
Citation: Attwa, M.W.; Alanazi, M.M.

Rapid LC-MS/MS Bosutinib

Quantification with Applications in

Metabolic Stability Estimation.

Molecules 2023, 28, 1641. https://

doi.org/10.3390/molecules28041641

Academic Editors: Liang Qiao,

Yingdi Zhu and Huilin Li

Received: 31 December 2022

Revised: 3 February 2023

Accepted: 6 February 2023

Published: 8 February 2023

Copyright: © 2023 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 (https://

creativecommons.org/licenses/by/

4.0/).

molecules

Article

Rapid LC-MS/MS Bosutinib Quantification with Applications
in Metabolic Stability Estimation
Mohamed W. Attwa * and Mohammed M. Alanazi

Department of Pharmaceutical Chemistry, College of Pharmacy, King Saud University,
Riyadh 11451, Saudi Arabia
* Correspondence: mzeidan@ksu.edu.sa; Tel.: +966-1146-70237; Fax: +966-1146-76-220

Abstract: Bosutinib (BOS) is FDA approved drug for the treatment of chronic phase (CP) Philadelphia
chromosome-positive (Ph+) chronic myelogenous leukemia (CML). We report a fast, sensitive, and
simple LC-MS/MS method, validated for the determination of BOS in human liver microsomes,
utilizing tofacitinib (TOF) as the internal standard. The separation of BOS and TOF was done using
a 1.8 µm C18 column (2.1 × 50 mm) at room temperature using the isocratic elution system of
acetonitrile–water (30:70, v/v) containing 0.1 M formic acid at a flow rate of 0.15 mL/min, and a
triple-quadrupole tandem mass spectrometer (TQD-MS) with an electrospray ionization (ESI) source
that was operated in the positive ion mode. The method was validated according to the European
Medicines Agency, and the rapid and specific quantification of BOS in human liver microsomes was
achieved in the range of 5–200 ng/mL, with a determination coefficient of 0.999. Intra- and inter-day
accuracy and precision values were <4% in all cases. The procedure is rapid, specific, reliable, and
can be applied in metabolic stability evaluations since it is the first LC-MS/MS method specific to
BOS quantification. The metabolic stability assessment of BOS showed high CLint (34.3 µL/min/mg)
and short in vitro t1/2 values of 20.21 min, indicating that BOS may be rapidly eliminated from the
blood by the liver.

Keywords: bosutinib; rapid LC-MS/MS; validation; metabolic stability; in vitro half-life; intrin-
sic clearance

1. Introduction

Chronic myeloid leukemia (CML) is the outcome of constitutive tyrosine kinase BCR-
Abl enzyme activity, the product of the bcr-abl gene fusion present in the Philadelphia
chromosomes of patients whom suffer from CML [1]. Imatinib is considered a selective
inhibitor of BCR-Abl and its introduction to patients represented an outstanding improve-
ment in CML therapy [2]. The platelet-derived growth factor receptor (PDGFR) and the
tyrosine kinase c-Kit are strongly inhibited by imatinib, which is currently utilized to treat
malignancies produced by the dysregulated forms of these proteins [3,4]. Despite the
success of imatinib in CML treatment, some patients experience clinical relapse as they
eventually establish resistance to imatinib treatment [5]. The occurrence of imatinib resis-
tance has led to research on additional inhibitors of BCR-Abl, and the second-generation
inhibitors (nilotinib and dasatinib) were recently approved for use in imatinib-resistant
CML patients, in addition to front-line therapy [6,7]. Though nilotinib and dsatinib and are
active against most imatinib-resistant BCR-Abl mutations, neither drug is effective against
BCR-Abl having the common T315I mutation. Patients who primarily respond to dasatinib
therapy and consequently relapse have been shown to carry new BCR-Abl mutations,
revealing the emergence of clinical resistance to second-generation inhibitors [8]. Therefore,
the research on additional BCR-Abl inhibitors is important, both to fight resistance and to
expand the therapeutic choices of patients with CML.

