Ki values of 3.9 and 4.0 μM, respectively (Figure 2, Table 1). 

Figure 1. Chemical structure of AM-2201.

It has been increasingly found in recreational users and intoxication cases, as well as
herbal products marketed for recreational use, such as incense blends [3,6,7,11–18]. Cytochrome
P450 (CYP) 1A2 and CYP2C9 enzymes play major roles in the metabolism of AM-2201 to
4-hydroxyfluoropentyl-AM-2201, AM-2201 pentanoic acid, and 5-hydroxypentyl-AM-2201 [19].

Variability of drug metabolism due to inhibition and induction of uridine 5'-diphospho-
glucuronosyltransferase (UGT) enzymes, as well as CYP enzymes, is an important complicating factor
in pharmacology and toxicology, drug therapy, environmental exposure, and risk assessment [20,21].
Phytocannabinoids, such as THC, cannabidiol, and cannabinol, inhibit CYPs 1A1, 1A2, 2A6, 2B6, 2C9,
2D6, 3A4, and 3A5 activities in human liver microsomes and recombinant CYP enzymes; cannabidiol
is the most potent inhibitor of many CYPs [22–29]. Cannabidiol inhibited UGT1A9 and UGT2B7
activities, and cannabinol inhibited UGT1A9 activity in human liver and intestine microsomes and
recombinant UGT enzymes [30]. Understanding the roles of synthetic cannabinoids in the regulation
of CYP and UGT is necessary to predict individual differences in synthetic cannabinoid toxicity and
to prevent toxic drug–drug interactions; however, the effects of synthetic cannabinoids, including
AM-2201, on the regulation of CYP and UGT enzymes remain largely unknown.

In this study, the inhibitory effects of AM-2201 on eight major human CYP activities (CYPs 1A2,
2A6, 2B6, 2C8, 2C9, 2C19, 2D6, and 3A4) and six major UGT activities (UGTs 1A1, 1A3, 1A4, 1A6,
1A9, and 2B7) were examined using pooled human liver microsomes to evaluate the possibility of
AM-2201-induced drug interactions.

2. Results and Discussion

AM-2201 potently inhibited CYP2C9-catalyzed diclofenac 4′-hydroxylation and CYP3A4-mediated
midazolam 1′-hydroxylation, with IC50 values of 11.9 and 6.9 µM, respectively, and moderately
inhibited CYP2C8-catalyzed amodiaquine N-deethylation with an IC50 value of 53.8 µM in human
liver microsomes (Table 1).

AM-2201 negligibly inhibited CYP1A2-mediated phenacetin O-deethylation, CYP2A6-mediated
coumarin 7-hydroxylation, CYP2B6-mediated bupropion hydroxylation, CYP2C19-mediated
[S]-mephenytoin 4′-hydroxylation, and CYP2D6-mediated bufuralol 1′-hydroxylation activities at
50 µM in human liver microsomes (Table 1). AM-2201 competitively inhibited CYP2C9-catalyzed
diclofenac 4′-hydroxylation and CYP3A4-catalyzed midazolam 1′-hydroxylation, with Ki values
of 3.9 and 4.0 µM, respectively (Figure 2, Table 1).
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Table 1. Inhibitory effect of AM-2201 on major CYP metabolic activities in human liver microsomes.

Marker Enzymes CYP
IC50 (µM)

Ki (µM) (Kinact, min−1

or Inhibition Mode)No Preincubation With Preincubation *

Phenacetin O-deethylase 1A2 NI NI -
Coumarin 7-hydroxylase 2A6 NI NI -
Bupropion hydroxylase 2B6 NI 21.9 -

Amodiaquine N-deethylase 2C8 53.8 6.9 2.1 (kinact: 0.0516)
Diclofenac 4′-hydroxylase 2C9 11.9 11.9 3.9 (competitive)

[S]-Mephenytoin 4′-hydroxylase 2C19 NI 31.3 -
Bufuralol 1′-hydroxylase 2D6 NI NI -

Midazolam 1′-hydroxylase 3A4 6.9 3.8 4.0 (competitive)

* AM-2201 was preincubated for 30 min in the presence of reduced β-nicotinamide adenine dinucleotide phosphate
(NADPH) before the addition of the substrate. NI: no inhibition, inhibition <50% at 50 µM of AM-2201. Cocktail
substrate concentrations used for the assessment of IC50 were as follows: 50 µM phenacetin, 2.5 µM coumarin,
2.5 µM amodiaquine, 10 µM diclofenac, 100 µM [S]-mephenytoin, 5.0 µM bufuralol, and 2.5 µM midazolam. The
inhibition of CYP2B6 activity was evaluated separately using 50 µM bupropion. Data were derived from the average
of three determinations.
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Figure 2. Representative Dixon plots for the inhibitory effect of AM-2201 on (a) CYP2C9-catalyzed 
diclofenac 4′-hydroxylation and (b) CYP3A4-catalyzed midazolam 1′-hydroxylation activities in 
ultrapool human liver microsomes. Each symbol represents a substrate concentration: (a) diclofenac: 
, 2 μM; , 5 μM; , 10 μM; , 20 μM and (b) midazolam: , 1 μM; , 2 μM; , 4 μM; , 8 μM. 
Data represent the mean ± standard deviation (SD) (n = 3). 

AM-2201 lowered the IC50 value of CYP2C8-catalyzed amodiaquine N-deethylation more than 
2.5-fold after a 30-min pre-incubation with human liver microsomes and NADPH, compared with 
values obtained without pre-incubation (Table 1), indicating that AM-2201 acted as a potent 
mechanism-based inhibitor of CYP2C8. AM-2201 decreased CYP2C8-mediated amodiaquine 
N-deethylation with increasing pre-incubation time in a concentration-dependent manner (Figure 3) 
with kinact and apparent Ki values of 0.052 min−1 and 2.1 µM, respectively (Table 1). 

The inhibitory effects of AM-2201 on six major human UGT enzymes were evaluated using 
human liver microsomes (Figure 4). AM-2201 potently inhibited UGT1A3-catalyzed 
chenodeoxycholic acid 24-acyl-glucuronidation and UGT2B7-catalyzed naloxone 
3-β-D-glucuronidation in human liver microsomes, with IC50 values of 6.4 and 14.5 µM, respectively 
(Figure 4). 

Figure 2. Representative Dixon plots for the inhibitory effect of AM-2201 on (a) CYP2C9-catalyzed
diclofenac 4′-hydroxylation and (b) CYP3A4-catalyzed midazolam 1′-hydroxylation activities in
ultrapool human liver microsomes. Each symbol represents a substrate concentration: (a) diclofenac:

, 2 µM; #, 5 µM; H, 10 µM;5, 20 µM and (b) midazolam: , 1 µM; #, 2 µM; H, 4 µM;5, 8 µM. Data
represent the mean ± standard deviation (SD) (n = 3).

