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Abstract: ATSP-7041, a stapled «-helical peptide that inhibits murine double minute-2 (MDM?2)
and MDMX activities, is a promising modality targeting protein—protein interactions. As peptides
of molecular weights over 1000 Da are not usually evaluated, data on the drug—drug interaction
(DDI) potential of stapled o-helical peptides remain scarce. Here, we evaluate the interaction of
ATSP-7041 with hepatic cytochrome P450s (CYPs; CYP1A2, CYP2C9, CYP2C19, CYP3A4, and
CYP2D6) and transporters (organic anion transporting polypeptides (OATPs; OATP1B1 and OATP1B3),
P-glycoprotein (P-gp), and breast cancer resistance protein (BCRP)). ATSP-7041 demonstrated neg-
ligible metabolism in human liver S9 fraction and a limited inhibition of CYP activities in yeast
microsomes or S9 fractions. On the contrary, a substantial uptake by OATPs in HEK 293 cells, a
strong inhibition of OATP activities in the cells, and an inhibition of P-gp and BCRP activities in
reversed membrane vesicles were observed for ATSP-7041. A recent report describes that ALRN-6924,
an ATSP-7041 analog, inhibited OATP activities in vivo; therefore, we focused on the interaction
between ATSP-7041 and OATP1B1 to demonstrate that ATSP-7041, as a higher molecular weight
stapled peptide, is a substrate and strong inhibitor of OATP1B1 activity. Our findings demonstrated
the possibility of transporter-mediated DDI potential by high molecular weight stapled peptides and
the necessity of their evaluation for drug development.

Keywords: ATSP-7041; MDM2/MDMX inhibitor; o-helical peptide; drug—drug interaction; organic
anion transporting polypeptide 1B1

1. Introduction

Peptides are an established modality for drugs; however, their usage has limitations,
including the lack of conformational stability of their secondary structures, such as the
a-helix, poor cell membrane permeability, and proteolytic instability. Therefore, efforts
have been made to overcome these limitations by developing various types of macrocyclic
peptides to expand their potential as drug candidates [1,2]. One of these types that have
been extensively studied is stapled c-helical peptides, which represent a potential thera-
peutic modality targeting intercellular protein—protein interactions [3-9]. These peptides
have a stable a-helical conformation and can bind to intercellular target proteins with high
affinity and specificity [2,8,9], including murine double minute 2 (MDM2)/MDMX [10,11],
BCL-2 family proteins [12], estrogen receptors [13], and 3-catenin [14]. Among these,
MDM2/MDMX, which negatively regulates p53 function, leading to tumor growth and
proliferation, has been extensively studied. The stapled x-helical peptide ATSP-7041, the
first potent dual inhibitor of MDM2 and MDMX activities, achieved effective suppres-
sion of tumor growth through the activation of the p53 pathway in p53 wild-type cancer
cell lines derived from osteosarcoma and breast cancer in vitro and in vivo [15]. Further-
more, ATSP-7041 showed efficient cellular membrane penetration, extended half-life in
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blood/tissues, broad tissue distribution, and major elimination through bile [15]. The
anti-tumor efficacy of ATSP-7041 has been validated in various cancer cell lines with wild-
type p53 in vitro [16,17] and in vivo [18,19]. In addition, one of the analogs of ATSP-7041,
ALRN-6924, has been evaluated in a clinical study for cancer therapy with a Cpax value of
1.6-50 uM [20]. These findings suggest ATSP-7041 as a promising stapled peptide with a
high potential to proceed to the clinical stage of drug development.

In drug development, the drug—drug interaction (DDI) potential of drugs should be
evaluated as interactions with co-administered drugs alter the pharmacokinetic profile of
the drugs and can cause serious adverse effects or reduce their therapeutic efficacy [21-23].
DDI occurs when a perpetrator drug induces or inhibits the activity of drug-metabolizing
enzymes and/or transporters for a co-administered victim drug [24]. Therefore, in the
evaluation of DDI potential, it is important to characterize the interactions of drugs with
drug-metabolizing enzymes and transporters, including whether they are substrates and/or
inhibitors. The well-characterized drug-metabolizing enzymes involved in DDI are cy-
tochrome P450 (CYP) 3A4, CYP2Cs (CYP2C8, CYP2C9, and CYP2C19), CYP2D6, CYP1A2,
and CYP2B6 [25]. Conversely, the well-characterized hepatic transporters involved in
DDI are P-glycoprotein (P-gp), breast cancer resistance protein (BCRP), organic anion
transporting polypeptide 1B1 (OATP1B1), and OATP1B3 [25]. DDIs via OATPs have a
substantial effect, where the area under the curve of plasma concentration is potentially
altered over five-fold [25]. To date, DDI potential evaluations have focused on low molec-
ular weight (Mw) drugs, owing to the small Mw and size of the reported substrates and
inhibitors as well as the substrate-binding pockets of drug-metabolizing enzymes and
transporters [26-28]. Therefore, data on the interactions of high Mw peptides, typically
molecules with Mw of over 1000 Da, have been scarce for drug-metabolizing enzymes
and/or transporters. However, there are several exceptions of studies on high Mw peptides,
such as cyclosporine (Mw 1202), that drive DDI via CYP3A4, P-gp, and OATP1B1 in clinical
settings [29-33]; these studies indicate that the DDI evaluation of high Mw peptides could
be indispensable.

In this study, we investigated the interaction of ATSP-7041 (Mw 1745 Da) with drug-
metabolizing enzymes and transporters in vitro. We used ATSP-7041 as a model stapled
peptide drug with non-natural structures. As ATSP-7041 is primarily cleared through
hepatobiliary elimination [15], we focused on hepatic drug-metabolizing enzymes and
transporters, namely five CYPs (CYP1A2, CYP2C9, CYP2C19, CYP3A4, and CYP2D6) and
four transporters (OATP1B1, OATP1B3, P-gp, and BCRP). We first determined whether
ATSP-7041 could act as a substrate or an inhibitor of these enzymes and transporters and
subsequently performed detailed in vitro analysis of OATP1B1, for which ATSP-7041 could
be both substrate and inhibitor; ALRN-6924, an analog of ATSP-7041, has been described
as an inhibitor of OATPs [20]. In this study, we identified the DDI potential of this model
peptide with cell-membrane-penetrating high Mw characteristics and the necessity for DDI
studies on these types of drugs.