The Food and Drug Administration (19/12/2017) granted accelerated approval for
bosutinib (BOSULIF), which was developed by Pfizer Inc. for the treatment of patients with
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newly diagnosed chronic phase (CP) Philadelphia chromosome-positive (Ph+) CML [9].
Bosutinib (BOS; Figure 1) is a second-generation dual Abl/Src inhibitor that shows potent in-
hibition of the growth of CML cells in vitro, is also active against multiple imatinib-resistant
BCR-Abl mutations, and has proven efficacy in current clinical trials for imatinib-resistant
CML [10–12]. The most common side effect of BOS is diarrhea and it can be avoided by
concurrent antidiarrheal medication. Other minor side effects of BOS include possible
dermatological problems, grade 2 diarrhea, grade 1 fatigue associated with secondary
dehydration caused by diarrhea, grade 1 skin rash, grade 1 AST elevation, and grade 2
vomiting, which indicate the safety of BOS if compared to imatinib [13,14].
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The metabolic stability of a chemical compound or drug is defined as its susceptibility
to metabolism and is expressed as the in vitro half-life [t1/2] and the intrinsic clearance
[CLint]. The half-life [t1/2] is the time required for 50% removal of the parent drug. Intrinsic
clearance [CLint] is the ability of the liver to metabolize or eliminate drugs in the blood. The
two parameters are computed following the “in vitro half-life” approach based on the “well-
stirred” model [15,16]. As the “well-stirred” model is the most frequently used approach
in in vitro drug metabolism prediction, the derived in-vitro-calculated parameters can be
used for the prediction of various in vivo physiological parameters, including potential
toxicity and accumulation [17,18].

The study of the metabolic stability of BOS is important during drug discovery for the
development of drugs with better metabolic stability profiles [19]. Rapidly metabolized
drugs exhibit a decrease in in vivo bioavailability, leading to the shorter duration of their
action [20]. No analytical method has been developed for quantifying BOS in human liver
microsomes (HLMs) or for the metabolic stability estimation of BOS. Accordingly, this
study focuses on the quantification of BOS in spiked HLMs using tofacitinib as the internal
standard (TOF; IS) over a very short run time (5 min), which permits its application in
metabolic stability estimations. This study aimed to develop and validate a reliable LC-
MS/MS method. Protein precipitation using acetonitrile (ACN) was used for analytes’ (BOS
and TOF) extraction from the HLM matrix. All analytical parameters, such as calibration,
recovery, accuracy, and precision, were determined according to the FDA guidelines. Finally,
a metabolic stability experiment with BOS in HLM was performed successfully using the
established LC-MS/MS method guided by the in silico assessment of its stability.

2. Results
2.1. In Silico BOS Metabolic Stability

The BOS (C26H29Cl2N5O3) metabolic landscape shows the degree of the metabolic
instability of the active sites of BOS, metabolized by the CYP enzymes [21–23]. The sites
were classified as having the highest degree of metabolic instability (labile; orange color)
to the lowest degree of metabolic stability (mod. labile; yellow color) or being metaboli-
cally stable (stable; black color). Figure 2 shows the metabolic landscape of BOS, where
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C1, C7, C3, C4, and C6 of the methyl piperazine group are labile to metabolism, while
the C36 of the methoxy group attached to the dichlorophenyl group and the C36 of the
methoxy group attached to the quinoline–carbonitrile group are moderately labile. These
findings (CSL:0.9966) reveal the high metabolic instability of BOS; therefore, the established
methodology was applied to assess the metabolic stability of BOS.
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The metabolic instability of BOS may be attributed to the methyl piperazine group, as
proposed by the StarDrop software (P450 metabolism model). These results indicate the
importance of performing an in vitro metabolic stability assessment of BOS and the need
to establish an LC-MS/MS method for the quantification of BOS in HLM matrices.

2.2. LC-MS/MS Method Development

TOF was selected as the IS in BOS quantification in the current LC-MS/MS method,
because the protein precipitation extraction methodology using ACN can be used for the
extraction of both analytes (BOS and TOF) from the HLM matrix. The extraction recoveries
of BOS and TOF were 102.7 ± 3.12% and 101.63 ± 2.58%, respectively. The elution times of
TOF and BOS were 1.7 and 3.3 min, respectively, revealing reasonable separation. BOS and
TOF are anti-cancer drugs that are not prescribed together; consequently, the established
LC-MS/MS method could be used for pharmacokinetic or therapeutic drug monitoring
(TDM) studies of BOS.

Under the chromatographic conditions described in the experimental part, BOS and
TOF were well resolved, and the carryover effect was minimal in both the negative control
(HLM matrix) and positive control (HLM matrix plus TOF). Figure 3 shows the over-
laid MRM chromatograms of the BOS calibration levels in addition to TOF (IS) in the
HLM matrix.
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Figure 3. MRM chromatograms of BOS calibration standards and TOF (IS) in spiked HLM matrix
samples.

The BOS and TOF mass spectra exhibited a parent ion peak at m/z 530 and 313.2,
respectively. The MS/MS fragmentation study involved the isolation of m/z 530 (BOS)
and 313.2 (TOF) in the first quadrupole mass analyzer (Q1), followed by fragmentation
(q2) in the collision cell using high-purity nitrogen as a collision gas. The scanning of the
highest-intensity and most reproducible fragments in the second quadrupole mass analyzer
(Q3) revealed m/z 113 and 141 for BOS, and m/z 165 and 148.9 for TOF, which were selected
as daughter ion peaks in the MRM detection mode, as shown in Figure 4.
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2.3. Method Validation
2.3.1. Specificity

The developed LC-MS/MS method showed high specificity for BOS quantification, as
no interference was observed from the constituents of the HLM matrix at the elution times
of BOS and TOF. The mass detector did not exhibit any carryover effects from the samples.
TOF and BOS were well separated using the optimized chromatographic parameters, with
elution times of 1.7 and 3.2 min, respectively.