AM-2201 lowered the IC50 value of CYP2C8-catalyzed amodiaquine N-deethylation more
than 2.5-fold after a 30-min pre-incubation with human liver microsomes and NADPH, compared
with values obtained without pre-incubation (Table 1), indicating that AM-2201 acted as a potent
mechanism-based inhibitor of CYP2C8. AM-2201 decreased CYP2C8-mediated amodiaquine
N-deethylation with increasing pre-incubation time in a concentration-dependent manner (Figure 3)
with kinact and apparent Ki values of 0.052 min−1 and 2.1 µM, respectively (Table 1).

The inhibitory effects of AM-2201 on six major human UGT enzymes were evaluated using
human liver microsomes (Figure 4). AM-2201 potently inhibited UGT1A3-catalyzed chenodeoxycholic
acid 24-acyl-glucuronidation and UGT2B7-catalyzed naloxone 3-β-D-glucuronidation in human liver
microsomes, with IC50 values of 6.4 and 14.5 µM, respectively (Figure 4).
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Figure 3. (a) Inactivation kinetics of the formation of N-deethylamodiaquine from amodiaquine in 
human liver microsomes by the following AM-2201 concentrations: , 0 μM; , 0.2 μM; , 0.5 μM; 
, 1 μM; , 2 μM; , 5 μM; , 10 μM and (b) the relationship between kobs and AM-2201 
concentrations to estimate kinact and Ki values of CYP2C8-mediated amodiaquine N-deethylation. 
Data were derived from two replicates. 
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Figure 4. Inhibitory effect of AM-2201 on six UGT metabolic activities in ultrapool human liver 
microsomes with IC50 values. Cocktail substrate concentrations used for the assessment of IC50 were 
as follows: 0.5 μM SN-38 for UGT1A1, 2 μM chenodeoxycholic acid for UGT1A3, 0.5 μM 
trifluoperazine for UGT1A4, 1 μM N-acetylserotonin for UGT1A6, 0.2 μM mycophenolic acid for 
UGT1A9, and 1 μM naloxone for UGT2B7. Data represent the mean ± SD (n = 3). 

AM-2201 negligibly inhibited UGT1A1-catalyzed SN-38 glucuronidation, UGT1A4-catalyzed 
trifluoperazine N-glucuronidation, UGT1A6-catalyzed N-acetylserotonin glucuronidation, and 
UGT1A9-catalyzed mycophenolic acid glucuronidation at 50 µM. AM-2201 competitively inhibited 
UGT1A3-catalyzed chenodeoxycholic acid 24-acyl-glucuronidation, with a Ki value of 4.3 μM, and 
showed mixed inhibition of UGT2B7-catalyzed naloxone 3-β-D-glucuronidation, with a Ki value of 
10.0 μM, in human liver microsomes (Figure 5). 

Figure 3. (a) Inactivation kinetics of the formation of N-deethylamodiaquine from amodiaquine
in human liver microsomes by the following AM-2201 concentrations: , 0 µM; #, 0.2 µM;
H, 0.5 µM;5, 1 µM; �, 2 µM; �, 5 µM; �, 10 µM and (b) the relationship between kobs and AM-2201
concentrations to estimate kinact and Ki values of CYP2C8-mediated amodiaquine N-deethylation. Data
were derived from two replicates.
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microsomes with IC50 values. Cocktail substrate concentrations used for the assessment of IC50 were 
as follows: 0.5 μM SN-38 for UGT1A1, 2 μM chenodeoxycholic acid for UGT1A3, 0.5 μM 
trifluoperazine for UGT1A4, 1 μM N-acetylserotonin for UGT1A6, 0.2 μM mycophenolic acid for 
UGT1A9, and 1 μM naloxone for UGT2B7. Data represent the mean ± SD (n = 3). 

AM-2201 negligibly inhibited UGT1A1-catalyzed SN-38 glucuronidation, UGT1A4-catalyzed 
trifluoperazine N-glucuronidation, UGT1A6-catalyzed N-acetylserotonin glucuronidation, and 
UGT1A9-catalyzed mycophenolic acid glucuronidation at 50 µM. AM-2201 competitively inhibited 
UGT1A3-catalyzed chenodeoxycholic acid 24-acyl-glucuronidation, with a Ki value of 4.3 μM, and 
showed mixed inhibition of UGT2B7-catalyzed naloxone 3-β-D-glucuronidation, with a Ki value of 
10.0 μM, in human liver microsomes (Figure 5). 

Figure 4. Inhibitory effect of AM-2201 on six UGT metabolic activities in ultrapool human liver
microsomes with IC50 values. Cocktail substrate concentrations used for the assessment of IC50 were as
follows: 0.5 µM SN-38 for UGT1A1, 2 µM chenodeoxycholic acid for UGT1A3, 0.5 µM trifluoperazine
for UGT1A4, 1 µM N-acetylserotonin for UGT1A6, 0.2 µM mycophenolic acid for UGT1A9, and 1 µM
naloxone for UGT2B7. Data represent the mean ± SD (n = 3).

AM-2201 negligibly inhibited UGT1A1-catalyzed SN-38 glucuronidation, UGT1A4-catalyzed
trifluoperazine N-glucuronidation, UGT1A6-catalyzed N-acetylserotonin glucuronidation, and
UGT1A9-catalyzed mycophenolic acid glucuronidation at 50 µM. AM-2201 competitively inhibited
UGT1A3-catalyzed chenodeoxycholic acid 24-acyl-glucuronidation, with a Ki value of 4.3 µM, and
showed mixed inhibition of UGT2B7-catalyzed naloxone 3-β-D-glucuronidation, with a Ki value of
10.0 µM, in human liver microsomes (Figure 5).
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Figure 5. Representative Dixon plots for the inhibitory effects of AM-2201 on (a) UGT1A3-catalyzed
chenodeoxycholic acid 24-acyl glucuronidation and (b) UGT2B7-catalyzed naloxone 3′-glucuronidation
in human liver microsomes. Each symbol represents the substrate concentration: (a) chenodeoxycholic
acid, , 1 µM, #, 2µM, H, 5 µM,5, 10 µM; and (b) naloxone; , 0.5 µM; #, 1 µM; H, 2 µM;5, 5 µM.
Data represent the mean ± SD (n = 3).

