cancers

Article

Glycyrrhizin Derivatives Suppress Cancer Chemoresistance by
Inhibiting Progesterone Receptor Membrane Component 1

Yasuaki Kabe 11 Tkko Koike 1, Tatsuya Yamamoto 2 Miwa Hirai 1, Ayaka Kanai 1 Ryogo Furuhata 1

Hitoshi Tsugawa !

Masanori Noda 6, Susumu Uchiyama

Hiroshi Handa 10

check for

updates
Citation: Kabe, Y.; Koike, I;
Yamamoto, T.; Hirai, M.; Kanai, A.;
Furuhata, R.; Tsugawa, H.; Harada, E.;
Sugase, K.; Hanadate, K.; et al.
Glycyrrhizin Derivatives Suppress
Cancer Chemoresistance by
Inhibiting Progesterone Receptor
Membrane Component 1. Cancers
2021, 13, 3265. https://doi.org/
10.3390/ cancers13133265

Academic Editors: Michael A. Cahill

and Hans Neubauer

Received: 29 March 2021
Accepted: 25 June 2021
Published: 29 June 2021

Publisher’s Note: MDPI stays neutral
with regard to jurisdictional claims in
published maps and institutional affil-

iations.

Copyright: © 2021 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/).

, Erisa Harada 2, Kenji Sugase

3 4

, Kazue Hanadate 4, Nobuji Yoshikawa **/, Hiroaki Hayashi 5

7(0, Hiroki Yamazaki 8, Hirotoshi Tanaka 8, Takuya Kobayashi °,

and Makoto Suematsu 1'*

Department of Biochemistry, Keio University School of Medicine, Tokyo 160-8582, Japan;

ikko@z5 keio.jp (1.K.); mhirai@keio.jp (M.H.); kanai-a@gunma-u.ac.jp (A.K.); ryogofuruhata@keio.jp (R.F.);
h.tsugawa@keio.jp (H.T.)

Bioorganic Research Institute, Suntory Foundation for Life Sciences (SUNBOR), 8-1-1 Seikadai, Seika, Soraku,
Kyoto 619-0284, Japan; yamamoto@sunbor.or.jp (T.Y.); harada-e@sunbor.or.jp (E.H.)

Department of Molecular Engineering, Graduate School of Engineering, Kyoto University, Kyoto-Daigaku
Katsura, Nishikyo-Ku, Kyoto 615-8510, Japan; sugase@moleng.kyoto-u.ac.jp

4 Cokey, Co., Ltd., 2 Sanbancho, Chiyoda-ku, Tokyo 102-0075, Japan; hanadate@cokey.co.jp (K.H.);
yoshikawa@cokey.co.jp (N.Y.)

Laboratory of Natural Products Chemistry, College of Pharmaceutical Sciences, Ritsumeikan University,
1-1-1 Nojihigashi, Kusatsu, Shiga 525-8577, Japan; hhayashi@fc.ritsumei.ac.jp

U-Medico Inc., Osaka 565-0871, Japan; masanori.noda@u-medico.co.jp

Department of Biotechnology, Graduate School of Engineering, Osaka University, Osaka 565-0871, Japan;
suchi@bio.eng.osaka-u.ac.jp

8  Department of Rheumatology and Allergy, IMSUT Hospital, The Institute of Medical Science, The University
of Tokyo, Tokyo 108-8639, Japan; h.yamazaki66@gmail.com (H.Y.); hirotnk@ims.u-tokyo.ac.jp (H.T.)
Department of Medical Chemistry, Kansai Medical University, Hirakata, Osaka 573-1010, Japan;
kobayatk@hirakata.kmu.ac.jp

Department of Chemical Biology, Tokyo Medical University, Tokyo 160-8402, Japan; hhanda@tokyo-med.ac.jp
*  Correspondence: ykabe@z3.keio.jp (Y.K.); gasbiology@keio.jp (M.S.)

1t These authors contributed equally to this work.

Simple Summary: Progesterone receptor membrane component 1 (PGRMC1) is highly expressed
in cancer cells and enhances cancer proliferation and chemoresistance. It is therefore considered a
potential target for cancer treatment. However, a chemical compound that directly regulates PGRMC1
has not been identified. Here, we showed that the natural active compound in licorice, glycyrrhizin
(GL), directly binds to heme-dimerized PGRMC1 to inhibit PGRMC1-mediated EGF receptor (EGFR)
activation in cancer cells. Chemical screening using GL derivatives revealed that the glucoside
derivative glucoglycyrrhizin (GlucoGL) binds more potently to PGRMC1 and contributes to the
suppression of PGRMC1-mediated cancer chemoresistance. This study provides the first evidence of
chemical compounds that directly bind to PGRMCT1 to inhibit its function, and the findings provide
new insights for cancer treatments that target PGRMCI.