2.3.2. Linearity and Sensitivity

The statistical analysis of BOS quantification data was performed using the least-
squares method. The results of the six BOS calibration curves showed linearity in the
range of 5–200 ng mL−1 for BOS, with a determination coefficient (r2) ≥ 0.9991. The mean
calibration curve of the BOS standard solutions in the HLM matrix was described by
y = 2.5773x + 1.31. The standard deviation (SD) values of each conc. level (six replicates)
did not exceed 1.08%. The limit of detection (LOD) and limit of quantitation (LOQ) were
calculated using Equation (1).

LOQ OR LOD =
k υ

M
(1)

where k is equal to 10 and 3.3 for the LOQ and LOD, respectively; υ is the SD of the intercept,
and M is the slope of the regression line of the established calibration curve. The LOQ and
the LOD were 0.97 and 0.32 ng/mL in the HLM matrix, respectively. Calibration standards
and quality control levels of BOS in the HLM matrix (ten points) were back-calculated to
ensure the best performance of the supposed method. The accuracy and precision for BOS
in spiked HLM matrix samples were 97.65–101.55% and 0.27–1.53%, respectively (Table 1).

Table 1. Data of calibration standards and quality control levels of BOS in the HLM matrix.

Nominal Conc.
(ng/mL) Mean a Standard

Deviation (SD) Precision (%) Accuracy (%)

5 5.07 0.05 1.00 101.43

10 10.16 0.14 1.35 101.55

15 15.11 0.04 0.27 100.74

20 19.53 0.30 1.53 97.65

30 29.70 0.19 0.65 99.01

40 39.40 0.20 0.52 98.51

50 50.56 0.20 0.40 101.11

100 100.70 0.34 0.33 100.70

150 150.04 1.08 0.72 100.03

200 199.66 0.76 0.38 99.83
a Average of six determinations.

2.3.3. Precision and Accuracy

The accuracy and precision of the presented chromatographic procedure was con-
firmed using the intra-day and inter-day accuracy and precision outcomes of the BOS
QC samples. The percentages of the relative error (% RE) and relative standard deviation
(% RSD) were utilized to evaluate the analytical method accuracy and precision, respec-
tively, using Equation (2). The results for precision and accuracy were within the permitted
range according to the EMA guidelines [10], as displayed in Table 2.

% Error =
[
(Mean measured concentration− nominal concnetration)

nominal concentration

]
× 100 (2)
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Table 2. Inter-day and Intra-day accuracy and precision of BOS (QC) samples.

Day of
Analysis

Measured Concentration of Bosutinib in HLM Matrices

LQC (15 ng mL−1) MQC (50 ng mL−1) HQC (150 ng mL−1)

Day 1

15.18 50.61 151.22
15.08 49.96 149.09
15.14 50.77 150.52
15.08 50.74 149.49
15.10 50.62 148.16
15.14 50.32 148.86
15.00 50.60 151.22
15.04 50.31 148.94
15.05 49.90 148.39
15.12 50.63 151.20
15.12 50.30 148.84
15.15 50.79 150.61

Day 2

15.00 50.22 150.25
15.03 50.00 150.46
15.07 50.01 150.12
15.04 50.05 150.13
15.02 50.08 150.31
15.16 50.31 149.90

Day 3

15.12 50.18 150.48
15.05 50.05 150.12
15.07 50.15 149.79
15.00 49.99 150.12
15.01 50.15 150.43
15.15 50.04 150.51

Intra-day * Inter-day ** Intra-day Inter-day Intra-day Inter-day

Mean 15.10 15.08 50.46 50.28 149.71 149.97
SD 0.05 0.06 0.30 0.29 1.16 0.86

%RSD 0.33 0.37 0.60 0.57 0.78 0.57
%RE 0.66 0.53 0.92 0.56 −0.19 −0.02

* Average of 12 determinations in the same day. ** Average of six determinations in three following days.