This in vitro study is the first to show the inhibitory potential of the popularly-used synthetic
cannabinoid AM-2201 on CYP and UGT enzymes in human liver microsomes. AM-2201 was a potent
competitive inhibitor of CYP2C9-catalyzed diclofenac hydroxylation with Ki value of 3.9 µM in human
liver microsomes (Table 1, Figure 2). Ki values for the inhibition of THC, cannabinol, and cannabidiol
on CYP2C9-catalyzed diclofenac hydroxylation in human liver microsomes were 1.31 µM, 1.29 µM,
and 9.88 µM, respectively [27]. The Ki value (4.0 µM) for the competitive inhibition of AM-2201 on
CYP3A4-catalyzed midazolam 1′-hydroxylation in human liver microsomes was comparable to the
Ki (6.14 µM) of cannabidiol for CYP3A4-catalyzed diltiazem N-demethylation, but the IC50 values of
THC and cannabinol for CYP3A4 activity were more than 50 µM [24].

Based on these in vitro results, AM-2201 may cause drug interactions with CYP2C9 substrates
such as celecoxib, diclofenac, glyburide, losartan, tolbutamide, torasemide, and S-warfarin [31],
and CYP3A4 substrates including atorvastatin, cyclosporine, clarithromycin, estradiol, felodipine,
lovastatin, nifedipine, simvastatin, and tacrolimus [32].

AM-2201 was a potent mechanism-based inhibitor of CYP2C8, with a Ki value of 2.1 µM and its
inhibitory potency was comparable to that of selective CYP2C8 inhibitor, quercetin (Ki, 2.0 µM) [33],
but was less than those produced by phenelzine (Ki, 54.3 µM) [34] and gemfibrozil glucuronide
(Ki, 20–52 µM) [35]. These results indicate that AM-2201 may inhibit the metabolism of drugs
metabolized by CYP2C8, such as cerivastatin, paclitaxel, repaglinide, and sorafenib [36]. However,
the inhibitory effects of THC, cannabinol, and cannabidiol on CYP2C8 activity were not evaluated,
to our knowledge.

AM-2201 negligibly inhibited CYP1A2, CYP2A6, CYP2B6, CYP2C19, and CYP2D6 activities
at 50 µM in human liver microsomes. However, phytocannabinoids such as THC, cannabidiol,
and cannabinol showed potent inhibition of CYP2B6 activity with Ki values of 2.81 µM, 0.694 µM, and
2.55 µM, respectively [25], and cannabidiol competitively inhibited CYP2D6 activity with a Ki value of
2.42 µM in human liver microsomes [26].

AM-2201 showed the potent competitive inhibition (Ki, 4.3 µM) of UGT1A3-catalyzed
chenodeoxycholic acid 24-acyl glucuronidation similar to a selective UGT1A3 inhibitor, glycyrrhetinic
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acid (IC50, 4.3 µM) in human liver microsomes, indicating that this compound should be used carefully
with UGT1A3 substrates, such as chenodeoxycholic acid, fimasartan, losartan, candesartan, zolarsartan,
and JWH-018 [37–40], to avoid possible drug interactions.

The inhibitory potency (Ki, 10.0 µM) of AM-2201 on UGT2B7-catalyzed naloxone 3′-glucuronidation
was similar to that (Ki, 9.8 µM) of cannabidiol for UGT2B7-catalyzed ethanol glucuronidation [30],
suggesting that AM-2201 may cause drug interactions with UGT2B7 substrates, such as morphine,
zidovudine, efavirenz, ethanol, carbinol, JWH-018, and flurbiprofen [30,40–44].

There is no reported systemic information on human AM-2201 pharmacokinetics, essential for the
prediction of AM-2201-induced drug interaction potential, but plasma and blood concentrations for
AM-2201 were reported to be 0.14 nM to 26.4 nM in recreational users and intoxication cases [7,45].
However, plasma or blood concentrations do not reflect tissue concentrations, particularly liver
concentrations. As AM-2201 is extensively metabolized [19], its metabolites may inhibit CYP and
UGT activities. Consequently, these in vitro results suggest that AM-2201 should be examined in
terms of potential in vivo pharmacokinetic drug interactions caused by inhibition of CYP2C8, CYP2C9,
CYP3A4, UGT1A3, and UGT2B7 activities.

3. Materials and Methods

3.1. Materials and Reagents

AM-2201 was purchased from Cayman Chemical Company (Ann Arbor, MI, USA).
Acetaminophen, alamethicin, chenodeoxycholic acid, coumarin, diclofenac, 7-hydroxycoumarin,
midazolam, mycophenolic acid, N-acetylserotonin, naloxone, naloxone 3-β-D-glucuronide, NADPH,
phenacetin, trifluoperazine, Trizma® base, and uridine 5′-diphospho-glucuronic acid (UDPGA)
were purchased from Sigma-Aldrich (St. Louis, MO, USA). Ultrapool human liver microsomes
(150 donors), 13C2,15N-acetaminophen, bufuralol, N-desethylamodiaquine, 1′-hydroxybufuralol,
4-hydroxy-diclofenac, 4-hydroxymephenytoin, d3-4-hydroxymephenytoin, 1′-hydroxymidazolam,
d9-1-hydroxybufuralol, and [S]-mephenytoin were obtained from Corning Life Sciences (Woburn,
MA, USA). SN-38 was obtained from Santa Cruz Biotechnology (Dallas, TX, USA). N-Acetylserotonin
β-D-glucuronide, chenodeoxycholic acid-24-acyl-β-glucuronide, mycophenolic acid β-D-glucuronide,
and SN-38 glucuronide were obtained from Toronto Research Chemicals (Toronto, ON, Canada).
Acetonitrile and methanol (high performance liquid chromatography (HPLC) grade) were obtained
from Fisher Scientific (Fair Lawn, NJ, USA). All other chemicals were of the highest quality available.

3.2. Inhibitory Effect of AM-2201 on Eight Major CYP Activities in Human Liver Microsomes

The inhibitory potencies (IC50 values) of AM-2201 on CYP1A2, CYP2A6, CYP2C8, CYP2C9,
CYP2C19, CYP2D6, and CYP3A4 activities were evaluated in pooled human liver microsomes using a
cocktail of seven CYP substrates and liquid chromatography-tandem mass spectrometry (LC-MS/MS).
The incubation mixtures were prepared in total volumes of 100 µL as follows: pooled human liver
microsomes (0.2 mg/mL), 1.0 mM NADPH, 10 mM MgCl2, 50 mM potassium phosphate buffer
(pH 7.4), various concentrations of AM-2201 in dimethyl sulfoxide (DMSO; final concentrations of
0.1–50 µM, DMSO <1% v/v), and a cocktail of seven CYP probe substrates, as described previously [46].
The CYP substrates were used at concentrations approximating their respective Km values: 50 µM
phenacetin, 2.5 µM coumarin, 2.0 µM amodiaquine, 10 µM diclofenac, 100 µM (S)-mephenytoin,
5 µM bufuralol, and 2.5 µM midazolam. After a 3-min pre-incubation at 37 ◦C, the reactions
were initiated by addition of NADPH and incubation proceeded for 15 min at 37 ◦C in a shaking
water bath. The reaction was stopped by placing the tubes on ice and adding 100-µL amounts of
ice-cold methanol containing internal standards (13C2,15N-acetaminophen for acetaminophen and
N-desethylamodiaquine, d9-1′-hydroxybufuralol for 4′-hydroxydiclofenac, and 7-hydroxycoumarin,
4′-hydroxy-mephenytoin, 1′-hydroxybufuralol, and 1′-hydroxymidazolam). The incubation mixtures
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were centrifuged (13,000× g, 4 min, 4 ◦C). All assays were performed in triplicate and mean values
were used in calculations.