Abstract: Progesterone receptor membrane component 1 (PGRMC1) is highly expressed in various
cancer cells and contributes to tumor progression. We have previously shown that PGRMC1 forms a
unique heme-stacking functional dimer to enhance EGF receptor (EGFR) activity required for cancer
proliferation and chemoresistance, and the dimer dissociates by carbon monoxide to attenuate its
biological actions. Here, we determined that glycyrrhizin (GL), which is conventionally used to
ameliorate inflammation, specifically binds to heme-dimerized PGRMC1. Binding analyses using
isothermal titration calorimetry revealed that some GL derivatives, including its glucoside-derivative
(GlucoGL), bind to PGRMC1 potently, whereas its aglycone, glycyrrhetinic acid (GA), does not
bind. GL and GlucoGL inhibit the interaction between PGRMC1 and EGFR, thereby suppressing
EGFR-mediated signaling required for cancer progression. GL and GlucoGL significantly enhanced
EGFR inhibitor erlotinib- or cisplatin (CDDP)-induced cell death in human colon cancer HCT116 cells.
In addition, GL derivatives suppressed the intracellular uptake of low-density lipoprotein (LDL) by
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inhibiting the interaction between PGRMC1 and the LDL receptor (LDLR). Effects on other pathways
cannot be excluded. Treatment with GlucoGL and CDDP significantly suppressed tumor growth
following xenograft transplantation in mice. Collectively, this study indicates that GL derivatives
are novel inhibitors of PGRMC1 that suppress cancer progression, and our findings provide new

insights for cancer treatment.

Keywords: progesterone receptor membrane component 1; EGF receptor; glycyrrhizin; glycyrrhizin
derivatives; chemoresistance; low-density lipoprotein; endocytosis

1. Introduction

Progesterone receptor membrane component 1 (PGRMC1) was first identified as a
membrane protein that binds to progesterone [1-3]. The secondary structure of PGRMC1
has a single transmembrane region at the N-terminus and a heme-binding motif in the
central region, localized to the cytoplasm [4]. Several reports have shown that PGRMC1 is
highly expressed in various cancer cells [4,5], and is associated with tumor progression and
chemoresistance [6,7]. Several physiological functions of PGRMC1 have been suggested,
including cholesterol biosynthesis [8,9], amyloid -induced synaptotoxicity [10,11], uterine
homeostasis [12], and ovarian follicle development [13]. However, these reports did not
identify the molecular mechanisms through which PGRMC1 regulates cellular and organ
phenotypes. We have previously reported, based on X-ray crystallographic analysis, that
PGRMC forms a unique heme-heme stacking dimer structure through heme coordination
of its Tyr113 residue [14]. The heme-dimerized PGRMC1 interacts with the EGF receptor
(EGFR) and cytochromes P450 to enhance cancer proliferation and chemoresistance, respec-
tively [14]. We have also recently shown that heme-dimerized PGRMC1 enhances lipid
accumulation in adipocytes via interaction with low-density lipoprotein receptor (LDLR)
or glucose transporter 4 (GLUT4) [15]. By ‘interaction” in this manuscript, we imply the
joint presence of interacting proteins in co-immunoprecipitated protein complexes, but
not necessarily direct protein contacts between those proteins. Therefore, the discovery of
compounds targeting heme-dimerized PGRMC1 could lead to the development of novel
drugs targeting various PGRMC1 functions, including its effect on tumor progression.

Glycyrrhizin (GL) is a major active component of the herbal medicine licorice (Gly-
cyrrhiza glabra or Glycyrrhiza uralensis) [16,17]. GL exhibits many effects, including anti-
inflammatory, anti-allergic, and hepatoprotective effects [18], and is widely used in clinical
practice [19]. Recently, GL has been shown to exhibit anti-cancer effects in cancers such as
hepatocellular carcinoma, colon cancer, lung cancer, and breast cancer [20-23]. However,
its mechanism of action remains unclear. Previously, high mobility group box 1 (HMGB1),
a ubiquitous nuclear protein that is released from damaged cells and induces proinflamma-
tory responses, was identified as a GL-binding protein that induces the anti-inflammatory
action of GL [24,25]. However, the binding affinity between GL and HMGBI is quite
low, and the mechanisms underlying various physiological actions of GL have not been
fully elucidated. In addition, licorice contains various GL-related derivatives [26], and the
optimization of GL derivatives based on structure-activity relationships has not progressed
due to insufficient receptor binding information.