2.4. In Vitro Metabolic Stability of BOS

HLM (1 mg protein) was used in the HLM matrix so as to avoid nonspecific protein
binding. BOS (1 µM) was utilized in incubation in the HLM matrix (so as to be lower
than the Michaelis–Menten constant). The BOS conc. was computed using the linear
curve regression equation of a freshly constructed calibration curve. The BOS metabolic
stability curve was established by plotting the remaining BOS percentage (y-axis) against
the incubation time in minutes (x-axis) (Figure 5A). The linear part of the metabolic stability
curve (0–70 min) was used to establish another curve of the natural logarithm (Ln) of the
remaining BOS against the selected incubation [n time range (0–20 min) (Figure 5B). The
regression equation of the Ln curve was y =−0.034339x + 4.592, with R2 = 0.9964. The slope
of the linear part of the Ln curve (0.0343) represents the rate constant for BOS metabolism,
which was utilized to compute the in vitro t1/2 (20.21 min) of BOS using Equation (3)
(Table 3). The BOS intrinsic clearance (CLint) was computed after the in vitro t1/2 method
using Equation (4). The CLint of PMB was 34.3 µL/min/mg. Based on these results, it can be
proposed that BOS is characterized by a moderate rate of extraction from the body and it is
proposed to moderately accumulate in the body with reasonable bioavailability, compared
with other tyrosine kinase inhibitors (e.g., dacomitinib). By using simulation software and
the Cloe PK, these outcomes could also be used to predict the in vivo pharmacokinetics of
BOS [24].

In vitro t 1
2
= ln 2/Slope (3)
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CLint (µL/min/mg) was calculated using Equation (5):

CLint, =
0.693

In vitro t 1
2

.
µL incubation

mg microsomes
(4)
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Table 3. Parameters of the BOS metabolic stability curve.

Time (min.) Mean a (ng/mL) X b LN X c Analytical Parameters

0 195.00 100 4.61 Linear regression equation: y
= −0.034339x + 4.5922.5 174.27 89.36 4.49

7.5 146.89 75.32 4.32
R2 = 0.9964

15 117.69 60.35 4.10

20 95.60 49.02 3.89 Slope: −0.0254
30 91.37 46.85 3.85

40 85.00 43.58 3.77 t1/2: 20.21 min

50 79.93 40.98 3.71 CLint: 34.3 µL/min/mg

60 77.72 39.85 3.69

70 74.07 37.98 3.64
a Mean of three repeats. b X: Mean of the BOS remaining percentage from three repeats. c The linear range is
exhibited with bold font.

3. Materials and Methods
3.1. Chemicals and Reagents

The pooled HLM matrix from the human liver (Product Number: M0567) was pur-
chased from Sigma-Aldrich (St. Louis, MO, USA). HLM was stored at −70 ◦C until use.
The reported protein content of the HLM pool (20 mg/mL) was shipped in 250 mM sucrose
to keeps HLMs active. BOS (B-1788; purity: 99.89%) and TOF (T-1377; IS; purity: 99.84%)
reference powders were obtained from LC Laboratories (Woburn, MA, USA), Purified water
was obtained using a Milli-Q plus purification system that was procured from Millipore
(Billerica, MA, USA). HPLC-grade acetonitrile (ACN) and formic acid were obtained from
Sigma-Aldrich and VWR International (West Chester, PA, USA).
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3.2. In Silico BOS Metabolic Stability Evaluation

The in silico stability of BOS towards metabolism was determined utilizing the P450
metabolism module of the StarDrop software package from Optibrium Ltd. (Cambridge,
MA, USA). To determine the metabolic lability of BOS, the site labilities of individual atoms
can be combined to calculate the composite site lability (CSL), which indicates the overall
metabolic stability of BOS, as explained by Equation (5):

CSL = ktotal/(ktotal + kw) (5)

where kw is the rate constant for water formation.
The BOS (CN1CCN(CC1)CCCOc2cc3c(cc2OC)c(c(cn3)C#N)Nc4cc(c(cc4Cl)Cl)OC)

SMILES format was uploaded to the StarDrop P450 metabolism module for CSL pre-
diction. CSL is considered a crucial parameter in predicting the metabolic rate of BOS
before establishing in vitro experiments to validate the significance of the current work. The
CSL values in the metabolic landscape were used as indicators of BOS’ metabolic stability.

3.3. Instrumentation and Conditions

The analysis of BOS (C26H29Cl2N5O3) and TOF (C16H20N6O) was performed in the
positive mode (ESI+). The mass spectrometry analyses were performed using a triple-
quadrupole (TQD) mass analyzer (MS/MS), and the spectrometric parameters were ad-
justed to detect and analyze BOS and TOF (IS) with good accuracy and sensitivity. Tuning
was performed utilizing the IntelliStart®module of the QuanLynx software, which was
optimized manually in the infusion mode of fluidics to increase the peak selectivity and
intensity of BOS and TOF. Argon (0.14 mL/min) was used as the collision gas in the
quadrupole 2 (collision cell) for dissociation of the parent ion peak to fragment ions. High-
purity nitrogen gas (650 L/h) was used as the drying gas at 350 ◦C. The cone gas flow rate
was maintained at 100 L/h. The MRM mode was utilized for quantification to increase the
selectivity and sensitivity of the developed LC-MS/MS method.