2. Materials and Methods
2.1. Materials

Materials for screening experiments are described in Text S1. Cyclosporine A was
purchased from TCI Chemical Trading (Tokyo, Japan). Estradiol-173-glucuronide (E;173G)
and estradiol-33-glucuronide were purchased from Merck. OATP1B-expressing HEK293
cells (SB-OATP1B1-PREDICELL™-24w, SB-OATP1B1-PREDICELL™-96 w, SB-OATP1B3-
PREDICELL™-24 w, and SB-OATP1B3-PREDICELL™-96 w) were purchased from KAC
(Kyoto, Japan). ATSP-7041 and benzyl-ATSP-7041 were synthesized using a solid-phase
peptide synthesis method with conventional coupling reagents [15]. Briefly, the peptide
ATSP-7041 was synthesized using Fmoc-based solid-phase methods on NovaPEG Rink
amide resin. The procedure detailing the coupling and deprotection cycles, at a 50 pmol
scale, is outlined below. The NovaPEG Rink amide resin was soaked in dichloromethane
for 30 min. Subsequently, a solution of Fmoc-amino acid (4 eq.), COMU (4 eq.) and
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DIPEA (10 eq.) dissolved in N,N-dimethylformamide (DMF) was added to the resin.
Deprotection of Fmoc groups was carried out using a 20% piperidine solution in DMFE.
Ring closing metathesis reactions were performed using 20 mol% 2nd generation Grubbs
catalyst in 1,2-dichloroethane. After the peptide synthesis, the resin was suspended in cleav-
age cocktail (95% trifluoroacetic acid (TFA), 2.5% water, and 2.5% triisopropylsilane) for
2 h at room temperature. The TFA solution was evaporated under a stream of N, and
the resulting residue was dripped into cold ether to precipitate the peptides. The crude
peptides were dissolved in DMSO and purified by reversed-phase high performance liquid
chromatography (HPLC) using a Inertsil WP300 C18 (5 um, 20 mm x 250 mm) (solvent
A: 0.1% TFA /water, solvent B: 0.1% TFA /acetonitrile, flow rate: 10 mL/min, gradient:
50-90% gradient of solvent B over 40 min). After purification, the peptide solutions were
lyophilized. Peptide purity was assessed using analytical HPLC with an Inertsil WP300 C18
(5 um, 4.6 mm x 250 mm) (solvent A: 0.1% TFA /water, solvent B: 0.1% TFA /acetonitrile,
flow rate: 1.0 m/min, gradient: 10-90% gradient of solvent B over 30 min). Finally, the
peptides were characterized by LC/mass spectrometry (LC/MS) ion trap time-of-flight
(LCMS-IT-TOF, Shimadzu, Kyoto, Japan). All other reagents were commercially procured.

2.2. Screening Experiments of ATSP-7041 Interactions

Screening experiments of ATSP-7041 interactions are described in Text S1. Briefly, to
evaluate ATSP-7041 as a substrate of CYP isoforms, we used the human liver S9 fraction and
analyzed ATSP-7041 metabolism. To evaluate ATSP-7041 as an inhibitor of CYP activities,
yeast microsomes expressing individual CYP and human liver S9 with individual specific
substrates were used. To evaluate ATSP-7041 as a substrate of transporters, OATP1B
(OATP1B1 or OATP1B3)-expressing HEK293 cells, and inside-out vesicles expressing P-gp
or BCRP, were used, and ATSP-7041 uptake was analyzed. To evaluate ATSP-7041 as
an inhibitor of transporter activities, the same system was used with individual proven
substrates.

2.3. Evaluation of ATSP-7041 as a Substrate of OATP1B1

The evaluation of ATSP-7041 as a substrate for OATP1B1 was performed using
OATP1B1-expressing HEK293 cells in 24- or 96-well plates according to the manufac-
turer’s protocol (v1.9 for OATP1B1) with minor modifications. In brief, after equilibration
with the transport buffer, the buffer was replaced with a fresh transport buffer containing
the indicated concentrations of ATSP-7041 or 1 uM E;173G in the presence or absence of
positive control inhibitors (50 uM rifampicin or 10 uM cyclosporine). After incubation
for the indicated time at 37 °C, the cells were immediately rinsed twice with an ice-cold
transport buffer. Substrates were extracted by incubation with 400 pL (for 24-well) or
100 pL (for 96-well) of 0.1% formic acid in acetonitrile-containing internal standard (IS)
(0.125 uM benzyl-ATSP-7041 for ATSP-7041 in uptake experiment of various concentrations
of ATSP-7041 or 0.0125 uM for ATSP-7041 in all other experiments of benzyl-ATSP-7041
and 0.1 uM estradiol-33-glucuronide) for 5 min at 20-25 °C, filtered using a PVDF-based
filter, diluted 1.4 times (ATSP-7041) or 2 times (E;173G) with water, and analyzed using
LC/MS.

2.4. Evaluation of ATSP-7041 as an Inhibitor of OATP1B1

The inhibitory activities of ATSP-7041 on OATP1B1 were evaluated using OATP1B-
expressing HEK293 cells in 96-well plates as described above. For dose-dependent in-
hibition, ATSP-7041 at the indicated concentrations was added to the transport buffer,
and E;17p3G was used as the substrate. To study the pre-incubation effect, the cells were
pre-incubated with 10 uM ATSP-7041 or 10 uM cyclosporine in transport buffer after
equilibration with the transport buffer for 30 min at 37 °C and washed twice before the
replacement of the transport buffer containing E;173G.
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2.5. LC/MS Analysis

ATSP-7041 and E;17p3G were analyzed using LC/MS. The analysis was conducted
using Ultimate3000 UHPLC with TSQ-Quantiva (Thermo Fisher Scientific, Waltham, MA,
USA). A Triart Bio C18 column (3 pm, 2.1 mm x 100 mm) (YMC, Kyoto, Japan) was used
for LC at 50 °C. Mobile phase A consisted of 0.1% formic acid in water, and mobile phase B
consisted of 0.1% formic acid in acetonitrile. The flow rate was 0.4 mL/min, and the injected
sample volume was 4 pL. The gradient program of the mobile phase for each substrate is
listed in Table S1. The mass spectrometer was operated in the heated electrospray ionization
(ESI) mode. The parameters and mass transitions of substrates are also listed in Table S1.
LC/MS-grade reagents were used for LC/MS analysis.

2.6. Data Analysis

LC/MS analysis data were quantified using Trace Finder 4.1 (Thermo Fisher Sci-
entific, Waltham, MA, USA) for peak detection and area quantification. To study the
transport activities of OATP1B1, the OATP1B1-mediated uptake of ATSP-7041 and E;17BG
was determined by normalization with IS (divide the area of ion peak) and subsequent
background-corrected uptake using mock cells. To evaluate the inhibitory activities of
ATSP-7041 on OATP1BI, transporter activities were determined as a percent of the control
(activities without ATSP-7041) at each concentration, and the half maximal inhibitory con-
centration (ICsp) for the inhibition of OATP1B1 activity by ATSP-7041 was determined by
fitting a curve (inhibitor concentrations vs. normalized response) using GraphPad Prism
8 (GraphPad Software, San Diego, CA, USA). To estimate Km value, an Eadie-Hofstee
diagram with linear regression model was described using GraphPad Prism 9 (GraphPad
Software). Differences in all figures were analyzed and all data were plotted using Graph-
Pad Prism 9 (GraphPad Software). The results are presented as mean =+ standard deviation.
A one-way analysis of variance with Tukey’s multiple comparison analysis, or Welch’s
t-test with Bonferroni’s multiple corrections, was used to determine significant differences
between the groups. Results with p < 0.05 were considered statistically significant.