We previously developed an application for high-performance affinity nanobeads,
which enable direct purification of binding proteins for small-molecule compounds [27,28].
Using the beads, various receptor proteins have been identified for chemical compounds,
including drugs, metabolites, and natural products [14,29-32]. In this study, we identi-
fied PGRMC1 as a pivotal target protein for GL. GL interferes with PGRMC1-mediated
chemoresistance in cancer cells by inhibiting the interaction between PGRMC1 and either
EGFR or LDLR. Furthermore, chemical screening using a binding assay revealed that
several GL derivatives strongly inhibit PGRMC1 function. These derivatives could be
useful as novel PGRMC1 inhibitors.
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2. Materials and Methods
2.1. Materials

Dulbecco’s modified Eagle’s medium (DMEM), diamidino phenylindole (DAPI),
CDDP, and glycyrrhizic acid dipotassium salt were purchased from Wako (Osaka, Japan).
Erlotinib was purchased from Cayman Chemical (Ann Arbor MI, USA). Alexa Fluor
488 EGF complex and Alexa Fluor 488 acetylated LDL were purchased from Invitro-
gen (Waltham, MA, USA). Fetal bovine serum (FBS) was purchased from Biowest (Nu-
aille, France). FLAG and anti-FLAG antibody-conjugated agarose were purchased from
Sigma-Aldrich (Burlington MO, USA). Glycyrrhetinic acid-3-O-mono-glucuronide and
glycyrrhetinic acid monoammonium salt were purchased from Nagara Science (Gifu,
Japan). Glucoglycyrrhizin [33], and rhaoglucoglycyrrhizin [26], were isolated from the
roots of Glycyrrhiza uralensis strain 83-555, according to a previously published method
by Cokey (Tokyo, Japan) [33]. Araboglycyrrhizin, apioglycyrrhizin, licorice-saponin A3,
licorice-saponin G2, licorice-saponin H2, and macedonoside A were isolated from com-
mercially available licorice extract using a similar method for GlucoGL and rhaoglucogly-
cyrrhizin [34]. These compounds were identified by comparing their spectral data with
published data.

2.2. Antibodies

Antibodies were purchased from the following manufacturers: PGRMC1 (Novus Bio-
logicals, Centennial, CO, USA: NBP1-83220), EGFR (Cell Signaling Technology, Danvers,
MA, USA: #2232S), LDLR (R&D Systems, Minneapolis, MN, USA: AF2255), phospho-
Y1068 EGFR (Cell Signaling Technology: #2234S), AKT (Cell Signaling Technology: #92725),
phospho-5473AKT (Cell Signaling Technology: #4060S), ERK (Cell Signaling Technol-
ogy: #4695S), phospho-T185 Y187 ERK (Invitrogen: 44680 G), and CYP3A4 (Santa Cruz
Biotechnology, Dallas, TX, USA: sc-390768).

2.3. Affinity Purification

Control and GL-or GA-fixed affinity nanobeads were prepared as previously de-
scribed [14,32]. Briefly, 1 mM of either GL or GA was incubated with equal amounts of
N-hydroxysuccinimide and 1-ethyl-3-(3-dimethylaminopropyl) carbodiimide (Dojindo,
Kumamoto, Japan) for 2 h at room temperature, followed by overnight incubation with
amino-modified affinity beads. For purification of GL or GA-binding proteins, 0.2 mg of
beads were equilibrated with binding buffer (20 mM HEPES [pH 7.9], 100 mM NaCl, 1 mM
MgCl,, 0.2 mM EDTA, 10% glycerol, 1 mM DTT, 0.2 mM PMSE, 0.1% NP40), and incubated
with 1 mg/mL mouse liver extract or HCT116 cell lysate at 4 °C for 1 h. Bound proteins
were eluted using SDS-loading dye, separated using SDS-PAGE, and then visualized using
silver staining (Wako). Bound proteins were subjected to in-gel digestion with trypsin, and
peptide fragments were analyzed using ESI-MS (Waters Corporation, Milford, MA, USA;
SynaptG2).

2.4. Preparation of Plasmid Vectors and Recombinant Proteins

Bacterial expression vectors pGEX-PGRMC1 (human PGRMC1 intracellular domain
residues 43-195) and mammalian FLAG-tagged expression vector pPCMV-FLAG-PGRMC1
(full-length) were constructed as described previously [14]. Expression vectors for PGRMCl1
point mutants were generated by site-directed mutagenesis with PCR. For construction of
HMGBI1 expression vector, human HMGBI1 full-length cDNA was cloned from cDNA li-
brary of HCT116 cells using the primers (Forward: 5'-TTTGGATCCATGGGCAAAGGAGAT
CCTAAGAAGCC-3, Reverse: 5'-TTTGTCGACTTATTCATCATCATC-ATCTTCTTC-3'),
digested with Bam HI and Sal I, and then ligated into pGEX6P1.