To measure the mechanism-based inhibition of CYP activities, various concentrations of AM-2201
(0.1–50 µM) were pre-incubated for 30 min with human liver microsomes in the presence of NADPH.
Each reaction was initiated by adding the seven-CYP probe substrate cocktail.

The inhibitory effects (IC50 values) of AM-2201 on CYP2B6-catalyzed bupropion 4-hydroxylase
activity were determined in ultrapool human liver microsomes using LC-MS/MS [46]. The incubation
mixtures were prepared in a total volume of 100 µL as follows: pooled human liver microsomes
(0.2 mg/mL), 1.0 mM NADPH, 10 mM MgCl2, 50 mM potassium phosphate buffer (pH 7.4), various
concentrations of AM-2201 (final concentrations of 0.1–50 µM, acetonitrile concentration <1% v/v),
and the CYP2B6-selective substrate bupropion (50 µM). After a 3-min pre-incubation at 37 ◦C, the
reactions were initiated by adding a NADPH generating system and incubated for 15 min at 37 ◦C in a
shaking water bath. The reaction was stopped by placement of the tubes on ice and addition of 100 µL
of ice-cold methanol containing internal standards (d9-1-hydroxybufuralol for 4-hydroxy-bupropion).
The incubation mixtures were then centrifuged (13,000× g, 4 min, 4 ◦C). All incubations were performed
in triplicate, and average values were used.

To evaluate mechanism-based inhibition of CYP2B6 activity, various concentrations of AM-2201
(final concentrations of 0.1–50 µM, acetonitrile concentration <1% v/v) were pre-incubated for 30 min
with human liver microsomes in the presence of NADPH. The reaction was started by addition of the
CYP2B6 probe substrate, bupropion.

3.3. Inhibitory Effects of AM-2201 on Six Major UGT Activities in Human Liver Microsomes

The inhibitory effects of AM-2201 on UGT1A1, UGT1A3, UGT1A4, UGT1A6, UGT1A9, and
UGT2B7 activities were evaluated by LC-MS/MS using incubation with a cocktail of UGT substrates
in ultrapool human liver microsomes, as described previously [47]. Each incubation mixture was
prepared in a final volume of 100 µL as follows: pooled human liver microsomes (0.2 mg/mL), 5 mM
UDPGA, 10 mM MgCl2, 50 mM Tris buffer (pH 7.4), various concentrations of AM-2201 in acetonitrile
(final concentrations of 1–50 µM, acetonitrile <1% v/v), and a UGT enzyme-specific substrate from
a cocktail set (A set: 0.5 µM SN-38, 2 µM chenodeoxycholic acid, and 0.5 µM trifluoperazine; B set:
1 µM N-acetylserotonin, 0.2 µM mycophenolic acid, and 1 µM naloxone). After 3 min of pre-incubation
at 37 ◦C, the reactions were initiated by addition of UDPGA; incubation continued for 60 min
at 37 ◦C in a shaking water bath. The reaction was stopped by placing the tubes on ice and adding
50 µL ice-cold acetonitrile containing internal standards (propofol glucuronide for chenodeoxycholic
acid 24-acyl-β-glucuronide and mycophenolic acid glucuronide, and meloxicam for SN-38 glucuronide,
trifluoperazine glucuronide, N-acetylserotonin β-D-glucuronide, and naloxone 3-β-D-glucuronide).
The incubation mixtures were centrifuged (13,000× g, 4 min, 4 ◦C). All assays were performed in
triplicate and average values were used in calculations.

3.4. Mechanism-based Inhibition of CYP2C8 Activity by AM-2201

The mechanism-based inhibitory effect of AM-2201 on CYP2C8 activity was further
evaluated using time- and concentration-dependent inhibition assays in human liver microsomes.
The microsomes (1 mg/mL) were pre-incubated with various concentrations of AM-2201 in
50 mM potassium phosphate buffer (pH 7.4) in the presence of NADPH and aliquots (10 µL) of the
pre-incubated mixtures were withdrawn at 15, 25, and 35 min after incubation commenced and added
to other tubes containing 2 µM amodiaquine, 1 mM NADPH, 50 mM potassium phosphate buffer
(pH 7.4), and 10 mM MgCl2 in 90 µL reaction mixtures. The second reaction was terminated
after incubation for 10 min by adding 100-µL amounts of ice-cold methanol containing
d9-1′-hydroxybufuralol. The incubation mixtures were centrifuged (13,000× g, 4 min, 4 ◦C), and
then 50 µL of each supernatant was diluted with 50 µL of water. Aliquots (5 µL) of the diluted
supernatants were analyzed by LC-MS/MS.
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3.5. Kinetic Analysis

To determine Ki values of AM-2201 for CYP2C9 and CYP3A4, human liver microsomes
(0.15 mg/mL) were incubated with various concentrations of substrates (2–20 µM diclofenac for
CYP2C9 and 1–8 µM midazolam for CYP3A4), 1 mM NADPH, 10 mM MgCl2, and various
concentrations of AM-2201 in 50 mM potassium phosphate buffer (pH 7.4) in a total incubation
volume of 100 µL. The reactions were initiated by addition of NADPH at 37 ◦C and stopped after
10 min by placing the incubation tubes on ice and adding 100 µL of ice-cold methanol containing
an internal standard (d9-1-hydroxybufuralol). The incubation mixtures were centrifuged (13,000× g,
4 min, 4 ◦C) and then 50 µL of the supernatant was diluted with 50 µL of water. Aliquots (5 µL) of the
diluted supernatants were analyzed by LC-MS/MS.

To determine Ki values of AM-2201 for UGT1A3 and UGT2B7 enzymes, human liver microsomes
(0.15 mg/mL) were incubated with various concentrations of chenodeoxycholic acid (1–10 µM)
for UGT1A3 or of naloxone (0.5–5 µM) for UGT2B7, 5 mM UDPGA, 10 mM MgCl2, and various
concentrations of AM-2201 in 50 mM Tris buffer (pH 7.4) in a total incubation volume of 100 µL. The
reactions were initiated by addition of UDPGA at 37 ◦C and stopped after 60 min by placing the
incubation tubes on ice and adding 100 µL of ice-cold methanol containing propofol glucuronide
(internal standard for UGT1A3) or meloxicam (internal standard for UGT2B7). The incubation mixtures
were centrifuged (13,000× g, 4 min, 4 ◦C), and then, 50 µL of the supernatant was diluted with 50 µL
of water. Aliquots (5 µL) of the diluted supernatants were analyzed by LC-MS/MS.