3. Results
3.1. Screening for ATSP-7041 Interactions

We first determined whether ATSP-7041 could act as a substrate or an inhibitor of
drug-metabolizing enzyme and transporter activities. The detailed results of the screening
experiments are described in Text S2. As shown in Figure 1a, the content of ATSP-7041
(0.5 uM) was reserved over 97% of the initial time point (0 h), until up to 24 h in the
human liver S9 fraction (more detailed results are shown in Text S2, and Figures S2 and S3).
In addition, the residual activities of CYP1A2, CYP2C9, CYP2C19, and CYP2D6 in the
co-existence of ATSP-7041 (10 uM) was over 80% in yeast microsomes (Figure 1b; more
detailed results are shown in Text S2, and Tables S2 and S3), although the inhibitory effect
on CYP2C19 was significant. Moreover, no significant inhibition of CYP3A4 activity was
observed in the human liver S9 fraction (Figure 1c; more detailed results are shown in
Text 52 and Figures 54-56). These results suggest a negligible or limited interaction (as a
substrate or inhibitor) of ATSP-7041 with human liver CYPs in vitro.
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Figure 1. Interaction of ATSP-7041 with cytochrome P450s (CYPs). (a) Metabolic stability of ATSP-
7041 in the human liver S9 fraction. ATSP-7041 (0.5 uM) was incubated with the human liver S9
fraction (2 mg/mL) with NADPH at 37 °C for 24 h. Values are presented as a percent of the control
(time 0 h), mean =+ standard deviation (SD; n = 3). (b) Inhibition of CYP activities by ATSP-7041.
The residual activity of human CYPs with ATSP-7041 (10 uM) was determined using CYP inhibitor
screening kits. After pre-incubation of ATSP-7041 with CYP enzymes, the enzymatic reaction was
initiated by adding the substrate/NADP" mixture and monitoring the fluorescence using a yeast
microsomal preparation expressing human CYP isoforms. Data are presented as a percent of the
control (without ATSP-7041), mean =+ SD (n = 3). * p < 0.05 compared with the control. (c) Effects
of ATSP-7041 (10 uM) on the metabolism of CYP3A4 substrates in the human liver S9 fraction.
Midazolam (0.5 uM) or testosterone (5 uM) was incubated with ATSP-7041 in the human liver S9
fraction (2 mg/mL) with NADPH at 37 °C for 30 or 90 min, respectively. Data are presented as a
percent of the control (without ATSP-7041), mean + SD (n = 3).

Conversely, the uptake of ATSP-7041 (0.2 uM) detected in OATP1B1- and OATP1B3-
expressing HEK293 cells was significant and approximately 3.3- and 4.6-fold greater than
that in mock cells, respectively (Figure 2a and its control experiment are demonstrated
in Text S2 and Figure S7). The evaluation of ATSP-7041, as a substrate of P-gp and BCRP,
revealed that there was no significant increase in the ATP-dependent uptake of ATSP-7041
(0.1 uM) in P-gp- or BCRP-expressing vesicles (Figure 2b; more detailed results are shown
in Text 52 and Figure S8). Moreover, ATSP-7041 (10 uM) showed a strong inhibition (<10%
of residual transport activity) of an index substrate uptake mediated by each transporter
analyzed in this study (Figure 2c). These screening results show that ATSP-7041 could act as
a substrate as well as an inhibitor of OATP activities and as an inhibitor of P-gp and BCRP
activities. As ALRN-6924, an analog of ATSP-7041, is reported as an inhibitor of OATP
activities [20] and a high frequency of DDI was observed via OATP1B1 over OATP1B3 [25],
we subsequently performed a detailed in vitro analysis with OATP1B1.
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Figure 2. Interaction of ATSP-7041 with transporters. (a) Uptake of ATSP-7041 by OATP1B-expressing
HEK293 cells. ATSP-7041 (0.2 uM) was incubated with OATP1B1- or OATP1B3-expressing HEK293
cells (filled square) and mock cells (open square) for 5 min at 37 °C. Data are presented as a percent
of the control (mock cells), mean £ SD (n = 3). *** p < 0.001 compared with the control. (b) Uptake of
ATSP-7041 by P-gp- and BCRP-expressing vesicles. ATSP-7041 (0.1 uM) was incubated with inside-
out membrane vesicles expressing P-gp or BCRP with AMP (open square) or ATP (filled square)
for 3 (P-gp) or 15 (BCRP) min at 37 °C. Data are presented as a percent of the control (with AMP),
mean + SD (n = 3). (c¢) Inhibition of substrate uptake of transporters by ATSP-7041. E;173G was
incubated as a substrate with OATP1B1- or OATP1B3-expressing HEK293 cells with (filled square)
and without (open square) ATSP-7041 (10 uM) for 5 min at 37 °C. N-methyl-quinidine or lucifer
yellow as a substrate was incubated with inside-out membrane vesicles expressing P-gp or BCRP
with (filled square) and without (open square) ATSP-7041 (10 uM) for 3 (P-gp) or 15 (BCRP) min,
respectively, at 37 °C. Transporter-mediated uptake of substrates is shown. Data are presented as a
percent of the control (without ATSP-7041); mean £ SD (n = 3). * p < 0.05, ** p < 0.01, and *** p < 0.001,
compared with the control.

3.2. Characterization of ATSP-7041 as a Substrate of OATP1B1

To further characterize ATSP-7041 as a substrate of OATP1B1, we first examined
the dose-dependent changes in the uptake of ATSP-7041 by OATP1B1. Figure 3 shows a
substantial OATP1B1-dependent uptake at 0.1 uM (3.4-fold) and 1 uM (1.7-fold), although
this uptake was saturated at 10 uM (1.1-fold; not significant). In addition, although it was
described with three points of concentrations, the Ky, value estimated using the Eadie—
Hofstee diagram was 0.85 pM.
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Figure 3. Uptake of ATSP-7041 at various concentrations by OATP1B1-expressing HEK293 cells.
ATSP-7041 (0.1, 1, and 10 uM) was incubated with OATP1B1-expressing HEK293 cells (filled square)
and mock cells (open square) for 5 min at 37 °C. Data are presented as a percent of the control (mock
cells); mean £ SD (n = 3). ** p < 0.001, compared with the control.

Next, we examined the time-dependent changes in the uptake of ATSP-7041 by
OATP1B1. As shown in Figure 4, the OATP1Bl-dependent uptake of ATSP-7041
(0.2 uM) was observed at all studied time points, although this uptake was not signif-
icant at 30 min. In addition, the OATP1B1-dependent uptake reached a steady state

before 1 h.
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Figure 4. Time-dependent uptake of ATSP-7041 by OATP1B1-expressing HEK293 cells. ATSP-7041
(0.2 uM) was incubated with OATP1B1-expressing HEK293 cells (filled circle) and mock cells (open
circle) for indicated periods at 37 °C. Data are presented as mean + SD (n = 3). * p < 0.05 and
** p <0.01, compared with the control (mock cells).
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We further examined the effect of the index inhibitors of OATP1B1 activity, cy-
closporine, and rifampicin, on the uptake of ATSP-7041. As shown in Figure 5, the OAT1B1-
dependent uptake of ATSP-7041, at both 5 and 60 min, was significantly inhibited by
both cyclosporine and rifampicin. Under the same experimental conditions, with 5 min
co-incubation, the uptake of the control substrate E; 173G by OATP1B1-expressing HEK293
cells was inhibited by rifampicin (<4% without inhibitor) (Figure S1).

