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Purpose: The present study aimed to establish and validate an isotope-dilution-UHPLC-MS/MS method for the determination of
perampanel (PER) concentration and investigate the effect of eslicarbazepine acetate (ESL) on the pharmacokinetics of PER in rats.
Methods: The rats were randomly divided into the control (0.5% CMC-Na) and experimental groups (ESL, 72 mg/kg), with six rats
in each group. A single dose of PER (1 mg/kg) was administered after a week of repetitive 0.5% CMC-Na or ESL dosing (72 mg/kg);
then, plasma samples were collected. Perampanel-ds (PER-ds) was used as the internal standard (IS), liquid-liquid extraction of plasma
samples was carried out using ethyl acetate, and chromatographic separation was carried out on a Titank C18 column (2.1 mm x
50 mm, 3.0 um) using a gradient mobile phase consisting of 0.1% formic acid and acetonitrile at a flow rate of 0.3 mL/min.
Results: PER had good linearity (0.3—-600 ng/mL, r >0.999), and the accuracy, precision, recovery rate, and matrix effects (ME) met
the Food and Drug Administration (FDA) guidelines. Compared to the control group, the area under the curve AUC,_,; AUCy_,, and
Cmax of PER in the experimental group decreased by 30.28%, 30.34%, and 46.94%, respectively, and CL increased by 32.08%.
Conclusion: ESL could induce the metabolism of PER in rats and decreases plasma exposure to PER. Thus, the concomitant
treatment with ESL may require a high dose of PER to achieve the same efficacy.
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Introduction

Epilepsy is a neurological disorder that affects more than 7000 people worldwide." About one-third of the individuals
progressed to drug-resistant epilepsy, which was defined as a failure of adequate trials.” Subsequently, antiepileptic drug
schedules (whether as monotherapies or in combination) were selected appropriately to achieve sustained freedom from
seizures.’ Drug resistance is a key challenge in treating epilepsy.* A small number of patients with drug-resistant epilepsy
can achieve seizure freedom through surgery.5 Most drug-resistant epilepsies require alternative treatments due to the
inability of the traditional methods to accurately locate the epileptic foci.” The third generation of new antiepileptic drugs
(AEDs), such as perampanel (PER) and eslicarbazepine acetate (ESL), offer new hope for decreasing resistance in
treatment-resistant epilepsy.®’

PER is a highly selective, noncompetitive o-amino-3-hydroxy-5-methyl-4-isoxazolepropionic acid (AMPA) receptor
antagonist and a novel antiepileptic agent approved in Europe and the United States for the treatment of partial-onset
seizures (POS) and primary generalized tonic-clonic (PGTC) seizures.® '* In addition, PER is metabolized in the liver
mainly through cytochrome P450 (CYP) 3A4, and its clearance can be achieved by an enzyme (CYP3A4)-inducer
antiepileptic agents.'' Population pharmacokinetic analysis showed that concomitant use of CYP3A4-inducing AEDs
(carbamazepine, oxcarbazepine, or phenytoin) with perampanel resulted in a 2- to 3-fold increase in the oral clearance of
PER and a 50-67% reduction in AUC.'*"?
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ESL, an antiepileptic agent that acts on the slow inactivated state of sodium channels, is approved for the treatment of
POS in patients >4-years-old.'"*'* It is also an inducer of CYP3A4 enzyme.'® In vivo studies showed that ESL reduces
the plasma concentration of simvastatin metabolized by CYP3A4 and the Cmax and AUC of b-hydroxyacid simvastatin,
the main active metabolite of simvastatin by 41% and 49%, respectively.'®

The combinations of AEDs with different mechanisms of action might be more effective than monotherapy in the
treatment of drug-resistant epilepsy.'”"'® However, polytherapy AEDs have potentially adverse pharmacokinetic
interactions.'” Currently, there is no relevant study to show the effect of ESL on the pharmacokinetics of PER. Therefore,
based on previous studies, we established an isotope-dilution Ultra-High Performance liquid chromatography-tandem mass
spectrometry (UHPLC-MS/MS) with perampanel-ds (PER-ds) as an internal standard (IS) to detect the plasma concentration
of PER in SD rats and successfully verified the pharmacokinetic interaction between ESL and PER.?* %