3.6. LC-MS/MS Analysis

A tandem mass spectrometer (TSQ Quantum Access; Thermo Scientific, San Jose, CA, USA)
equipped with an electrospray ionization (ESI) source, coupled to a Nanospace SI-2 LC system
(Tokyo, Japan), was used. The column and autosampler temperatures were 50 ◦C and 6 ◦C, respectively.

The metabolites formed from CYP substrates were quantified simultaneously by a LC-MS/MS
method described previously [46]. The ESI source settings in positive-ion mode for metabolite
ionization were: capillary voltage, 4200 V; vaporizer temperature, 350 ◦C; capillary temperature,
330 ◦C; sheath gas pressure, 35 psi; and auxiliary gas pressure, 15 psi. Quantification was performed by
selected reaction monitoring (SRM) of the [M + H]+ ion and the related product ion for each metabolite:
acetaminophen, 152.1 > 110.3; N-desethylamodiaquine, 328.1 > 283.0; 7-hydroxycoumarin, 163.0 > 107.2;
4-hydroxybupropion, 256.1 > 238.0; 4′-hydroxydiclofenac, 312.0 > 231.1; 4′-hydroxy-mephenytoin;
235.1 > 150.1; 1′-hydroxybufuralol, 278.1 > 186.1; 1′-hydroxymidazolam, 341.9 > 324.0;
13C2,15N-acetaminophen 155.1 > 111.2; and d9-1′-hydroxybufuralol, 287.2 > 187.0. Analytical data
were processed using Xcalibur software (version 2.1, Thermo Scientific).

The metabolites formed from the six UGT cocktail substrates were measured simultaneously
using the LC-MS/MS method [47]. The ESI source settings in both positive- and negative-ion modes
for metabolite ionization were: capillary voltage, 4200 V; vaporizer temperature, 350 ◦C; capillary
temperature, 330 ◦C; sheath gas pressure, 35 psi; and auxiliary gas pressure, 15 psi. Each metabolite
was quantified via SRM in the negative-ion mode: chenodeoxycholic acid 24-acyl-β-glucuronide,
567.2 > 391.0, mycophenolic acid glucuronide, 495.2 > 318.9, propofol glucuronide (IS),
353.3 > 177.1; and positive ion-mode: SN-38 glucuronide, 569.0 > 393.0, trifluoperazine glucuronide,
584.2 > 408.1, N-acetylserotonin-β-D-glucuronide, 395.2 > 219.0, naloxone 3-β-D-glucuronide,
504.0 > 310.0, meloxicam (IS), 352.0 > 115.1. Data were processed using Xcalibur software.

3.7. Data Analysis

IC50 values (concentration of inhibitor causing 50% inhibition of the original enzyme activity)
were calculated using the SigmaPlot program (ver. 11.0; Systat Software, Inc., San Jose, CA, USA).
The apparent kinetic parameters for inhibitory potential (Ki and kinact values) and inhibition mode
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were estimated from the fitted curves using the Enzyme Kinetics program (ver. 1.1; Systat Software
Inc., San Jose, CA, USA).

4. Conclusions

AM-2201 potently inhibited CYP2C9-catalyzed 4′-hydroxylation, CYP3A4-catalyzed midazolam
1′-hydroxylation, UGT1A3-catalyzed chenodeoxycholic acid 24-acyl-glucuronidation, and UGT2B7-catalyzed
naloxone 3-glucuronidation, with Ki values of 3.9, 4.0, 4.3, and 10.0 µM, respectively, and showed
potent mechanism-based inhibition of CYP2C8-catalyzed amodiaquine N-deethylation, with a
Ki value of 2.1 µM. AM-2201 should be examined in terms of potential in vivo pharmacokinetic
drug interactions attributable to its inhibition of CYP2C8, CYP2C9, CYP3A4, UGT1A3, and
UGT2B7 activities.

Acknowledgments: This work was supported by the National Research Foundation of Korea (NRF) grant, funded
by the Korea government (MSIP) (NRF-2015M3A9E1028325) and Supreme Prosecutor’s Office.

Author Contributions: J.-H.K., S.-S.K., and T.Y.K performed the experiments and data analysis, J.C.C., H.S.K.,
and M.K.I. conceived and designed the experiments, H.S.L. were responsible for the study conception and design,
data analysis, and writing of the manuscript.

Conflicts of Interest: The authors declare no conflict of interest.

References

1. Fattore, L.; Fratta, W. Beyond THC: The new generation of cannabinoid designer drugs. Front. Behav.
Neurosci. 2011, 5, 60. [CrossRef] [PubMed]

2. Synthetic cannabinoids in Europe. Available online: http://www.emcdda.europa.eu/topics/pods/
synthetic-cannabinoids (accessed on 22 February 2017).

3. Seely, K.A.; Lapoint, J.; Moran, J.H.; Fattore, L. Spice drugs are more than harmless herbal blends: A review
of the pharmacology and toxicology of synthetic cannabinoids. Prog. Neuropsychopharmacol. Biol. Psychiatry
2012, 39, 234–243. [CrossRef] [PubMed]

4. Chung, H.; Choi, H.; Heo, S.; Kim, E.; Lee, J. Synthetic cannabinoids abused in South Korea:
Drug identifications by the national forensic service from 2009 to June 2013. Forensic Toxicol. 2014, 32,
82–88. [CrossRef]

5. Helander, A.; Backberg, M.; Hulten, P.; Al-Saffar, Y.; Beck, O. Detection of new psychoactive substance use
among emergency room patients: Results from the Swedish STRIDA project. Forensic Sci. Int. 2014, 243,
23–29. [CrossRef] [PubMed]

6. Langer, N.; Lindigkeit, R.; Schiebel, H.M.; Ernst, L.; Beuerle, T. Identification and quantification of synthetic
cannabinoids in ‘Spice-like’ herbal mixtures: A snapshot of the german situation in the autumn of 2012.
Drug Test. Anal. 2014, 6, 59–71. [CrossRef] [PubMed]

7. Musshoff, F.; Madea, B.; Kernbach–Wighton, G.; Bicker, W.; Kneisel, S.; Hutter, M.; Auwarter, V. Driving
under the influence of synthetic cannabinoids (“Spice”): A case series. Int. J. Legal Med. 2014, 128, 59–64.
[CrossRef] [PubMed]