3 Control
_|_

o

=3 Rifampicin
Cyclosporine

%k kk

%k %k Xk

kkk
kkk

ATSP-7041 uptake (% of control)

Time (min)

Figure 5. Effects of known inhibitors on ATSP-7041 uptake by OATP1B1-expressing HEK293 cells.
ATSP-7041 (0.2 uM) was incubated with OATP1B1-expressing HEK293 cells and mock cells with an
inhibitor, rifampicin (50 uM), or cyclosporine (10 uM), for 5 or 60 min at 37 °C. OATP1B1-mediated
uptake of ATSP-7041 is shown. Data are presented as a percent of the control (without inhibitors),
mean + SD (n = 3). ** p < 0.001, compared with the control.

3.3. Characterization of ATSP-7041 as an Inhibitor of OATP1B1 Activity

Along with the characterization of ATSP-7041 as a substrate, we characterized ATSP-
7041 as an inhibitor of OATP1B1 activity. As shown in Figure 6, ATSP-7041 showed a
dose-dependent inhibition of the substrate E;173G’s uptake, mediated by OATP1B1. A
significant inhibition of ATSP-7041 activity was observed from 1 uM and >96% of inhibition
was observed at 10 pM. In addition, the ICsy value of ATSP-7041 for OATP1B1 activity
inhibition was 0.81 uM (95% confidence interval: 0.66—1.00 puM).

As the peptide-type index inhibitor cyclosporine shows the enhanced inhibition of
OATP1BI activity by pre-incubation and inhibition following removal [34], we further
examined whether ATSP-7041 exerts a similar inhibitory effect on OATP1B1. As shown
in Figure 7a, the pre-incubation of cells with ATSP-7041 further enhanced the inhibition
of OATP1BI activity, similar to the effect of cyclosporine. In addition, even in the absence
of ATSP-7041 during the uptake of the OATP1B1 substrate, the uptake of the OATP1B1
substrate E;173G was substantially inhibited by pre-incubation of ATSP-7041, similar to
cyclosporine (Figure 7b).
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Figure 6. Inhibition of transporter activities of OATP1B1 by ATSP-7041. E;173G was incubated as
a substrate with OATP1B1-expressing HEK293 cells and mock cells with various concentrations of
ATSP-7041 for 5 min at 37 °C. OATP1B1-mediated uptake of the substrate is shown. Values plotted as
a percent of the control (without ATSP-7041), mean £ SD (n = 3). *** p < 0.001, compared with the
control. The half maximal inhibitory concentration (ICsp) value, with 95% confidence interval, for
ATSP-7041 was 0.81 pM (0.66-1.00).
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Figure 7. Effects of pre-incubation on inhibition of substrate uptake by ATSP-7041 in OATP1B1-
expressing HEK293 cells. (a) Effects of additional pre-incubation with ATSP-7041 on substrate
uptake. E;17BG was incubated as a substrate with OATP1B1-expressing HEK293 cells or mock cells
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with ATSP-7041 (10 uM) or cyclosporine (10 uM) for 5 min at 37 °C, with (filled square) or without
(open square) additional pre-incubation for 30 min at 37 °C. OATP1B1-mediated uptake of the sub-
strate is shown. Data are presented as a percent of the control (without inhibitors), mean + SD (n = 3).
*p <0.05 and ** p < 0.01, compared between with and without pre-incubation. (b) Effects of pre-
treatment of OATP1B1 with ATSP-7041 on the following substrate uptake. ATSP-7041 (10 uM) or
cyclosporine (10 uM) was pre-incubated with OATP1B1-expressing HEK293 cells or mock cells for
30 min at 37 °C; after washing the cells, E;173G was incubated as a substrate in the absence of
ATSP-7041 or cyclosporine. OATP1B1-mediated uptake of the substrate is shown. Data are presented
as a percent of the control (without inhibitors), mean £ SD (n = 3). ** p < 0.01 compared with
the control.

4. Discussion

In this study, we evaluated the interactions of ATSP-7041, as a model stapled peptide of
high Mw with cellular-membrane-penetrating characteristics (also with non-natural struc-
tures), with hepatic drug-metabolizing enzymes and transporters, as the biliary clearance
of ATSP-7041 has been reported [15]. Our screening results demonstrated the following.
Firstly, there is negligible or limited interaction of ATSP-7041 with human liver CYPs
in vitro. Secondly, ATSP-7041 could act as both a substrate and inhibitor of OATP activities
in vitro, and an inhibitor of P-gp and BCRP activities. Our results suggest that ATSP-7041
has the potential for interaction with hepatic transporters.

Further analysis of OATP1B1 revealed the following. Firstly, an OATP1B1-dependent
uptake of ATSP-7041 was observed with an estimated K, value of 0.85 uM (Figure 3), which
is within the range of the Ky, values of other clinically used substrate drugs of OATP1B1
with a low Mw [35]. In addition, the time-dependent profile of OATP1B1-dependent uptake
reached the steady state before 60 min, similar to that of typical
substrates [35-37]. Moreover, the OATP1B1-dependent uptake of ATSP-7041 was inhib-
ited by typical inhibitors (Figure 5). Collectively, ATSP-7041 (Mw 1745 Da) might be an
OATP1B1 substrate. Reports on OATP1B1 substrates have almost been limited to small
molecules of Mw < 1000 Da [36,38]. At a Mw of over 1000 Da, only cyclosporine (Mw
1202 Da) for OATP1B1/1B3, caspofungin (Mw 1093 Da) for OATP1B1, and CCK-8 (Mw
1141 Da) for OATP1B3 are characterized as substrates; molecules exceeding this size are
typically not considered OATP1B1 substrates. However, our results demonstrated that
molecules, even over 1500 Mw, could be a substrate for OATP1B1 and may cause DD, in
combination with its typical inhibitors.

It remains unclear whether ATSP-7041 can act as an OATP1B1 substrate in vivo. How-
ever, OATP1BI1 is expressed on the sinusoidal membrane of hepatocytes and can facilitate
the liver uptake of its substrate anionic drugs [38]. A previous study on the tissue dis-
tribution of ATSP7041 has demonstrated its hepatobiliary excretion in mice, although its
mechanism is not delineated [15]. Our results demonstrated that the estimated Ky, value
of ATSP-7041 is compatible with the Ky, value of substrate drugs of OATP1B1 defined
in vivo [35]. Thus, ATSP-7041 may act as an OATP1B1 substrate in vivo, and OATP1B1-
mediated uptake, in addition to passive cellular penetration, could be a feasible mechanism
contributing to the hepatobiliary excretion of ATSP-7041. In addition, OATP1B1 uptake
reached a steady state before 1 h in our study (Figure 4), whereas cellular transparency was
determined at 4 h in studies that analyzed cellular penetration of ATSP-7041 [15-17]. The
differences in time scale between OATP1B1-mediated uptake and cellular penetration could
support the idea of the selected uptake of ATSP7041 by OATP1B1 in the liver. Future in vivo
validation with typical inhibitors, and knock-in/knock-out animal models of OATP1B1,
could address the involvement of OATP1B1 in the hepatic uptake of ATSP-7041.