The MRM mass transitions for BOS (Rt: 3.3 min) were 530→ 141 (CV: 45 V and CE:
25 V) and 530→ 113 (CV: 45 V and CE: 20 V) (Figure 4A). The TOF peak (Rt: 1.7 min) was
estimated using the selected MRM mass transitions: 313→ 165 (CV: 35 V and CE: 20 V)
and 313 → 149 (CV: 40 V and CE: 24 V) (Figure 4B). The MRM mode was used for the
detection of BOS and TOF to eliminate interference from the HLM matrix, which elevated
the sensitivity of the established LC-MS/MS method.

LC analytical chromatographic parameters including the resolution of the target
analytes (BOS and TOF), such as the mobile phase composition, stationary phase nature,
and pH, were optimized. The mobile phase consisted of 30% ACN and 70% aqueous
solution at a flow rate of 0.15 mL/min. Increasing ACN % generated overlapped peaks
and a poor resolution, while decreasing ACN% generated long elution times. The pH of
the 0.1% formic acid in water (aqueous solution) was 3.2, as an increased pH value caused
a long elution time and chromatographic peak tailing. Different stationary phases were
examined, such as polar columns (HILIC columns). However, neither BOS nor TOF was
retained on the chromatographic column, and the best results were achieved through the
use of a C18 column (2.1 × 50 mm, 1.8 µm) (Agilent, Santa Clara, CA, USA) at 22 ± 2 ◦C.
Injection volume and run time were 5 min and 5 µL, respectively.

3.4. Preparation of the Standard Solutions

BOS and TOF showed reasonable DMSO solubility at ≥46 mg/mL (86.72 mM) and
125 mg/mL (400.17 mM; under ultrasonication), respectively. The BOS stock standard
solution (1.0 mg mL−1) was generated in DMSO and was further diluted to create a working
standard solution (1 µg mL−1). To obtain the TOF (IS) stock solution, the reference TOF
powder was dissolved in DMSO to obtain a conc. of 0.1 mg/mL. Then, 100 µL of this stock
solution was diluted using the mobile phase to 10 mL to generate a working solution of
1 µg/mL.
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3.5. Sample Preparation and Construction of the Calibration Curve

DMSO is able to stop metabolic reactions even at a 0.2% concentration. DMSO (2%)
was used during the validation steps as a quenching agent for the HLM matrix under
slight heating at 50 ◦C for 5 min because of the solubility of BOS and TOF. The HLM
matrix was prepared by diluting 30 µL deactivated HLMs (1 mg protein/1 mL) to 1 mL
of metabolic medium (0.1 M sodium phosphate buffer (pH 7.4) and 1 mM NADPH). Ten
calibration points, 5, 10, 15 (low-quality control; LQC), 20, 30, 40 (medium-quality control;
MQC), 50, 100, 150 (high-quality control; HQC), and 200 ng/mL were utilized to generate
the calibration curve including the three selected quality controls. Then, 100 µL of TOF
(1 µg/mL) was added to each level. A protein precipitation extraction methodology was
used to extract BOS and TOF from the HLM matrix. Then, 2 mL of acetonitrile was added
to 1 mL of each sample, vortexed for 1 min, centrifuged at 14,000 rpm (12 min at 4 ◦C), and
the supernatant was filtered using a 0.22 µm syringe filter. The filtrate was placed in 1.5 mL
HPLC vials and 5 µL was injected into the LC-MS/MS system. The quality control (QC)
samples were prepared using the same procedure. A calibration curve was constructed by
plotting the conc (x-axis) against the peak area ratio of BOS to TOF (y-axis). The linearity of
the method was assessed using the characteristic linear regression parameters.