Expression vectors (pGEX-PGRMC1 (residues 43-195) or pGEX-HMGB1) were trans-
formed into BL21 (DE3) competent E. coli cells, and the cells incubated in LB medium
with ampicillin at 37 °C until the ODgg reached 0.8. Protein expression was induced by
adding 1 mM isopropyl-p-thiogalactopyranoside (IPTG) and incubating at 37 °C for 4 h.
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After harvesting cells, the cell pellets were then resuspended in buffer containing 20 mM
Tris-HCl (pH 7.5), 100 mM NacCl, and 0.1% Tween 20, sonicated twice at 4 °C for 5 min,
and centrifuged at 20,000 x g for 30 min. The supernatant was incubated with glutathione
Sepharose 4B (GE Healthcare, Chicago, IL, USA) for 1 h at 4 °C. The resin was then washed
five times with the same buffer, and the GST tag cleaved by adding Precision Protease
(GE Healthcare) and incubating at 4 °C for 16 h. Apo-PGRMC1 or HMGBI1 proteins was
purified using size-exclusion chromatography in a Superdex 200 column (GE Healthcare).
Heme-bound PGRMC1 was prepared by treating with 100 tM hemin and then purified
using size-exclusion chromatography.

Isotope-labelled PGRMC1 proteins for NMR analyses were prepared in the same
manner, except that the cells were grown in minimal M9 media in H,O or 99.9% ?H,0O,
including ampicillin, metals, vitamins, 15N-ammonium chloride, and 3C or 12C glucose as
sources of nitrogen and carbon, respectively. Protein expression was induced by adding
1 mM IPTG and incubating at 20 °C for 40 h. Protein purification was performed as
described above. The GST tag fused to the N-terminus of PGRCM1 was cleaved using
Factor Xa (GE Healthcare).

2.5. ITC Analyses

ITC experiments were performed at 298 K with ITC-Buffer (50 mM phosphate [pH 7.0])
using a MicroCal iTC200 (Malvern Panalytical, Malvern, UK). GL derivatives were dis-
solved in 3 mM ITC-Buffer and titrated into 100 uM apo-PGRMC1, heme-bound-PGRMC1,
or HMGBI protein. Titration was performed by injecting 2 uL of the syringe solution at
intervals of 120 s. Binding isotherms were analyzed using SEDPHAT [35]. The binding of
AG205 to apo- or heme-PGRMC1 (100 M) was analyzed using a concentration of 3 mM
containing 1% DMSO. The binding affinities of GL derivatives for HMGB1 (80 uM) were
analyzed using a concentration of 3 mM.

2.6. NMR Analyses

For NMR measurements, 500 uM of GL-bound or heme-dimerized PGRMC1 were
prepared in 50 mM phosphate buffer (pH 7.0) containing 5% D,O. NMR spectra were
measured at 25 °C using a Bruker Avance DRX 600 spectrometer equipped with a triple
resonance (\H/13C/!N) cryogenic probe. Transverse relaxation-optimized spectroscopy
(TROSY) types of 2D 'H-'5N heteronuclear single-quantum coherence (HSQC) spectra
were measured. NMR data were processed using the program NMRPipe [36], and signal as-
signments were performed using the programs Kujira [37], and NMRView [38]. A docking
model structure of the GL-bound PGRMC1 was calculated using the program HADDOCK
2.1 [39] using the crystal structure of PGRMC1 (PDB: 4X8Y) and the chemical shift data,
and residues showing Aé larger than 0.05 ppm were defined as the GL-binding site.

2.7. Hydrogen Deuterium Exchange Mass Spectrometry (HDX-MS)

HDX-MS experiments were conducted using a Waters HDX with a LEAP system
(Waters Corporation). The PGRMC1+GL complex solution was prepared by mixing equal
volumes of 160 uM PGRMCT solution and 8 mM GL solution. The 80 uM protein solutions
(PGRMC1 and PGRMC1+GL complex) were diluted 20-fold in 50 mM phosphate buffer
(pH 7.0) prepared with D,0O containing 150 mM NaCl and incubated at 20 °C for various
hydrogen/deuterium exchange time points (0.5, 1, 10, 60, or 240 min). The exchange reac-
tion was quenched by lowering the pH to 2.4, which was achieved by mixing with an equal
volume of 4 M guanidinium chloride 0.5 M tris(2-carboxyethyl) phosphine hydrochloride
(TCEP) (pH 2.2). Quenched samples (100 pM) were immediately injected, desalted, and
separated online using a Waters UPLC system based on the nanoACQUITY platform.
Online digestion was performed over 6 min in water containing 0.05% formic acid at 4 °C
at a flow rate of 100 uL/min. The digested peptides were trapped on an ACQUITY UPLC
BEH C18 1.7 um peptide trap (Waters Corporation) maintained at 0 °C and desalted with
water and 0.1% formic acid. Flow was diverted using a switching valve, and the trapped
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peptide fragments were eluted at 40 pL/min onto a column of 1 x 100 mm (C18 (1.7 pm),
ACQUITY UPLC BEH, Waters Corporation) held at 0 °C, with a 9 min linear acetonitrile
gradient (8—40%) containing 0.1% formic acid. The eluate was directed into a Synapt HD
mass spectrometer (Waters Corporation) with electrospray ionization and lock mass cor-
rection (using Glu-fibrinogen peptide B). Mass spectra were transformed using MassLynx
(Waters Corporation) and acquired over an m/z range of 100-2000. Pepsin fragments were
identified using a combination of exact mass and MS/MS aided by ProteinLynx Global
SERVER (PLGS, Waters Corporation). Peptide deuterium levels were determined using
DynamX 3.0 (Waters Corporation). Peptides that were significantly different between
PGRMC1 and PGRMC1+GL complexes were evaluated by creating volcano plots with 99%
confidence intervals for the degree of deuterium exchange [40]. Reliable identification of
significant differences in differential hydrogen exchange—mass spectrometry measurements
was analyzed using a hybrid significance testing approach.