Along with the characterization of ATSP-7041 as an OATP1B1 substrate, we demon-
strated that ATSP-7041 inhibits OATP1B1 activity in a concentration-dependent manner,
with an ICsq value of 0.81 pM (Figure 6). Cyclosporine A, a well-known strong inhibitor of
OATP1B1 activity, causes clinical DDI, owing to the inhibition of the OATP1B1-mediated
uptake of co-administrated substrate drugs, such as cerivastatin and pitavastatin [29,39].
Cyclosporine A inhibits OATP1B1 activity in vitro with an ICsg of 0.31-2.2 uM [30,37,40,41].
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Thus, the IC5 for OATP1B1 by ATSP-7041 observed in our in vitro study was comparable
to that of cyclosporine A. In addition, the long-lasting inhibition of OATP1B1 activity by
ATSP-7041 was observed in the present study (Figure 7). Therefore, ATSP-7041 may act as
an inhibitor of OATP1B1 activity in clinical settings, similar to cyclosporine A, although
pharmacokinetic parameters, such as the plasma-binding ratio and Cpax of the specified
clinical dose, should be evaluated to predict the risk of clinical DDI. In a phase I study of
ALRN-6924, an analog of ATSP-7041 [20], the maximum Cpax was 50 pM; thus, the risk of
DDI of ATSP-7041 cannot be excluded when assuming an unbound rate at 1%.

In clinical settings, ATSP-7041 is used for cancer therapy because ATSP-7041 sup-
presses tumor growth by activating the p53 pathway [10]. As combination therapy with
anticancer drugs has been developed to maximize the efficacy of tumor therapy [42,43],
ATSP-7041 could be used in combination therapy against cancer. Various cancer drugs
have been reported to be substrates or inhibitors of OATP1B1 activity. For example,
methotrexate [31], gimatecan, flavopiridol, and rapamycin [44] are substrates of OATP1B1,
and ATSP-7041 may increase their plasma concentration by inhibition of OATP1B1. On
the other hand, tyrosine kinase inhibitors such as axitinib and sorafenib [45] are inhibitors
of OATP1B1 activity, and the plasma concentration of ATSP-7041 may be increased by
them. Therefore, when co-administered with these cancer drugs, the DDI risk of ATSP-7041
should be carefully evaluated in clinical settings. In addition, numerous patients with
cancer have multiple comorbidities, such as hypertension, diabetes, and cardiovascular
disease [46], and this has led to combination therapy with anticancer and therapeutic
drugs for these comorbidities. Similarly, caution should be exercised when evaluating the
DDI risk of ATSP-7041 if ATSP-7041 is co-administered with these drugs, which are also
substrates or inhibitors of OATP1B1 activity.

The present study has demonstrated that ATSP-7041 exhibits the characteristics of
an OATP1B1 substrate and is a strong inhibitor of OATP1B1. Consequently, ATSP-7041
has the potential to competitively inhibit the transport of other molecules by OATP1B1,
and this inhibitory effect is likely reversible. However, our study also demonstrated that
ATSP-7041, similar to cyclosporine, exerts a long-lasting inhibition of OATP1B1 activity.
Although the exact mechanism responsible for this long-lasting inhibition remains unclear,
it is evident that the recovery from ATSP-7041 inhibition takes a longer time. Furthermore,
since ATSP-7041 is an OATP1B1 substrate, its inhibitory activity may be related to its affinity
to OATP1B1. To date, apart from our study, there have been no reports characterizing a
peptide with a molecular weight exceeding 1500 Mw as a substrate of OATP1B1. Thus,
future studies should be focused on the accumulation of practical data and the exploration
of the structure-activity relationships of peptides (including linear peptides, in addition to
stapled peptides) with molecular weights exceeding 1500 Mw, particularly regarding their
affinity as OATP1B1 substrates.

In the present study, ATSP-7041 was characterized as an inhibitor of not only OATP1B1
activity, but also OATP1B3, P-gp, and BCRP activities through screening experiments
(Figure 2). As OATP1B3, P-gp, and BCRP are known to show clinical DDISs [25], the DDI
risk of ATSP-7041 should be evaluated carefully in clinical settings when co-administered
with drugs of these substrates. In vivo studies are warranted to evaluate the risk of activity
inhibition of these transporters by ATSP-7041 in clinical settings.

In conclusion, our study suggests that ATSP-7041 is not only a substrate but also
a strong inhibitor of OATP1B1 activity. In addition, it demonstrated that ATSP-7041
could act as a strong inhibitor of OATP1B3, P-gp, and BCRP activities. Therefore, careful
evaluation of ATSP-7041 is required for risk prediction of clinically relevant DDIs. As
ATSP-7041 is a stapled x-helical peptide with non-natural structures, which is expected to
be a new therapeutic modality, DDI studies are necessary, especially with transporters, in
the development of these cellular-membrane-penetrating peptide drugs, despite their high
Mw, according to the issued DDI guidelines including ICH M12 draft.



Biomolecules 2023, 13, 1002 12 of 14

Supplementary Materials: The following supporting information can be downloaded at: https:
/ /www.mdpi.com/article/10.3390/biom13061002 /51, Text S1: Supplementary Materials and Meth-
ods; Text S2: Supplementary results; Figure S1: OATP1B1l-mediated uptake of E;17BG and its
inhibition by rifampicin; Figure S2: Metabolic stability of ATSP-7041 in human liver S9 fraction;
Figure S3: Vender differences in human liver S9 on metabolic stability of ATSP-7041; Figure S4: Time
course in metabolism of midazolam and testosterone in human liver S9 fraction; Figure S5: Effects of
ATSP-7041 on the metabolism of CYP3A4 substrates in human liver S9 fraction. Figure S6: Vender
differences in human liver S9 fraction in terms of effects of ATSP-7041 on metabolism of CYP3A4
substrates; Figure S7: OATP1B-mediated uptake of E;17pG; Figure S8: P-gp- and BCRP-mediated
uptake of ATSP-7041; Table S1: Parameters used in LC/MS analysis; Table S2: Substrates and positive
control inhibitors used for CYPs inhibition screening; Table S3: Inhibitory activities of ATSP-7041 on
CYPs in yeast microsomes.

Author Contributions: Conceptualization, K.S., Y.D. and Y.S.; methodology, K.S., TM. and Y.D;
formal analysis, R.I. and K.S.; investigation, R.I., K.S., T.M. and Y.D.; resources, K.S., TM. and Y.D.;
data curation, R.I. and K.S.; writing—original draft preparation, R.I. and K.S.; writing—review
and editing, T.M., Y.D. and Y.S.; visualization, R.I. and K.S.; supervision, Y.D. and Y.S.; project
administration, Y.D. and Y.S.; funding acquisition, K.S., Y.D. and Y.S. All authors have read and
agreed to the published version of the manuscript.