3.6. BOS Metabolic Stability

The metabolic stability profile of BOS, including the two factors (CLint and in vitro
t1/2), was defined by the quantification of the percentage remaining of the BOS conc. after
incubation with the HLM matrix that was composed of 30 µL of HLM, NADPH (cofactor
for metabolic reaction), and 3.3 mM MgCl2 in a 0.1 M sodium phosphate buffer (pH 7.4) for
70 min. In the first step, pre-incubation of BOS 1 µM was performed using the HLM matrix
(without NADPH) for 10 min, to adjust the optimal conditions for the initiation of the
metabolic reactions. In the second step, NADPH (1 mM) was added to the HLM mixture to
initiate the metabolic reaction. To verify the outcomes, the previous metabolic experiments
were repeated three times. TOF WK3 (100 µL, 1 µg/mL) was added to the HLM mixture as
the IS shortly prior to the stopping of the metabolic reaction, to avoid the effect of metabolic
enzymes on the IS conc. In the third step, termination of the ongoing metabolic incubation
was performed at certain time points (0, 2.5, 7.5, 15, 20, 30, 40, 50, 60, and 70 min) through
the addition of 2 mL of ice-cold ACN. The extraction steps were performed as described in
Section 3.5. Data analysis was done using the QuanLynx module included in the MassLynx
4.1 software package. The conc. of the BOS at specific time points was computed, and the
BOS metabolic stability curve was constructed. It was supposed that the conc. of BOS at
0 min was 100% and the remaining BOS% was plotted against time. From this curve, linear
range points were chosen to construct a metabolic curve exhibiting the natural logarithm of
the percentage of the remaining BOS over time. The slope of the linear part of the curve
indicated the rate constant of BOS metabolism and was utilized to compute the in vitro t1/2
using Equation (3). CLint (µL/min/mg) was computed using Equation (4). CLint was then
scaled to in vivo clearance using the HLM protein concentration per gram of liver and the
average liver weight reported in the literature.

4. Conclusions

A rapid LC-MS/MS method was developed and validated for the quantification of
BOS in HLM matrices, with good linearity in the range of 5–200 ng mL−1. The sample
preparation procedure is simple, with a short run time of 5 min. The proposed procedure
involves eco-friendly elution with reduced consumption of organic solvents along with low
running costs. Our validated LC-MS/MS method was applied in evaluating the metabolic
stability of BOS, revealing that BOS exhibited moderate CLint (34.3 µL/min/mg) and
in vitro t1/2 values of 20.21 min, suggesting a high hepatic clearance rate. Consequently,
acceptable in vivo bioavailability can be predicted. Based on these results, we propose
that BOS can be administered to patients without dose accumulation in human blood.
The in vitro metabolic experiment results matched the in silico predictions; therefore, they
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could be used to predict the metabolic stability of other drugs. Future studies are required
to verify the in silico prediction method for in vivo therapeutic drug monitoring.

Author Contributions: M.W.A. and M.M.A. designed and conceived the study. M.W.A. conducted
the experiments and wrote the manuscript. M.M.A. helped to design the methodology and software
applications. All authors reviewed, read, and approved the manuscript. All experimental data were
generated in-house and no paper mill was used. All authors have read and agreed to the published
version of the manuscript.

Funding: This study was funded by the Deputyship for Research & Innovation, Ministry of Education
in Saudi Arabia through project no. (IFKSURG-2-1088).

Institutional Review Board Statement: Ethical review and approval were waived for this study
due to in vitro experiments with commercially available human liver microsomes from the Sigma
company.

Informed Consent Statement: Not applicable for this study due to in vitro experiments with com-
mercially available human liver microsomes from the Sigma company.

Data Availability Statement: All data are available within the manuscript.

Acknowledgments: The authors extend their appreciation to the Deputyship for Research & Inno-
vation, Ministry of Education in Saudi Arabia for funding this research work through project no.
(IFKSURG-2-1088).

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

Sample Availability: Samples of the compounds are not available from the authors.

References
1. Picard, S.; Titier, K.; Etienne, G.; Teilhet, E.; Ducint, D.; Bernard, M.A.; Lassalle, R.; Marit, G.; Reiffers, J.; Begaud, B.; et al.

Trough imatinib plasma levels are associated with both cytogenetic and molecular responses to standard-dose imatinib in chronic
myeloid leukemia. Blood 2007, 109, 3496–3499. [CrossRef] [PubMed]

2. Druker, B.J.; Talpaz, M.; Resta, D.J.; Peng, B.; Buchdunger, E.; Ford, J.M.; Lydon, N.B.; Kantarjian, H.; Capdeville, R.; Ohno-Jones,
S. Efficacy and safety of a specific inhibitor of the BCR-ABL tyrosine kinase in chronic myeloid leukemia. N. Engl. J. Med. 2001,
344, 1031–1037. [CrossRef] [PubMed]

3. Demetri, G.D.; Von Mehren, M.; Blanke, C.D.; Van den Abbeele, A.D.; Eisenberg, B.; Roberts, P.J.; Heinrich, M.C.; Tuveson, D.A.;
Singer, S.; Janicek, M. Efficacy and safety of imatinib mesylate in advanced gastrointestinal stromal tumors. N. Engl. J. Med. 2002,
347, 472–480. [CrossRef] [PubMed]

4. Cools, J.; DeAngelo, D.J.; Gotlib, J.; Stover, E.H.; Legare, R.D.; Cortes, J.; Kutok, J.; Clark, J.; Galinsky, I.; Griffin, J.D. A tyrosine
kinase created by fusion of the PDGFRA and FIP1L1 genes as a therapeutic target of imatinib in idiopathic hypereosinophilic
syndrome. N. Engl. J. Med. 2003, 348, 1201–1214. [CrossRef] [PubMed]