Materials and Methods

Chemicals and Reagents

PER (purity >98%) was purchased from Panphy Chemicals Corporation (Los Angeles, CA, USA), and PER-ds (IS,
purity >99%) was purchased from TLC Pharmaceutical Standards Ltd (Newmarket, Ontario, Canada). ESL (purity
>98%) was purchased from TCI Chemicals Ltd (Shanghai, China). Acetonitrile, ethyl acetate and formic acid were
chromatographic grade and obtained from Fisher Scientific (Pittsburgh, PA, USA). Ultrapure water was purchased from
Wahaha Group Ltd (Hangzhou, Zhejiang, China).

Instrumentation and Analytical Conditions

UHPLC-MS/MS method was conducted using a Shimadzu LC-30 UHPLC system (Shimadzu Corporation; Kyoto,
Japan) and an AB Sciex 5500 triple quadrupole tandem mass spectrometer equipped with electrospray ionization source
(Framingham, MA, USA). The chromatographic separation was performed on a Titank C18 column (2.1 mmx50 mm, 3.0
um), and the column temperature was 40 °C. The mobile phase was composed of acetonitrile (B) and 0.1% formic acid-
water (A), and the gradient elution procedure was as follows: 0-0.5 min, 30% B; 0.5-2.0 min, 30-90% B; 2.0-3.0
min, 90% B; 3.0-3.5 min, 90-30% B; 3.5-5.0 min, 30% B. The injection volume was 5 uL, and the flow rate was
0.3 mL/min. The positive ion multi-response monitoring mode was used, and the target of the parent and daughter ions of
PER and IS were m/z 350.2 — 219.2 and m/z 355.3 — 220.0, respectively (Figure 1). The declustering potential and
collision energy for PER and IS were 195 V and 50 eV, respectively. The other optimized mass spectrum parameters were
as follows: temperature (TEM), 600 °C; ion spray voltage, 5500 V; ion source gas 1, 60 psi; ion source gas 2, 60 psi;
curtain gas, 30 psi.
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Figure | Fragment ions of (A) PER and (B) PER-d; (IS).
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Preparation of Standard Solutions and Quality Control (QC) Samples

PER and IS were solubilized in acetonitrile to prepare the standard stock solution of 1 mg/mL. The stock solution of PER
was diluted with acetonitrile to obtain two groups of working solutions. An appropriate volume of working solutions was
added to the blank rat plasma to obtain a series of calibration standards (0.3, 3, 6, 30, 60, 300, and 600 ng/mL) and
quality control (QC) samples (0.6, 45, and 450 ng/mL). The stock solution of IS was diluted to the working solution of 30
ng/mL acetonitrile.

Plasma Sample Preparation

Plasma samples were pretreated by liquid-liquid extraction. A volume of 4 pL of IS working solution was added to 40 uL.
of plasma samples and vortexed for 1 min. Then, 200 pL ethyl acetate was added to the mixture and vortexed for 2 min,
followed by centrifugation (4 °C) at 13,000 rpm for 10 min. The upper organic layer was transferred to a centrifugation
tube and evaporated to dryness using a stream of nitrogen at room temperature. The residue was dissolved in 150 pL of
50% acetonitrile. The supernatant, collected by centrifugation (4 °C) at 12,000 rpm for 2 min, was injected (5 uL) into
the column for analysis.

Method Validation

The bioanalytical assay method was verified following the Guidelines for Industry Bioanalytical Method Validation
(UFDA), and the parameters evaluated were selectivity, linearity, precision, accuracy, matrix effect, extraction recovery,
and stability.**

The selectivity of the method reflected that the interfering substances to the target analyte was within the acceptable
range in the biological matrix. The interference was evaluated by comparing the chromatograms of blank plasma samples
from six different rats; the rat plasma samples and the blank plasma spiked with 0.3 ng/mL of PER and IS, respectively.

The standard curve of the method was the correlation between the analyte concentration and the instrument response
value within a specified concentration range. A weighted (1/X?) least-squares linear regression method was used via
Analyst Software. The independent variable was the concentration of the analyte, and the dependent variable was the
peak area ratio of the analyte to IS. LLOQ, the lowest point of the standard curve, can be quantified with precision and
accuracy.