Funding: This research was funded by the Japan Agency for Medical Research and Development,
grant numbers JP21-22mk0101197 and JP22ak0101185.

Institutional Review Board Statement: Not applicable.
Informed Consent Statement: Not applicable.
Data Availability Statement: All datasets are provided as Supplementary Tables.

Acknowledgments: We thank C. Sudo (National Institute of Health Sciences) for their
administrative assistance.

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

References

1.  White, A.M.; Craik, D.J. Discovery and optimization of peptide macrocycles. Expert Opin. Drug Discov. 2016, 11, 1151-1163.
[CrossRef] [PubMed]

2. Klein, M. Stabilized helical peptides: Overview of the technologies and its impact on drug discovery. Expert Opin. Drug Discov.
2017, 12, 1117-1125. [CrossRef] [PubMed]

3. Schiller, PW.; Nguyen, T.M.-D. Activity profiles of novel side-chain to side-chain cyclized opioid peptide analogs. Neuropeptides
1984, 5, 165-168. [CrossRef] [PubMed]

4.  Gilon, C,; Halle, D.; Chorev, M.; Selincer, Z.; Byk, G. Backbone cyclization: A new method for conferring conformational constraint
on peptides. Biopolymers 1991, 31, 745-750. [CrossRef]

5. De Planque, M.R.R;; Kruijtzer, ].A.W,; Liskamp, R.; Marsh, D.; Greathouse, D.V.; Ii, R.E.K.; de Kruijff, B.; Killian, J.A. Different
Membrane Anchoring Positions of Tryptophan and Lysine in Synthetic Transmembrane x-Helical Peptides. ]. Biol. Chem. 1999,
274,20839-20846. [CrossRef] [PubMed]

6.  Schafmeister, C.E.; Po, J.; Verdine, G.L. An All-Hydrocarbon Cross-Linking System for Enhancing the Helicity and Metabolic
Stability of Peptides. ]. Am. Chem. Soc. 2000, 122, 5891-5892. [CrossRef]

7. Walensky, L.D.; Kung, A.L.; Escher, I.; Malia, T.].; Barbuto, S.; Wright, R.D.; Wagner, G.; Verdine, G.L.; Korsmeyer, S.J. Activation
of Apoptosis in Vivo by a Hydrocarbon-Stapled BH3 Helix. Science 2004, 305, 1466-1470. [CrossRef]

8.  Sawyer, TK,; Partridge, A.W,; Kaan, H.Y.K; Juang, Y.-C.; Lim, S.; Johannes, C.; Yuen, T.Y; Verma, C.; Kannan, S.; Aronica, ; et al.
Macrocyclic « helical peptide therapeutic modality: A perspective of learnings and challenges. Bioorganic Med. Chem. 2018, 26,
2807-2815. [CrossRef] [PubMed]

9. Ali, AM.; Atmaj, J.; Van Oosterwijk, N.; Groves, M.R.; Domling, A. Stapled peptides inhibitors: A new window for target drug
discovery. Comput. Struct. Biotechnol. J. 2019, 17, 263-281. [CrossRef]

10. Bernal, E; Tyler, A.F,; Korsmeyer, S.J.; Walensky, L.D.; Verdine, G.L. Reactivation of the p53 tumor suppressor pathway by a
stapled p53 peptide. J. Am. Chem. Soc. 2007, 129, 24562457, Erratum in: . Am. Chem. Soc. 2007, 129, 5298. [CrossRef]

11. Bernal, F.; Wade, M.; Godes, M.; Davis, T.N.; Whitehead, D.G.; Kung, A.L.; Wahl, G.M.; Walensky, L.D. A stapled p53 helix
overcomes HDMX-mediated suppression of p53. Cancer Cell. 2010, 18, 411-422. [CrossRef]

12.  Rezaei Araghi, R.; Bird, G.H.; Ryan, ].A.; Jenson, ].M.; Godes, M; Pritz, ].R.; Grant, R.A.; Letai, A.; Walensky, L.D.; Keating, A.E.

Iterative optimization yields Mcl-1-targeting stapled peptides with selective cytotoxicity to Mcl-1-dependent cancer cells. Proc.
Natl. Acad. Sci. USA 2018, 115, E886-E895. [CrossRef]


https://www.mdpi.com/article/10.3390/biom13061002/s1
https://www.mdpi.com/article/10.3390/biom13061002/s1
https://doi.org/10.1080/17460441.2016.1245720
https://www.ncbi.nlm.nih.gov/pubmed/27718641
https://doi.org/10.1080/17460441.2017.1372745
https://www.ncbi.nlm.nih.gov/pubmed/28889766
https://doi.org/10.1016/0143-4179(84)90053-2
https://www.ncbi.nlm.nih.gov/pubmed/6099489
https://doi.org/10.1002/bip.360310619
https://doi.org/10.1074/jbc.274.30.20839
https://www.ncbi.nlm.nih.gov/pubmed/10409625
https://doi.org/10.1021/ja000563a
https://doi.org/10.1126/science.1099191
https://doi.org/10.1016/j.bmc.2018.03.008
https://www.ncbi.nlm.nih.gov/pubmed/29598901
https://doi.org/10.1016/j.csbj.2019.01.012
https://doi.org/10.1021/ja0693587
https://doi.org/10.1016/j.ccr.2010.10.024
https://doi.org/10.1073/pnas.1712952115

Biomolecules 2023, 13, 1002 13 of 14

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

Phillips, C.; Roberts, L.R.; Schade, M.; Bazin, R.; Bent, A.; Davies, N.L.; Moore, R.; Pannifer, A.D.; Pickford, A.R.; Prior, S.H.; et al.
Design and structure of stapled peptides binding to estrogen receptors. J. Am. Chem. Soc. 2011, 133, 9696-9699. [CrossRef]
Dietrich, L.; Rathmer, B.; Ewan, K.; Bange, T.; Heinrichs, S.; Dale, T.C.; Schade, D.; Grossmann, T.N. Cell permeable stapled
peptide inhibitor of Wnt signaling that targets 3-catenin protein-protein interactions. Cell Chem. Biol. 2017, 24, 958-968.€5.
[CrossRef] [PubMed]

Chang, Y.S.; Graves, B.; Guerlavais, V.; Tovar, C.; Packman, K.; To, K.H.; Olson, K.A.; Kesavan, K.; Gangurde, P.; Mukherjee, A;
et al. Stapled «-helical peptide drug development: A potent dual inhibitor of MDM2 and MDMX for p53-dependent cancer
therapy. Proc. Natl. Acad. Sci. USA 2013, 110, E3445-E3454. [CrossRef] [PubMed]

Wachter, F.; Morgan, A.M.; Godes, M.; Mourtada, R.; Bird, G.H.; Walensky, L.D. Mechanistic validation of a clinical lead stapled
peptide that reactivates p53 by dual HDM2 and HDMX targeting. Oncogene 2017, 36, 2184-2190. [CrossRef]