2.8. Cell Lines and Culture

The HCT116 cells, a human colon cancer cell line, and HuH7 cells, a human hepatoma
cell line, were maintained in Dulbecco’s modified Eagle’s medium (DMEM) containing 10%
fetal bovine serum (FBS) and 1% penicillin-streptomycin at 37 °C in a 5% CO; humidified
incubator. The PGRMC1 knockdown (KD) cell line was established in a previous study
using lentivirus vectors [14].

For analysis of EGFR signaling, cells were incubated overnight with GL or GlucoGL,
and then EGF (100 ng/mL) was added for 5 min. Cells were lysed with RIPA buffer, and
the lysates were subjected to SDS-PAGE and visualized through western blotting using
antibodies against PGRMC1, EGFR, phospho-Y1068 EGFR, AKT, phospho-5473AKT, ERK,
and phospho-T185 Y187 ERK.

For the analysis of EGF and LDL uptake, HCT116 cells were incubated with serum-free
DMEM supplemented with Alexa Fluor 488 EGF complex or Alexa Fluor 488 acetylated
LDL to a final concentration of 1 pug/L at 37 °C for 5 min. For immunofluorescence
microscopy analyses, HCT116 cells treated with Alexa Fluor 488-labeled EGF or LDL were
fixed with 4% paraformaldehyde for 20 min and incubated in 10 mg/L DAPI for 15 min.
The cells were observed using a BZ-x800 fluorescence microscope (Keyence, IL, USA). For
flow cytometry analysis, HCT116 cells treated with Alexa Fluor 488-labeled EGF or LDL
were detached using trypsin/EDTA and suspended in PBS. The mean fluorescent intensity
per 10,000 cells was analyzed using a flow cytometer (Gallios, Beckman Coulter Life Science,
Pasadena, CA, USA). The data were analyzed using Kaluza 2.1 analysis software (Beckman
Coulter Life Science).

To analyze the chemosensitivity of HCT116 or HuH7 cells, the cells were incubated
with erlotinib (20 uM) or CDDP (10 uM) and either GL or GL derivatives for 24 h on a
96-well plate. Cell viability was determined using an MTT assay kit (Millipore, Burlington,
MA, USA) according to the manufacturer’s instructions.

2.9. Co-Immunoprecipitation Assays

An expression vector of pCMV-3xFLAG-PGRMC1 or an empty vector was transfected
into HCT116 cells or HuH? cells using the transfection reagent Lipofectamine 2000 (Invit-
rogen). The cells were incubated overnight with either GL or GlucoGL. Cells were then
lysed with NP40 lysis buffer (20 mM Tris-HCI [pH 7.5], 150 mM NaCl, and 1% NP40). The
lysates were incubated with 10 uL of equilibrated anti-FLAG (M2) agarose for 60 min at
room temperature. Bound proteins were washed three times and subjected to SDS-PAGE
and visualized through western blotting using antibodies against FLAG, EGFR, and LDLR.
For analysis of the endogenous PGRMC1-binding with FLAG-PGRMC1, HCT116 cells
(1 x 107 cells) were treated with vehicle or 250 uM SA and/or 10 uM hemin for 48 h, and
the cell lysates were co-immunoprecipitated with anti-FLAG (M2) agarose. Bound proteins
(endogenous PGRMC1 and FLAG-tagged PGRMC1) were visualized through western
blotting using antibody against PGRMC1.
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For in vitro binding assays between PGRMC1 and CYP3A4, 1 ug of purified CYP3A4
proteins (Sigma: C4982) were incubated with 10 ng of FLAG-PGRMC1 (a.a. 44-195) treated
with or without GL or GlucoGL in 500 pL of binding buffer containing 20 mM HEPES-
NaOH (pH 7.9), 100 mM NaCl, 0.2 mM EDTA, 10% glycerol, and 0.1% NP40 for 60 min at
room temperature. Then, 10 pL of equilibrated anti-FLAG (M2) agarose was added to the
mixture, which was then incubated for 60 min at room temperature. Bound proteins were
washed three times with 200 uL of binding buffer and eluted with 10 pL of 2 ug/mL FLAG
elution peptide (Sigma: F4799). The eluates were subjected to SDS-PAGE and visualized
by Western blotting using antibodies against CYP3A4 (Santa Cruz: sc-53850) and FLAG.