8. Andreeva-Gateva, P.A.; Nankova, V.H.; Angelova, V.T.; Gatev, T.N. Synthetic cannabimimetics in Bulgaria
2010–2013. Drug Alcohol Depend. 2015, 157, 200–204. [CrossRef] [PubMed]

9. Tournebize, J.; Gibaja, V.; Kahn, J.P. Acute effects of synthetic cannabinoids: Update 2015. Subst. Abus. 2016,
1–23. [CrossRef] [PubMed]

10. Nakajima, J.; Takahashi, M.; Nonaka, R.; Seto, T.; Suzuki, J.; Yoshida, M.; Kanai, C.; Hamano, T.
Identification and quantitation of a benzoylindole (2-methoxyphenyl)(1-pentyl-1H-indol-3-yl)methanone
and a naphthoylindole 1-(5-fluoropentyl-1H-indol-3-yl)-(naphthalene-1-yl)methanone (AM-2201) found in
illegal products obtained via the internet and their cannabimimetic effects evaluated by in vitro [35s]GTPγs
binding assays. Forensic Toxicol. 2011, 29, 132–141.

11. Schneir, A.B.; Baumbacher, T. Convulsions associated with the use of a synthetic cannabinoid product.
J. Med. Toxicol. 2012, 8, 62–64. [CrossRef] [PubMed]

http://dx.doi.org/10.3389/fnbeh.2011.00060
http://www.ncbi.nlm.nih.gov/pubmed/22007163
http://www.emcdda.europa.eu/topics/pods/synthetic-cannabinoids
http://www.emcdda.europa.eu/topics/pods/synthetic-cannabinoids
http://dx.doi.org/10.1016/j.pnpbp.2012.04.017
http://www.ncbi.nlm.nih.gov/pubmed/22561602
http://dx.doi.org/10.1007/s11419-013-0213-6
http://dx.doi.org/10.1016/j.forsciint.2014.02.022
http://www.ncbi.nlm.nih.gov/pubmed/24726531
http://dx.doi.org/10.1002/dta.1499
http://www.ncbi.nlm.nih.gov/pubmed/23723183
http://dx.doi.org/10.1007/s00414-013-0864-1
http://www.ncbi.nlm.nih.gov/pubmed/23636569
http://dx.doi.org/10.1016/j.drugalcdep.2015.10.019
http://www.ncbi.nlm.nih.gov/pubmed/26525417
http://dx.doi.org/10.1080/08897077.2016.1219438
http://www.ncbi.nlm.nih.gov/pubmed/27715709
http://dx.doi.org/10.1007/s13181-011-0182-2
http://www.ncbi.nlm.nih.gov/pubmed/22160733


Molecules 2017, 22, 443 10 of 11

12. Derungs, A.; Schwaninger, A.E.; Mansella, G.; Bingisser, R.; Kraemer, T.; Liechti, M.E. Symptoms, toxicities,
and analytical results for a patient after smoking herbs containing the novel synthetic cannabinoid
MAM-2201. Forensic Toxicol. 2013, 31, 164–171. [CrossRef]

13. McQuade, D.; Hudson, S.; Dargan, P.I.; Wood, D.M. First European case of convulsions related to analytically
confirmed use of the synthetic cannabinoid receptor agonist AM-2201. Eur. J. Clin. Pharmacol. 2013, 69,
373–376. [CrossRef] [PubMed]

14. Patton, A.L.; Chimalakonda, K.C.; Moran, C.L.; McCain, K.R.; Radominska-Pandya, A.; James, L.P.; Kokes, C.;
Moran, J.H. K2 toxicity: Fatal case of psychiatric complications following AM-2201 exposure. J. Forensic Sci.
2013, 58, 1676–1680. [CrossRef] [PubMed]

15. Uchiyama, N.; Kawamura, M.; Kikura-Hanajiri, R.; Goda, Y. URB-754: A new class of designer drug and 12
synthetic cannabinoids detected in illegal products. Forensic Sci. Int. 2013, 227, 21–32. [CrossRef] [PubMed]

16. Lonati, D.; Buscaglia, E.; Papa, P.; Valli, A.; Coccini, T.; Giampreti, A.; Petrolini, V.M.; Vecchio, S.;
Serpelloni, G.; Locatelli, C.A. MAM-2201 (analytically confirmed) intoxication after “synthacaine”
consumption. Ann. Emerg. Med. 2014, 64, 629–632. [CrossRef] [PubMed]

17. Tomiyama, K.; Funada, M. Cytotoxicity of synthetic cannabinoids on primary neuronal cells of the forebrain:
The involvement of cannabinoid CB1 receptors and apoptotic cell death. Toxicol. Appl. Pharmacol. 2014, 274,
17–23. [CrossRef] [PubMed]

18. Kong, T.Y.; Kim, J.H.; Kim, J.Y.; In, M.K.; Choi, K.H.; Kim, H.S.; Lee, H.S. Rapid analysis of drugs of abuse and
their metabolites in human urine using dilute and shoot liquid chromatography-tandem mass spectrometry.
Arch. Pharm. Res. 2016, 40, 180–196. [CrossRef] [PubMed]

19. Chimalakonda, K.C.; Seely, K.A.; Bratton, S.M.; Brents, L.K.; Moran, C.L.; Endres, G.W.; James, L.P.;
Hollenberg, P.F.; Prather, P.L.; Radominska-Pandya, A.; et al. Cytochrome P450-mediated oxidative
metabolism of abused synthetic cannabinoids found in K2/Spice: Identification of novel cannabinoid
receptor ligands. Drug Metab. Dispos. 2012, 40, 2174–2184. [CrossRef] [PubMed]

20. Kiang, T.K.; Ensom, M.H.; Chang, T.K. UDP-glucuronosyltransferases and clinical drug-drug interactions.
Pharmacol. Ther. 2005, 106, 97–132. [CrossRef] [PubMed]

21. Zanger, U.M.; Schwab, M. Cytochrome P450 enzymes in drug metabolism: Regulation of gene expression,
enzyme activities, and impact of genetic variation. Pharmacol. Ther. 2013, 138, 103–141. [CrossRef] [PubMed]

22. Roth, M.D.; Marques-Magallanes, J.A.; Yuan, M.; Sun, W.; Tashkin, D.P.; Hankinson, O. Induction
and regulation of the carcinogen-metabolizing enzyme CYP1A1 by marijuana smoke and delta
(9)-tetrahydrocannabinol. Am. J. Respir. Cell Mol. Biol. 2001, 24, 339–344. [CrossRef] [PubMed]

23. Yamaori, S.; Kushihara, M.; Yamamoto, I.; Watanabe, K. Characterization of major phytocannabinoids,
cannabidiol and cannabinol, as isoform-selective and potent inhibitors of human CYP1 enzymes.
Biochem. Pharmacol. 2010, 79, 1691–1698. [CrossRef] [PubMed]