Six replicates of QC samples at four concentration levels, LLOQ, low, mid, and high (repeated for three consecutive
days), were selected to inspect the inter- and intraday precision and accuracy. The acceptance criteria for precision and
accuracy were within 15% RSD and 15% RE, respectively, except at LLOQ, wherein these were within 20% of the
minimum calibration concentration.

The extraction recovery was accessed by comparing the intended peak area of the samples spiked with analyte pre-
extraction to the samples spiked with analyte post-extraction. The matrix effect was evaluated by comparing the intended
peak area of samples of the blank plasma post-extraction spiked with the analyte to the samples of the corresponding
standard solution spiked with the analyte. The extraction recovery and matrix effect were determined by analysis of three
QC concentration samples (0.6, 45, and 450 ng/mL) from six individual sources.

The stability of PER in rat plasma was investigated by analyzing the three concentrations of QC. The following four
kinds of stability were examined: autosampler stability (in an autosampler for 8 h), freeze-thaw stability (three freeze-
thaw cycles), long-term stability (at —20 °C for one month), and room-temperature stability (at room temperature for 4 h).

Pharmacokinetic Studies in Rat

Specific pathogen-free (SPF) grade male Sprague—Dawley (SD) rats (weight: 230£10 g) were provided by the Laboratory
Animal Resources Institute of the National Institutes for Food and Drug Control (Beijing, China). The license number is
SCXK (Beijing) 2017-0005. The animal experiment protocols were approved by the Experimental Animal Welfare
Ethics Committee of Hebei Medical University (Shijiazhuang, China) and were conducted in accordance with the Guide
for the Care and Use of Laboratory Animals. Rats were fed twice a day in an appropriate environment at 18-24 °C and
40-60% humidity. Before the experiment, the rats were fasted overnight without lack of water. A total of 12 rats were

Drug Design, Development and Therapy 2022:16 htps: 4093

Dove:


https://www.dovepress.com
https://www.dovepress.com

Liu et al Dove

randomly and equally divided into two groups: experimental and control. The two groups were administered 72 mg/kg
ESL and the corresponding volume of solvent (0.5% sodium carboxymethyl cellulose) intragastrically for 7 consecutive
days, respectively. On day 7, rats in both groups were given 1 mg/kg PER by intragastric administration 30 min after
administration of ESL or solvent. At 0.083, 0.25, 0.5, 0.75, 1, 1.5, 2, 4, 6, 8, 10, 12, and 24 h after the last administration,
a volume of 150 pL blood sample was collected from venous plexus of the inner canthus into heparinized tubes. The
supernatant obtained by centrifugation at 3000 rpm for 10 min was stored at —20 °C until analysis.

Statistical Analysis

The pharmacokinetic parameters of PER were calculated in the non-compartmental model using DAS 2.1.1 software
(Mathematical Pharmacology Professional Committee of China, Shanghai, China). SPSS 25.0 software package (SPSS
Inc., Chicago, IL, USA) was used to compare the pharmacokinetic parameters of each group. ¢-test or nonparametric test
was used according to whether the data were normally distributed; P<0.05 indicated a statistically significant difference.
The mean concentration-time curves of PER were drawn using GraphPad Prism 8.0 (GraphPad Software Inc., San Diego,
CA, USA).

Results
Method Validation

The chromatograms of blank plasma, rat plasma samples after gavaging PER administration, and the blank plasma spiked
with 0.3 ng/mL of PER and IS revealed non-interfering peaks from endogenous substances (Figure 2). The retention time
of both PER and IS was 2.46 min.

A satisfactory linear range of PER was 0.3—600 ng/mL in rat plasma. A typical regression equation of PER was
y=0.0436x+0.00128 (r>0.999). Based on a signal-to-noise ratio of at least 5:1, the lower limit of quantification (LLOQ)
of PER was established to be 0.3 ng/mL.

Inter- and intraday precision and accuracy data are shown in Table 1. The %RSD and %RE values were in full
compliance with acceptable FDA standards <15% for the QCs and <20% for LLOQs.