2.10. EGFR Kinase Assay

The assay was performed using an EGFR kinase assay kit (BPS Bioscience, San Diego,
CA, USA). EGFR kinase activity was analyzed by measuring the amount of ATP remaining
following the kinase reaction based on luminescent intensity using Kinase-Glo MAX
(Promega, Madison, WI, USA). A mixture of kinase buffer, ATP, and PTK substrate was
incubated with EGFR (1 ng/uL) with or without GL or GlucoGL at 30 °C for 40 min.
Kinase-Glo max was added to each well and incubated at room temperature for 15 min
under light protection. Luminescent intensity was measured using a microplate reader.

2.11. Xenograft Implantation of HCT116 Cells

All protocols for animal experiments in this study were approved by the Experimental
Animal Committee of Keio University School of Medicine (approval number: 08024-
(13), approval date: 30 September 2020). HCT116 cells (2 x 106 cells/mouse) with half
of Matrigel (Corning, NY, USA) were transplanted subcutaneously into the flank of 7-
week-old nude mice. Four days after the transplantation, tumor size was measured in
three dimensions with calipers and grouped by tumor volume. CDDP (2 mg/kg), GL
(400 mg/kg), or GlucoGL (100 mg/kg) were administered to the mice intraperitoneally,
and the tumor volume was measured twice a week for 22 days.

2.12. Statistical Analysis

All statistical analyses were performed using BellCurve for Excel (SSRI, Tokyo, Japan).
Experimental results are presented as the mean =+ standard error (S.E.). Student’s f-test was
used for two-group comparisons, and Dunnett’s test was used for multiple comparisons.
Differences were considered statistically significant at p values < 0.05. Experiments using
the cell lines were conducted in triplicate.

3. Results
3.1. Identification of PGRMC1 as a Novel GL-Binding Protein

We performed affinity screening to identify the GL-binding protein. Using mag-
netic affinity nanobeads conjugated with GL or its aglycone, glycyrrhetinic acid (GA),
(Figure 1A), binding proteins were purified from lysates prepared from mouse liver or
human colon cancer HCT116 cells. Among several observed proteins, one with a molec-
ular weight of approximately 25 kDa in the mouse liver and HCT116 cell lysates bound
specifically to the GL-beads (Figure 1B). This protein was identified as PGRMC1 using
electrospray ionization mass spectrometry (ESI-MS) analysis.
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Figure 1. Identification of Progesterone receptor membrane component 1 (PGRMC1) as a glycyrrhizin
(GL)-binding protein. (A) Chemical structures of GL and glycyrrhetinic acid (GA). (B) Affinity
screening of the GL-binding protein. The affinity nanobeads fixed with control, (-), GA or GL were
incubated with lysates derived from mouse liver (left panel) or HCT116 cells (right panel), and bound
proteins were analyzed using SDS Polyacrylamide gel electrophoresis (SDS-PAGE) and visualized
using silver staining. The protein of interest (indicated by the arrow) was identified as PGRMC1
through peptide sequencing using electrospray ionization mass spectrometry (ESI-MS). (C) Analysis
of the binding affinity between PGRMC1 and GL or GA using isothermal titration calorimetry (ITC).
The binding affinity of GL was analyzed using apo- (left panel) or heme-dimerized PGRMC1 (middle
panel) with ITC analyses. The right panel shows binding between GA and heme-dimerized PGRMCI.

We analyzed the binding affinity between GL and PGRMCT1 using isothermal titration
calorimetry (ITC). We previously showed that PGRMC1 is converted from a monomer
to a dimer by binding to heme [14]. ITC analyses revealed that GL bound to the heme
dimeric form of PGRMC1, but not to the apo-monomer form, with a binding affinity (Kp)
of 52.70 uM (Figure 1C). We did not detect significant binding between GA and heme-
dimerized PGRMC1 using ITC analysis. These results indicate that triterpenoid saponin
GL specifically binds to the heme-dimerized PGRMC1.
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3.2. Binding Structure of GL to Heme-Dimerized PGRMC1