24. Yamaori, S.; Ebisawa, J.; Okushima, Y.; Yamamoto, I.; Watanabe, K. Potent inhibition of human cytochrome
P450 3A isoforms by cannabidiol: Role of phenolic hydroxyl groups in the resorcinol moiety. Life Sci. 2011,
88, 730–736. [CrossRef] [PubMed]

25. Yamaori, S.; Maeda, C.; Yamamoto, I.; Watanabe, K. Differential inhibition of human cytochrome P450 2A6
and 2B6 by major phytocannabinoids. Forensic Toxicol. 2011, 29, 117–124. [CrossRef]

26. Yamaori, S.; Okamoto, Y.; Yamamoto, I.; Watanabe, K. Cannabidiol, a major phytocannabinoid, as a potent
atypical inhibitor for CYP2D6. Drug Metab. Dispos. 2011, 39, 2049–2056. [CrossRef] [PubMed]

27. Yamaori, S.; Koeda, K.; Kushihara, M.; Hada, Y.; Yamamoto, I.; Watanabe, K. Comparison in the in vitro
inhibitory effects of major phytocannabinoids and polycyclic aromatic hydrocarbons contained in marijuana
smoke on cytochrome P450 2C9 activity. Drug Metab. Pharmacokinet. 2012, 27, 294–300. [CrossRef] [PubMed]

28. Stout, S.M.; Cimino, N.M. Exogenous cannabinoids as substrates, inhibitors, and inducers of human drug
metabolizing enzymes: A systematic review. Drug Metab. Rev. 2014, 46, 86–95. [CrossRef] [PubMed]

29. Zendulka, O.; Dovrtelova, G.; Noskova, K.; Turjap, M.; Sulcova, A.; Hanus, L.; Jurica, J. Cannabinoids and
cytochrome P450 interactions. Curr. Drug Metab. 2016, 17, 206–226. [CrossRef] [PubMed]

30. Al Saabi, A.; Allorge, D.; Sauvage, F.L.; Tournel, G.; Gaulier, J.M.; Marquet, P.; Picard, N. Involvement of
UDP-glucuronosyltransferases UGT1A9 and UGT2B7 in ethanol glucuronidation, and interactions with
common drugs of abuse. Drug Metab. Dispos. 2013, 41, 568–574. [CrossRef] [PubMed]

http://dx.doi.org/10.1007/s11419-012-0166-1
http://dx.doi.org/10.1007/s00228-012-1379-2
http://www.ncbi.nlm.nih.gov/pubmed/22936123
http://dx.doi.org/10.1111/1556-4029.12216
http://www.ncbi.nlm.nih.gov/pubmed/23822805
http://dx.doi.org/10.1016/j.forsciint.2012.08.047
http://www.ncbi.nlm.nih.gov/pubmed/23063179
http://dx.doi.org/10.1016/j.annemergmed.2014.01.007
http://www.ncbi.nlm.nih.gov/pubmed/24530110
http://dx.doi.org/10.1016/j.taap.2013.10.028
http://www.ncbi.nlm.nih.gov/pubmed/24211273
http://dx.doi.org/10.1007/s12272-016-0862-1
http://www.ncbi.nlm.nih.gov/pubmed/27988881
http://dx.doi.org/10.1124/dmd.112.047530
http://www.ncbi.nlm.nih.gov/pubmed/22904561
http://dx.doi.org/10.1016/j.pharmthera.2004.10.013
http://www.ncbi.nlm.nih.gov/pubmed/15781124
http://dx.doi.org/10.1016/j.pharmthera.2012.12.007
http://www.ncbi.nlm.nih.gov/pubmed/23333322
http://dx.doi.org/10.1165/ajrcmb.24.3.4252
http://www.ncbi.nlm.nih.gov/pubmed/11245634
http://dx.doi.org/10.1016/j.bcp.2010.01.028
http://www.ncbi.nlm.nih.gov/pubmed/20117100
http://dx.doi.org/10.1016/j.lfs.2011.02.017
http://www.ncbi.nlm.nih.gov/pubmed/21356216
http://dx.doi.org/10.1007/s11419-011-0112-7
http://dx.doi.org/10.1124/dmd.111.041384
http://www.ncbi.nlm.nih.gov/pubmed/21821735
http://dx.doi.org/10.2133/dmpk.DMPK-11-RG-107
http://www.ncbi.nlm.nih.gov/pubmed/22166891
http://dx.doi.org/10.3109/03602532.2013.849268
http://www.ncbi.nlm.nih.gov/pubmed/24160757
http://dx.doi.org/10.2174/1389200217666151210142051
http://www.ncbi.nlm.nih.gov/pubmed/26651971
http://dx.doi.org/10.1124/dmd.112.047878
http://www.ncbi.nlm.nih.gov/pubmed/23230132


Molecules 2017, 22, 443 11 of 11

31. Zhou, S.F.; Zhou, Z.W.; Yang, L.P.; Cai, J.P. Substrates, inducers, inhibitors and structure-activity relationships
of human cytochrome P450 2C9 and implications in drug development. Curr. Med. Chem. 2009, 16, 3480–3675.
[CrossRef] [PubMed]

32. Zhou, S.F. Drugs behave as substrates, inhibitors and inducers of human cytochrome P450 3A4.
Curr. Drug Metab. 2008, 9, 310–322. [CrossRef] [PubMed]

33. Pang, C.Y.; Mak, J.W.; Ismail, R.; Ong, C.E. In vitro modulatory effects of flavonoids on human cytochrome
P450 2C8 (CYP2C8). Naunyn Schmiedebergs Arch. Pharmacol. 2012, 385, 495–502. [CrossRef] [PubMed]

34. Polasek, T.M.; Elliot, D.J.; Lewis, B.C.; Miners, J.O. Mechanism-based inactivation of human cytochrome
P450 2C8 by drugs in vitro. J. Pharmacol. Exp. Ther. 2004, 311, 996–1007. [CrossRef] [PubMed]

35. Ogilvie, B.W.; Zhang, D.; Li, W.; Rodrigues, A.D.; Gipson, A.E.; Holsapple, J.; Toren, P.; Parkinson, A.
Glucuronidation converts gemfibrozil to a potent, metabolism-dependent inhibitor of CYP2C8: Implications
for drug-drug interactions. Drug Metab. Dispos. 2006, 34, 191–197. [CrossRef] [PubMed]

36. Lai, X.S.; Yang, L.P.; Li, X.T.; Liu, J.P.; Zhou, Z.W.; Zhou, S.F. Human CYP2C8: Structure, substrate specificity,
inhibitor selectivity, inducers and polymorphisms. Curr. Drug Metab. 2009, 10, 1009–1047. [CrossRef] [PubMed]