The extraction recovery and matrix effect for QC samples of PER are summarized in Table 2. The extraction recovery
for PER at LQC, MQC, and HQC was 75.99 + 8.34%, 80.28 £+ 4.81%, and 75.93 £ 3.69%, respectively. The range of
matrix effect was 96.03—100.64%, indicating that the co-elution of matrix components did not enhance or suppress the
ion concentrations.

Strikingly, LQC, MQC, and HQC were within the acceptable standard of £15% after being placed in an autosampler
for 8 h, three freeze-thaw cycles, being placed at —20 °C for one month, or being placed at room temperature for 4
h (Table 3). PER was stable under all conditions, as assessed by the bioassay method.

Effect of ESL on the Pharmacokinetics of per

The mean concentration-time curves of the experimental and control groups are shown in Figure 3. The pharmacokinetic
parameters of PER in the two groups are shown in Table 4. The results showed that AUC,_,; AUC¢_,, and Cmax of
PER decreased by 30.28%, 30.34%, and 46.94%, respectively, while CL increased by 42.74% when PER was used in
combination with ESL compared to PER alone. The significant changes in the pharmacokinetic parameters indicated that
ESL obviously induced the metabolism of PER in rats.

Discussion

Based on previous studies, a new assay was developed.”® > We selected m/z transitions of 350.2 — 219.2 and 355.3 —
220.0 for PER and PER-ds, respectively, to obtain the best peak intensity. The other parameters of mass spectrometry
were optimized to improve the reproducibility of analytes. Since PER-ds and PER have similar physicochemical
properties and chromatographic behavior, the use of stable isotopes as IS can improve the sensitivity and stability of
the method by reducing the matrix effect. After trying different volumes and types of extractants, 150 pL ethyl acetate
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Figure 2 Chromatograms of PER (1) and IS (Il) in rat plasma samples. (A) Blank rat plasma sample; (B) Rat plasma sample spiked with PER at the LLOQ level and IS; (C) Rat

plasma sample after oral administration.

effectuated a high extraction yield, which could purify and enrich the analytes in 40 pL of rat plasma, suitable for small
sample aliquots. The optimized mobile phase and gradient elution procedures can reduce the interference of endogenous

substances in the plasma to improve the peak shape and obtain the best peak resolution.
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Table | Precision and Accuracy of per in Rat Plasma

Concentration (ng/mL) Intra-Day (n = 6) Inter-Day (n = 18)

Mean * SD RSD (%) RE (%) Mean = SD RSD (%) RE (%)
0.3 0.33 £ 0.02 5.28 10.06 0.31 £0.03 9.55 2.69
0.6 0.64 + 0.04 6.32 6.31 0.61 + 0.04 6.73 1.74
45 44.10 £ 0.88 1.99 —2.00 43.90 £ 0.75 1.70 -2.30
450 408.80 + 9.12 2.23 -9.15 409.90 + 7.47 1.82 —8.90

Table 2 Matrix Effect and Extraction Recovery of per in Rat Plasma (n = 6)

Concentration (ng/mL) Matrix Effect Extraction Recovery
Mean * SD (%) RSD (%) Mean * SD (%) RSD (%)
0.6 75.99 + 8.34 10.97 100.64 + 4.39 4.36
45 80.28 + 4.81 6.00 96.03 + 4.89 5.09
450 75.93 + 3.69 4.86 96.20 + 2.40 2.49

Table 3 Stability of per in Rat Plasma Under Various Storage Conditions (n = 6)

Concentration (ng/mL) | Room Temperature, 4 h | Autosampler 4 °C, 6 h | Three Freeze-thaw —20 °C, 4 Weeks
RSD (%) RE (%) RSD (%) RE (%) RSD (%) RE (%) RSD (%) RE (%)
0.6 6.31 —8.75 4.49 -8.17 4.58 0.56 3.59 —0.69
45 1.24 —0.48 1.72 0.69 1.17 -2.37 4.38 —2.48
450 3.25 -3.70 391 —2.89 251 —8.85 4.50 —5.56