We previously analyzed the soluble structure of apo- and heme-dimerized PGRMC1
using nuclear magnetic resonance (NMR) based on the X-ray crystallographic structure of
PGRMC1 (PDB: 4X8Y) [14]. To reveal the site of binding between GL and heme-dimerized
PGRMC1, we measured two-dimensional transverse relaxation-optimized spectroscopy
(TROSY) heteronuclear single-quantum coherence (HSQC) spectra of the GL-bound or
non-bound PGRMC1 using NMR. The chemical shift differences between the GL-bound
and non-bound forms of the heme-dimerized PGRMC1 were calculated (Figure S1) using
previously assigned chemical shifts of the heme-dimerized PGRMCT1 [14]. Note that the 'H
and '°N chemical shifts in the GL-bound form were shifted by Jin /2 because a regular
HSQC spectrum was measured for the heme-dimerized PGRMC1 without GL, whereas a
TROSY HSQC spectrum was measured for the GL-bound form, and TROSY HSQC signals
were generally measured at the 'H chemical shift of Jiyn /2 smaller values and >N chemical
shift of [N /2 larger values compared with the regular HSQC. The weighted chemical shift
difference (AJ) between the apo- and GL-bound forms of PGRMC1 was calculated as:

AS = \/ (Adu)* + (AdN/5)

where Ady and Ady are the chemical shift differences in the 'H and N nuclei, respectively.

Based on the chemical shift changes caused by binding to GL, the GL/heme-dimerized
PGRMC1 binding model structure was constructed using the biomolecular interaction
software HADDOCK2.1 [39]. As shown in the GL-binding model structure (Figure 2A),
GL is positioned at the dimer interface of two PGRMC1 molecules generated by heme-
mediated dimerization. The GL triterpene site binds to hydrophobic regions via PGRMC1
residues Pro112, Phe128, and Leu130, and the GL glucuronic acids moiety bind to PGRMC1
via hydrogen bonds on residues Gly108, Gly111, Lys132, and Thr146-GIn149. We confirmed
this model structure using PGRMC1 point mutations in residues near the putative GL-
binding site: G108W, G111W, F128W, K132V, T146W, A147W, and Q149F. GL-binding
affinity for PGRMC1 with these point mutations was decreased compared with wildtype
PGRMCT (Figure S2 and Table S1), and the binding affinity for G108W, A147W, and Q149F
PGRMC1 mutants was significantly decreased. These residues suggest that the hydrophilic
interaction between GL glucuronic acid and PGRMC1 is important for its affinity.

We also confirmed the GL-binding region in heme-dimerized PGRMC1 by hydrogen
deuterium exchange mass spectrometry (HDX-MS) analysis (Figure 2B and Figure S3).
HDX-MS detected two regions of PGRMC1 with different degrees of deuterium exchange in
the presence of GL, and one region: L145-F162, showed a decrease in deuterium exchange
with the addition of GL, implying the protection of these region. The other region: F163-
E173, showed an increase in the deuterium exchange rate. These results suggest that
PGRMC1 L145-F162 residues located in the «-helix which forms a groove through heme
dimerization is the GL-binding site in PGRMC1.
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Figure 2. The binding structure between GL and heme-dimerized PGRMC1. (A) A model structure of GL-bound PGRMC1
generated in the HADDOCK program using the crystal structure (PDB: 4X8Y) and Nuclear Magnetic Resonance (NMR)
chemical shift perturbation data (Figure S1). PGRMC1 molecules (pink and gray) are dimerized by binding to heme
molecules (red). A GL molecule (light blue) binds to the dimer interface of PGRMC1 molecules. The triterpene of GL is
positioned in proximity to the heme molecules. (B) Hydrogen/deuterium exchange mass spectrometry (HDX-MS) results
of PGRMC1 and GL-bound PGRMC1 complex. The data show more protected regions (L145-F162; magenta) and more
exposed regions (F163-E173; blue) in GL-bound PGRMC1 complex compared with PGRMCI.