Woodfield, S.E.; Shi, Y.; Patel, R.H.; Chen, Z.; Shah, A.P,; Srivastava, R.K.; Whitlock, R.S.; Ibarra, A.M.; Larson, S.R.; Sarabia, S.F.;
et al. MDM4 inhibition: A novel therapeutic strategy to reactivate p53 in hepatoblastoma. Sci. Rep. 2021, 11, 2967. [CrossRef]
[PubMed]

Stolte, B.; Iniguez, A.B.; Dharia, N.V.; Robichaud, A.L.; Conway, A.S.; Morgan, A.M.; Alexe, G.; Schauer, N.J.; Liu, X.; Bird, G.H;
et al. Genome-scale CRISPR-Cas9 screen identifies druggable dependencies in TP53 wild-type Ewing sarcoma. J. Exp. Med. 2018,
215, 2137-2155. [CrossRef]

Howard, T.P; Arnoff, T.E.; Song, M.R.; Giacomelli, A.O.; Wang, X.; Hong, A.L.; Dharia, N.V.; Wang, S.; Vazquez, F;
Pham, M.T.; et al. MDM2 and MDM4 are therapeutic vulnerabilities in malignant rhabdoid tumors. Cancer Res. 2019, 79,
2404-2414. [CrossRef] [PubMed]

Saleh, M.N.; Patel, M.R.; Bauer, TM.; Goel, S.; Falchook, G.S.; Shapiro, G.I.; Chung, K.Y.; Infante, ].R.; Conry, R.M.; Rabinowits, G.;
et al. Phase 1 Trial of ALRN-6924, a Dual Inhibitor of MDMX and MDM?2, in Patients with Solid Tumors and Lymphomas Bearing
Wild-type TP53. Clin. Cancer Res. 2021, 27, 5236-5247. [CrossRef] [PubMed]

EMA Guideline on the Investigation of Drug Interactions. 2013. Available online: https:/ /www.ema.europa.eu/en/documents/
scientific-guideline /guideline-investigation-drug-interactions-revision-1_en.pdf (accessed on 10 April 2023).

Ministry of Health, Labour and Welfare. Guideline on Drug Interaction for Drug Development and Appropriate Provision of
Information. 2018. Available online: https:/ /www.pmda.go.jp/files/000228122.pdf (accessed on 10 April 2023).

FDA Guidance for Industry: In Vitro Drug Interaction Studies—Cytochrome P450 Enzyme- and Transporter-Mediated Drug
Interactions. 2020. Available online: https:/ /www.fda.gov/media/134582/download (accessed on 10 April 2023).

Srinivas, M. Cytochrome P450 Enzymes, Drug Transporters and their Role in Pharmacokinetic Drug-Drug Interactions of
Xenobiotics: A Comprehensive Review. Open. J. Chem. 2017, 3, 1-11. [CrossRef]

Yu, J.; Petrie, I.D.; Levy, R.H.; Ragueneau-Majlessi, I. Mechanisms and clinical significance of pharmacokinetic-based drug-drug
interactions with drugs approved by the U.S. Food and Drug Administration in 2017. Drug Metab. Dispos. 2019, 47, 135-144.
[CrossRef] [PubMed]

Beck, T.C.; Beck, K.R.; Morningstar, J.; Benjamin, M.M.; Norris, R.A. Descriptors of cytochrome inhibitors and useful machine
learning based methods for the design of safer drugs. Pharmaceuticals 2021, 14, 472. [CrossRef]

Prachayasittikul, V.; Mandi, P; Prachayasittikul, S.; Prachayasittikul, V.; Nantasenamat, C. Exploring the chemical space of
P-glycoprotein interacting compounds. Mini Rev. Med. Chem. 2017, 17, 1332-1345. [CrossRef] [PubMed]

Tuerkova, A.; Bongers, B.J.; Norinder, U.; Ungvari, O.; Székely, V.; Tarnovskiy, A.; Szakacs, G.; Ozvegy—Laczka, C,;
van Westen, G.J.P,; Zdrazil, B. Identifying novel inhibitors for hepatic organic anion transporting polypeptides by machine
learning-based virtual screening. J. Chem. Inf. Model. 2022, 62, 6323-6335. [CrossRef]

Shitara, Y.; Itoh, T.; Sato, H.; Li, A.P; Sugiyama, Y. Inhibition of transporter-mediated hepatic uptake as a mechanism for
drug-drug interaction between cerivastatin and cyclosporin A. J. Pharmacol. Exp. Ther. 2003, 304, 610-616. [CrossRef]
Simonson, S.G.; Raza, A.; Martin, P.D.; Mitchell, P.D.; Jarcho, J.A.; Brown, C.D.; Windass, A.S.; Schneck, D.W. Rosuvastatin
pharmacokinetics in heart transplant recipients administered an antirejection regimen including cyclosporine. Clin. Pharmacol.
Ther. 2004, 76, 167-177. [CrossRef] [PubMed]

Fox, R.I; Morgan, S.L.; Smith, H.T.; Robbins, B.A.; Choc, M.G.; Baggott, ].E. Combined oral cyclosporin and methotrexate therapy
in patients with rheumatoid arthritis elevates methotrexate levels and reduces 7-hydroxymethotrexate levels when compared
with methotrexate alone. Rheumatol 2003, 42, 989-994. [CrossRef]

Bartlett, N.L.; Lum, B.L.; Fisher, G.A.; Brophy, N.A.; Ehsan, M.N.; Halsey, J.; Sikic, B.I. Phase I trial of doxorubicin with
cyclosporine as a modulator of multidrug resistance. J. Clin. Oncol. 1994, 12, 835-842. [CrossRef] [PubMed]

Rushing, D.A.; Raber, S.R.; Rodvold, K.A.; Piscitelli, S.C.; Plank, G.S.; Tewksbury, D.A. The effects of cyclosporine on the
pharmacokinetics of doxorubicin in patients with small cell lung cancer. Cancer 1994, 74, 834-841. [CrossRef] [PubMed]

Shitara, Y.; Takeuchi, K.; Nagamatsu, Y.; Wada, S.; Sugiyama, Y.; Horie, T. Long-lasting inhibitory effects of cyclosporin A, but not
tacrolimus, on OATP1B1- and OATP1B3-mediated uptake. Drug. Metab. Pharmacokinet. 2012, 27, 368-378. [CrossRef]

Izumi, S.; Nozaki, Y.; Maeda, K.; Komori, T.; Takenaka, O.; Kusuhara, H.; Sugiyama, Y. Investigation of the impact of substrate
selection on in vitro organic anion transporting polypeptide 1B1 inhibition profiles for the prediction of drug-drug interactions.
Drug Metab. Dispos. 2015, 43, 235-247. [CrossRef]