5. Gorre, M.E.; Mohammed, M.; Ellwood, K.; Hsu, N.; Paquette, R.; Rao, P.N.; Sawyers, C.L. Clinical resistance to STI-571 cancer
therapy caused by BCR-ABL gene mutation or amplification. Science 2001, 293, 876–880. [CrossRef]

6. Talpaz, M.; Shah, N.P.; Kantarjian, H.; Donato, N.; Nicoll, J.; Paquette, R.; Cortes, J.; O’Brien, S.; Nicaise, C.; Bleickardt, E. Dasatinib
in imatinib-resistant Philadelphia chromosome–positive leukemias. N. Engl. J. Med. 2006, 354, 2531–2541. [CrossRef]

7. Kantarjian, H.M.; Giles, F.; Gattermann, N.; Bhalla, K.; Alimena, G.; Palandri, F.; Ossenkoppele, G.J.; Nicolini, F.-E.; O’Brien,
S.G.; Litzow, M. Nilotinib (formerly AMN107), a highly selective BCR-ABL tyrosine kinase inhibitor, is effective in patients with
Philadelphia chromosome–positive chronic myelogenous leukemia in chronic phase following imatinib resistance and intolerance.
Blood Am. Soc. Hematol. 2007, 110, 3540–3546. [CrossRef]

8. Shah, N.P.; Skaggs, B.J.; Branford, S.; Hughes, T.P.; Nicoll, J.M.; Paquette, R.L.; Sawyers, C.L. Sequential ABL kinase inhibitor
therapy selects for compound drug-resistant BCR-ABL mutations with altered oncogenic potency. J. Clin. Investig. 2007, 117,
2562–2569. [CrossRef]

9. US Food and Drug Administration. FDA Grants Accelerated Approval to Bosutinib for Treatment of Newly-Diagnosed PH +
CML. U.S. Food and Drug Administration. FDA Grants Accelerated Approval to Bosutinib for Treatment of Newly-Diagnosed
PH+ CML. 2017. Available online: https://www.fda.gov/drugs/resources-information-approved-drugs/fda-grants-accelerated-
approval-bosutinib-treatment-newly-diagnosed-ph-cml (accessed on 10 November 2022).

10. Golas, J.M.; Arndt, K.; Etienne, C.; Lucas, J.; Nardin, D.; Gibbons, J.; Frost, P.; Ye, F.; Boschelli, D.H.; Boschelli, F. SKI-606,
a 4-anilino-3-quinolinecarbonitrile dual inhibitor of Src and Abl kinases, is a potent antiproliferative agent against chronic
myelogenous leukemia cells in culture and causes regression of K562 xenografts in nude mice. Cancer Res. 2003, 63, 375–381.

http://doi.org/10.1182/blood-2006-07-036012
http://www.ncbi.nlm.nih.gov/pubmed/17192396
http://doi.org/10.1056/NEJM200104053441401
http://www.ncbi.nlm.nih.gov/pubmed/11287972
http://doi.org/10.1056/NEJMoa020461
http://www.ncbi.nlm.nih.gov/pubmed/12181401
http://doi.org/10.1056/NEJMoa025217
http://www.ncbi.nlm.nih.gov/pubmed/12660384
http://doi.org/10.1126/science.1062538
http://doi.org/10.1056/NEJMoa055229
http://doi.org/10.1182/blood-2007-03-080689
http://doi.org/10.1172/JCI30890
https://www.fda.gov/drugs/resources-information-approved-drugs/fda-grants-accelerated-approval-bosutinib-treatment-newly-diagnosed-ph-cml
https://www.fda.gov/drugs/resources-information-approved-drugs/fda-grants-accelerated-approval-bosutinib-treatment-newly-diagnosed-ph-cml


Molecules 2023, 28, 1641 11 of 11

11. Cortes, J.; Kantarjian, H.M.; Baccarani, M.; Brummendorf, T.H.; Liu, D.; Ossenkoppele, G.; Volkert, A.D.; Hewes, B.; Moore, L.;
Zacharchuk, C. A Phase 1/2 Study of SKI-606, a Dual Inhibitor of Src and Abl Kinases, in Adult Patients with Philadelphia
Chromosome Positive (Ph+) Chronic Myelogenous Leukemia (CML) or Acute Lymphocytic Leukemia (ALL) Relapsed, Refractory
or Intolerant of Imatinib. Blood 2006, 108, 168. [CrossRef]

12. Cortes, J.; Kantarjian, H.; Brummendorf, T.; Khoury, H.; Kim, D.; Turkina, A.; Volkert, A.; Wang, J.; Arkin, S.; Gambacorti-Passerini,
C. Safety and efficacy of bosutinib (SKI-606) in patients (pts) with chronic phase (CP) chronic myeloid leukemia (CML) following
resistance or intolerance to imatinib (IM). J. Clin. Oncol. 2010, 28 (Suppl. S15), 6502. [CrossRef]

13. Ault, P.S.; Rose Pharm, D.J.; Nodzon Ph, D.L.; Kaled, E.S. Bosutinib Therapy in Patients with Chronic Myeloid Leukemia: Practical
Considerations for Management of Side Effects. J. Adv. Pract. Oncol. 2016, 7, 160–175.