37. Alonen, A.; Finel, M.; Kostiainen, R. The human UDP-glucuronosyltransferase UGT1A3 is highly selective
towards N2 in the tetrazole ring of losartan, candesartan, and zolarsartan. Biochem. Pharmacol. 2008, 76,
763–772. [CrossRef] [PubMed]

38. Erichsen, T.J.; Aehlen, A.; Ehmer, U.; Kalthoff, S.; Manns, M.P.; Strassburg, C.P. Regulation of the human
bile acid UDP-glucuronosyltransferase 1A3 by the farnesoid X receptor and bile acids. J. Hepatol. 2010, 52,
570–578. [CrossRef] [PubMed]

39. Jeong, E.S.; Kim, Y.W.; Kim, H.J.; Shin, H.J.; Shin, J.G.; Kim, K.H.; Chi, Y.H.; Paik, S.H.; Kim, D.H.
Glucuronidation of fimasartan, a new angiotensin receptor antagonist, is mainly mediated by UGT1A3.
Xenobiotica 2015, 45, 10–18. [CrossRef] [PubMed]

40. Su, M.K.; Seely, K.A.; Moran, J.H.; Hoffman, R.S. Metabolism of classical cannabinoids and the synthetic
cannabinoid JWH-018. Clin. Pharmacol. Ther. 2015, 97, 562–564. [CrossRef] [PubMed]

41. Mano, Y.; Usui, T.; Kamimura, H. Predominant contribution of UDP-glucuronosyltransferase 2B7 in the
glucuronidation of racemic flurbiprofen in the human liver. Drug Metab. Dispos. 2007, 35, 1182–1187.
[CrossRef] [PubMed]

42. Uchaipichat, V.; Galetin, A.; Houston, J.B.; Mackenzie, P.I.; Williams, J.A.; Miners, J.O. Kinetic modeling
of the interactions between 4-methylumbelliferone, 1-naphthol, and zidovudine glucuronidation by
UDP-glucuronosyltransferase 2B7 (UGT2B7) provides evidence for multiple substrate binding and effector
sites. Mol. Pharmacol. 2008, 74, 1152–1162. [CrossRef] [PubMed]

43. Precht, J.C.; Schroth, W.; Klein, K.; Brauch, H.; Krynetskiy, E.; Schwab, M.; Murdter, T.E. The letrozole phase
1 metabolite carbinol as a novel probe drug for UGT2B7. Drug Metab. Dispos. 2013, 41, 1906–1913. [CrossRef]
[PubMed]

44. Chau, N.; Elliot, D.J.; Lewis, B.C.; Burns, K.; Johnston, M.R.; Mackenzie, P.I.; Miners, J.O. Morphine
glucuronidation and glucosidation represent complementary metabolic pathways that are both catalyzed
by UDP-glucuronosyltransferase 2B7: Kinetic, inhibition, and molecular modeling studies. J. Pharmacol.
Exp. Ther. 2014, 349, 126–137. [CrossRef] [PubMed]

45. Kronstrand, R.; Roman, M.; Andersson, M.; Eklund, A. Toxicological findings of synthetic cannabinoids in
recreational users. J. Anal. Toxicol. 2013, 37, 534–541. [CrossRef] [PubMed]

46. Jeong, H.U.; Kong, T.Y.; Kwon, S.S.; Hong, S.W.; Yeon, S.H.; Choi, J.H.; Lee, J.Y.; Cho, Y.Y.; Lee, H.S.
Effect of honokiol on cytochrome P450 and UDP-glucuronosyltransferase enzyme activities in human liver
microsomes. Molecules 2013, 18, 10681–10693. [CrossRef] [PubMed]

47. Kwon, S.S.; Kim, J.H.; Jeong, H.U.; Cho, Y.Y.; Oh, S.R.; Lee, H.S. Inhibitory effects of aschantin on cytochrome
P450 and uridine 5′-diphospho-glucuronosyltransferase enzyme activities in human liver microsomes.
Molecules 2016, 21, 554. [CrossRef] [PubMed]

Sample Availability: Not available.

© 2017 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

http://dx.doi.org/10.2174/092986709789057635
http://www.ncbi.nlm.nih.gov/pubmed/19515014
http://dx.doi.org/10.2174/138920008784220664
http://www.ncbi.nlm.nih.gov/pubmed/18473749
http://dx.doi.org/10.1007/s00210-012-0731-5
http://www.ncbi.nlm.nih.gov/pubmed/22307090
http://dx.doi.org/10.1124/jpet.104.071803
http://www.ncbi.nlm.nih.gov/pubmed/15304522
http://dx.doi.org/10.1124/dmd.105.007633
http://www.ncbi.nlm.nih.gov/pubmed/16299161
http://dx.doi.org/10.2174/138920009790711832
http://www.ncbi.nlm.nih.gov/pubmed/20214592
http://dx.doi.org/10.1016/j.bcp.2008.07.006
http://www.ncbi.nlm.nih.gov/pubmed/18674515
http://dx.doi.org/10.1016/j.jhep.2010.01.010
http://www.ncbi.nlm.nih.gov/pubmed/20189675
http://dx.doi.org/10.3109/00498254.2014.942810
http://www.ncbi.nlm.nih.gov/pubmed/25034008
http://dx.doi.org/10.1002/cpt.114
http://www.ncbi.nlm.nih.gov/pubmed/25788107
http://dx.doi.org/10.1124/dmd.107.015347
http://www.ncbi.nlm.nih.gov/pubmed/17446261
http://dx.doi.org/10.1124/mol.108.048645
http://www.ncbi.nlm.nih.gov/pubmed/18647858
http://dx.doi.org/10.1124/dmd.113.053405
http://www.ncbi.nlm.nih.gov/pubmed/23965986
http://dx.doi.org/10.1124/jpet.113.212258
http://www.ncbi.nlm.nih.gov/pubmed/24459244
http://dx.doi.org/10.1093/jat/bkt068
http://www.ncbi.nlm.nih.gov/pubmed/23970540
http://dx.doi.org/10.3390/molecules180910681
http://www.ncbi.nlm.nih.gov/pubmed/24005963
http://dx.doi.org/10.3390/molecules21050554
http://www.ncbi.nlm.nih.gov/pubmed/27128896
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Results and Discussion 
	Materials and Methods 
	Materials and Reagents 
	Inhibitory Effect of AM-2201 on Eight Major CYP Activities in Human Liver Microsomes 
	Inhibitory Effects of AM-2201 on Six Major UGT Activities in Human Liver Microsomes 
	Mechanism-based Inhibition of CYP2C8 Activity by AM-2201 
	Kinetic Analysis 
	LC-MS/MS Analysis 
	Data Analysis 

	Conclusions 