Schnegelberger, R.D.; Steiert, B.; Sandoval, P.J.; Hagenbuch, B. Using a competitive counterflow assay to identify novel cationic
substrates of OATP1B1 and OATP1B3. Front. Physiol. 2022, 13, 969363. [CrossRef] [PubMed]


https://doi.org/10.1021/ja202946k
https://doi.org/10.1016/j.chembiol.2017.06.013
https://www.ncbi.nlm.nih.gov/pubmed/28757184
https://doi.org/10.1073/pnas.1303002110
https://www.ncbi.nlm.nih.gov/pubmed/23946421
https://doi.org/10.1038/onc.2016.361
https://doi.org/10.1038/s41598-021-82542-4
https://www.ncbi.nlm.nih.gov/pubmed/33536467
https://doi.org/10.1084/jem.20171066
https://doi.org/10.1158/0008-5472.CAN-18-3066
https://www.ncbi.nlm.nih.gov/pubmed/30755442
https://doi.org/10.1158/1078-0432.CCR-21-0715
https://www.ncbi.nlm.nih.gov/pubmed/34301750
https://www.ema.europa.eu/en/documents/scientific-guideline/guideline-investigation-drug-interactions-revision-1_en.pdf
https://www.ema.europa.eu/en/documents/scientific-guideline/guideline-investigation-drug-interactions-revision-1_en.pdf
https://www.pmda.go.jp/files/000228122.pdf
https://www.fda.gov/media/134582/download
https://doi.org/10.17352/ojc.000006
https://doi.org/10.1124/dmd.118.084905
https://www.ncbi.nlm.nih.gov/pubmed/30442649
https://doi.org/10.3390/ph14050472
https://doi.org/10.2174/1389557516666160121120344
https://www.ncbi.nlm.nih.gov/pubmed/26791738
https://doi.org/10.1021/acs.jcim.1c01460
https://doi.org/10.1124/jpet.102.041921
https://doi.org/10.1016/j.clpt.2004.03.010
https://www.ncbi.nlm.nih.gov/pubmed/15289793
https://doi.org/10.1093/rheumatology/keg277
https://doi.org/10.1200/JCO.1994.12.4.835
https://www.ncbi.nlm.nih.gov/pubmed/8151326
https://doi.org/10.1002/1097-0142(19940801)74:3&lt;834::AID-CNCR2820740308&gt;3.0.CO;2-9
https://www.ncbi.nlm.nih.gov/pubmed/8039111
https://doi.org/10.2133/dmpk.DMPK-11-RG-096
https://doi.org/10.1124/dmd.114.059105
https://doi.org/10.3389/fphys.2022.969363
https://www.ncbi.nlm.nih.gov/pubmed/36160869

Biomolecules 2023, 13, 1002 14 of 14

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

Taguchi, T.; Masuo, Y.; Sakai, Y.; Kato, Y. Short-lasting inhibition of hepatic uptake transporter OATP1B1 by tyrosine kinase
inhibitor pazopanib. Drug. Metab. Pharmacokinet. 2019, 34, 372-379. [CrossRef] [PubMed]

Kalliokoski, A.; Niemi, M. Impact of OATP transporters on pharmacokinetics. Br. J. Pharmacol. 2009, 158, 693-705. [CrossRef]
[PubMed]

Hirano, M.; Maeda, K,; Shitara, Y.; Sugiyama, Y. Drug-drug interaction between pitavastatin and various drugs via OATP1B1.
Drug. Metab. Dispos. 2006, 34, 1229-1236. [CrossRef]

Tirona, R.G.; Leake, B.F; Wolkoff, A.W.; Kim, R.B. Human organic anion transporting polypeptide-C (SLC21A6) is a major
determinant of rifampin-mediated pregnane X receptor activation. J. Pharmacol. Exp. Ther. 2003, 304, 223-228. [CrossRef]
[PubMed]

Ho, R.H.; Tirona, R.G.; Leake, B.F; Glaeser, H.; Lee, W.; Lemke, C.J.; Wang, Y.; Kim, R.B. Drug and bile acid transporters in
rosuvastatin hepatic uptake: Function, expression, and pharmacogenetics. Gastroenterology 2006, 130, 1793-1806. [CrossRef]
Kummar, S.; Chen, H.X.; Wright, J.; Holbeck, S.; Millin, M.D.; Tomaszewski, J.; Zweibel, J.; Collins, ].; Doroshow, ].H. Utilizing
targeted cancer therapeutic agents in combination: Novel approaches and urgent requirements. Nat. Rev. Drug Discov. 2010, 9,
843-856. [CrossRef]

Madani Tonekaboni, S.A.; Soltan Ghoraie, L.; Manem, V.S.K.; Haibe-Kains, B. Predictive approaches for drug combination
discovery in cancer. Brief. Bioinform. 2018, 19, 263-276. [CrossRef] [PubMed]

Thakkar, N.; Lockhart, A.C.; Lee, W. Role of organic anion-transporting polypeptides (OATPs) in cancer therapy. AAPS |. 2015,
17, 535-545. [CrossRef] [PubMed]

Hu, S.; Mathijssen, R.H.; de Bruijn, P.; Baker, S.D.; Sparreboom, A. Inhibition of OATP1B1 by tyrosine kinase inhibitors: In vitro-
in vivo correlations. Br. |. Cancer 2014, 110, 894-898. [CrossRef] [PubMed]

Fowler, H.; Belot, A.; Ellis, L.; Maringe, C.; Luque-Fernandez, M.A.; Njagi, E.N.; Navani, N.; Sarfati, D.; Rachet, B. Comorbidity
prevalence among cancer patients: A population-based cohort study of four cancers. BMC Cancer 2020, 20, 2. [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.


https://doi.org/10.1016/j.dmpk.2019.08.001
https://www.ncbi.nlm.nih.gov/pubmed/31703927
https://doi.org/10.1111/j.1476-5381.2009.00430.x
https://www.ncbi.nlm.nih.gov/pubmed/19785645
https://doi.org/10.1124/dmd.106.009290
https://doi.org/10.1124/jpet.102.043026
https://www.ncbi.nlm.nih.gov/pubmed/12490595
https://doi.org/10.1053/j.gastro.2006.02.034
https://doi.org/10.1038/nrd3216
https://doi.org/10.1093/bib/bbw104
https://www.ncbi.nlm.nih.gov/pubmed/27881431
https://doi.org/10.1208/s12248-015-9740-x
https://www.ncbi.nlm.nih.gov/pubmed/25735612
https://doi.org/10.1038/bjc.2013.811
https://www.ncbi.nlm.nih.gov/pubmed/24398510
https://doi.org/10.1186/s12885-019-6472-9
https://www.ncbi.nlm.nih.gov/pubmed/31987032

	Introduction 
	Materials and Methods 
	Materials 
	Screening Experiments of ATSP-7041 Interactions 
	Evaluation of ATSP-7041 as a Substrate of OATP1B1 
	Evaluation of ATSP-7041 as an Inhibitor of OATP1B1 
	LC/MS Analysis 
	Data Analysis 

	Results 
	Screening for ATSP-7041 Interactions 
	Characterization of ATSP-7041 as a Substrate of OATP1B1 
	Characterization of ATSP-7041 as an Inhibitor of OATP1B1 Activity 

	Discussion 
	References