14. Keller, G.; Schafhausen, P.; Brümmendorf, T.H. Bosutinib. Small Mol. Oncol. 2010, 184, 119–127.
15. Houston, J.B. Utility of in vitro drug metabolism data in predicting in vivo metabolic clearance. Biochem. Pharmacol. 1994, 47,

1469–1479. [CrossRef]
16. Obach, R.S.; Baxter, J.G.; Liston, T.E.; Silber, B.M.; Jones, B.C.; MacIntyre, F.; Rance, D.J.; Wastall, P. The prediction of human

pharmacokinetic parameters from preclinical and in vitro metabolism data. J. Pharmacol. Exp. Ther. 1997, 283, 46–58.
17. Nichols, J.W.; Schultz, I.R.; Fitzsimmons, P.N. In vitro-in vivo extrapolation of quantitative hepatic biotransformation data for

fish. I. A review of methods, and strategies for incorporating intrinsic clearance estimates into chemical kinetic models. Aquat.
Toxicol. 2006, 78, 74–90. [CrossRef]

18. Pelkonen, O.; Turpeinen, M. In vitro-in vivo extrapolation of hepatic clearance: Biological tools, scaling factors, model assump-
tions and correct concentrations. Xenobiotica 2007, 37, 1066–1089. [CrossRef]

19. Krishna, M.V.; Padmalatha, K.; Madhavi, G. In vitro Metabolic Stability of Drugs and Applications of LC-MS in Metabolite
Profiling. Drug Metab. 2021, 77. [CrossRef]

20. Baranczewski, P.; Stanczak, A.; Sundberg, K.; Svensson, R.; Wallin, A.; Jansson, J.; Garberg, P.; Postlind, H. Introduction to in vitro
estimation of metabolic stability and drug interactions of new chemical entities in drug discovery and development. Pharmacol.
Rep. 2006, 58, 453.

21. Tan, L.; Kirchmair, J. Software for metabolism prediction. Drug Metab. Predict. 2014, 27–52. [CrossRef]
22. Hunt, P.A.; Segall, M.D.; Tyzack, J.D. WhichP450: A multi-class categorical model to predict the major metabolising CYP450

isoform for a compound. J. Comput. Aided Mol. Des. 2018, 32, 537–546. [CrossRef] [PubMed]
23. Shin, Y.G.; Le, H.; Khojasteh, C.; ECA Hop, C. Comparison of metabolic soft spot predictions of CYP3A4, CYP2C9 and CYP2D6

substrates using MetaSite and StarDrop. Comb. Chem. High Throughput Screen. 2011, 14, 811–823. [CrossRef] [PubMed]
24. Leahy, D.E. Integrating invitro ADMET data through generic physiologically based pharmacokinetic models. Expert Opin. Drug

Metab. Toxicol. 2006, 2, 619–628. [CrossRef] [PubMed]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.

http://doi.org/10.1182/blood.V108.11.168.168
http://doi.org/10.1200/jco.2010.28.15_suppl.6502
http://doi.org/10.1016/0006-2952(94)90520-7
http://doi.org/10.1016/j.aquatox.2006.01.017
http://doi.org/10.1080/00498250701620726
http://doi.org/10.5772/intechopen.99762
http://doi.org/10.1002/9783527673261.ch02
http://doi.org/10.1007/s10822-018-0107-0
http://www.ncbi.nlm.nih.gov/pubmed/29464466
http://doi.org/10.2174/138620711796957170
http://www.ncbi.nlm.nih.gov/pubmed/21605066
http://doi.org/10.1517/17425255.2.4.619
http://www.ncbi.nlm.nih.gov/pubmed/16859409

	Introduction 
	Results 
	In Silico BOS Metabolic Stability 
	LC-MS/MS Method Development 
	Method Validation 
	Specificity 
	Linearity and Sensitivity 
	Precision and Accuracy 

	In Vitro Metabolic Stability of BOS 

	Materials and Methods 
	Chemicals and Reagents 
	In Silico BOS Metabolic Stability Evaluation 
	Instrumentation and Conditions 
	Preparation of the Standard Solutions 
	Sample Preparation and Construction of the Calibration Curve 
	BOS Metabolic Stability 

	Conclusions 
	References