ESL is derived from traditional dibenzodiazepine AEDs (carbamazepine and oxcarbazepine) by altering the sub-
stituents at 10.11-position on the dibenzazepine nucleus bearing the 5-carboxamide substitute.'®*>?® This change in the
chemical structure leads to metabolic differences and enzyme-induced changes in vivo.'®****” Compared to carbamaze-
pine, ESL reduces the incidence of dizziness and sleepiness because it does not produce the toxic metabolite carbama-
zepine-10,11-epoxide.'®* Moreover, ESL reduced the dose of administration compared to oxcarbazepine because ESL is
stereoselectively metabolized to the active metabolite (S)-licazepine (94%).'®*> Also, it has a lower risk of enzyme-
induced drug interactions than carbamazepine and oxcarbazepine.'®* However, the weak induction of CYP3A4 by ESL
can significantly reduce the statins exposure by approximately 50%, thus influencing the effect of lowered blood lipids.*®

Accumulating evidence indicated that the combination of PER with other AEDs in the treatment of epilepsy
significantly reduces seizures.”’ In a post-hoc analysis of three phase-III clinical trials, Gidal et al demonstrated that
treatment responses were higher at PER doses of 8 and 12 mg/day in patients who did not receive an antiepileptic agent
with CYP3A4 inducers.'? In patients receiving enzyme-inducer antiepileptic drugs (EIAEDs), PER plasma concentra-
tions are decreased; hence, a high PER dose may be required to achieve the same efficacy.'? Since carbamazepine,
oxcarbazepine, or phenytoin can significantly reduce exposure to PER, FDA recommends increasing the initial dose of
PER and shortening the titration period when PER is used in combination with EIAEDs.”** The starting dose of PER
was increased from 2—4 mg, and the titration frequency was shortened from 2 mg every two weeks to 2 mg every
week.”® The maintenance dose of PER was determined according to the patient’s clinical response and tolerability.”*°
EMA recommends that patients receive a 2 mg increase or a 2 mg decrease in the dose of PER when the concomitant
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Figure 3 Plasma concentration-time curves of PER after oral PER alone and combined with ESL, respectively.

inducer and non-inducer AEDs are switched among each other.' When EIAED is removed from the prescription, the
dose of PER should be adjusted accordingly to prevent adverse events caused by its high concentrations in the plasma.'’

ESL and PER are two AEDs with different mechanisms of action that can produce synergistic pharmacodynamic
effects in combination. The current results showed that ESL significantly enhances the oral clearance rate of PER and
reduces the plasma exposure of PER in rats. Thus, increasing the dose of PER when combined with ESL is recom-
mended. When ESL is withdrawn from the treatment regimen, the dose of PER should be appropriately reduced to
prevent adverse events caused by the sudden increase in the plasma concentration of PER. This preclinical study provides
a reference for the rational use of PER in clinical practice. The effect of ESL on the pharmacokinetics of PER needs
further clinical study.

Table 4 Pharmacokinetic Parameters of per with or Without ESL

Parameters Control Group Experimental Group P-value
AUC,_,. (ng h/mL) 809.96 + 84.97 564.68 + 33.02 0.0l
AUC,_,., (ngh/mL) 812.83 + 8691 566.24 * 32.02 0.0l
MRTo_,24 (h) 3.70 £ 0.36 3.70 £ 033 0.99
MRTo_,. (h) 3.78 £ 0.39 3.78 £ 0.32 0.97
Cmax (ng/mL) 308.17 £ 19.47 163.50 + 10.33 0.0l
Tmax (h) 0.71 £ 0.10 0.63 + 0.26 0.47
tl/2 (h) 2.50 £ 1.25 2,67 £ 1.16 0.8l
CL (L/h/kg) 124 £ 0.13 1.77 £ 0.10 0.0l
V (L/kg) 4.38 +2.03 6.89 323 0.14
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Conclusion

In

this study, we developed and validated an isotope dilutions UHPLC-MS/MS method to determine the plasma

concentrations of PER in SD rats. The applicability of this method was confirmed in drug interaction studies between

PER and the inducer ESL. Consequently, ESL significantly reduces the plasma exposure to PER, rendering it necessary
to adjust the dose of PER when combined with ESL.
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