3.3. Binding Analyses Using GL Derivatives

Glycyrrhiza uralensis contains several glycyrrhizin derivatives. We prepared and ana-
lyzed GL-related derivatives, as shown in Figure 3. Binding analyses using ITC revealed
that the binding affinity for PGRMC1 was reduced or abolished when using GL derivatives,
such as licorice-saponin G2, licorice-saponin H2, or macedonoside A that were converted
at the triterpene regions (Table 1, Figure S4). Furthermore, GL aglycone derivatives, such
as carbenoxolone or GA, also had lower binding affinity compared with GL. In contrast,
PGRMC1 binding affinity was enhanced when using a derivative from which the sec-
ond glucuronic acid in GL was removed or converted to a neutral sugar, for example
glycyrrhetinic acid 3-O-mono-glucuronide, araboglycyrrhizin, apioglycyrrhizin, glucogly-
cyrrhizin (GlucoGL), or rhaoglucoglycyrrhizin. Notably, the GL-glucoside derivatives,
GlucoGL, and the rhamnoside derivative, rhaoglucoglycyrrhizin, exhibited high binding
affinities (Kp = 1.38 uM and 1.08 uM, respectively). It is possible that these derivatives may
be more effective GL-related compounds. In addition, PGRMC1 was originally identified
as a progesterone-binding protein [3]. ITC analysis showed weak binding between proges-
terone and PGRMC1 (Kp = 815.60 uM), suggesting that progesterone has no physiologically
effect on PGRMC1. AG205 is considered a PGRMCT1 inhibitor [41]. We analyzed the bind-
ing between AG205 and PGRMC1, but no binding activity to apo- or heme-dimerized
PGRMC1 was observed by ITC analysis (Figure S5A). We also analyzed GL-binding affinity
for HMGBI1, which has previously been reported to bind to GL [24]. The binding affinity
of GL was lower for HMGB1 than for PGRMC1 (Kp = 222.94 uM), and weak binding was
observed when GlucoGL was used (Figure S5B). These results suggest that GL derivatives
could potently bind to heme-dimerized PGRMC1 to exhibit their functions.
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Figure 3. Chemical structures of GL derivatives examined in this study. The red squares show the structural regions that
differ from GL. Binding affinities (Kp) for PGRMC1 were analyzed using ITC.

Table 1. Binding affinity of GL derivatives with PGRMC1.

AG AH TAS IC 50 (uM)
Compound Ko WM qcalfmol)  (kealimol) ~ (K-keal/mol) ~ Erlotinib  CDDP
Glycyrrhizin (GL) 52.70 —5.84 —1.23 4.61 51.99 53.07
 Glycyrrhetinic 955 ~6385 ~0.62 6.23 50.50 41.23
acid-3-O-mono-glucuronide
Licorice-saponin A3 16.78 —6.52 —1.66 4.86 40.03 39.44
Licorice-saponin G2 128.50 —5.31 -1.23 4.08 ND ND
Licorice-saponin H2 No Binding ND ND
Macedonoside A No Binding ND ND
Araboglycyrrhizin 8.46 —6.93 -1.03 5.90 35.30 26.58
Apioglycyrrhizin 4.85 —7.26 —1.08 6.18 62.48 35.15
Glucoglycyrrhizin (GlucoGL) 1.38 —8.00 —0.56 7.44 15.67 14.92
Rhaoglucoglycyrrhizin 1.08 -8.15 —2.07 6.08 19.05 17.25
Carbenoxolone No Binding ND ND
Glycyrrhetinic acid (GA) Weak Binding ND ND
Progesterone 815.60 —4.22 —23.26 —19.04 ND ND
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3.4. GL Derivatives Interfere with EGFR Signaling by Inhibiting the Interaction between
PGRMC1 and EGFR

We previously showed that heme-dimerized PGRMC1 enhances EGFR signaling by
binding to EGFR [14]. Previous studies indicate that PGRMC1 forms a dimer in several
cells [42-45]. We confirmed the intracellular dimerization of PGRMC1 by binding to
heme in HCT116 cells. Ectopically expressed FLAG-tagged PGRMC1 in HCT116 cells
was immunoprecipitated with anti-FLAG antibody, and bound endogenous PGRMC1
was detected by western blotting (Figure S6). Endogenous PGRMC1 (25 kDa) was co-
immunoprecipitated with FLAG-PGRMC1 (30 kDa), and this binding was attenuated by
treatment with SA, an inhibitor of heme biosynthesis [46]. This binding inhibition by SA
was canceled by treatment of hemin, suggesting that PGRMC1 forms stable complex by
binding with heme in cells. In addition, treatment with GL did not affect the PGRMC1-
PGRMCT1 binding. These results suggested that PGRMC1 forms the heme-mediated dimer
in HCT116 cells.

To determine the effect of GL derivatives on PGRMC1 function, we performed a
co-immunoprecipitation assay for the interaction between PGRMC1 and EGFR in HCT116
cells (Figure 4A).

Endogenous EGFR was co-immunoprecipitated using FLAG-tagged PGRMC1, and its
binding was inhibited by treatment with GL. GlucoGL treatment inhibited the interaction
more potently. We also showed that GL and GlucoGL inhibited the interaction between
PGRMC1 and EGFR in human hepatoma HuH? cells (Figure S7A). Similarly, EGF-induced
EGEFR signaling, such as phosphorylation of EGFR, AKT, and ERK, was significantly
suppressed by treatment with either GL or GlucoGL (Figure 4B). We also performed time-
course analyses of EGF signaling with or without treatment of GlucoGL (Figure S8), and
GlucoGL showed the remarkable inhibitory effect in the early phase of EGF stimulation (5
or 10 min). Furthermore, treatment of GL or GlucoGL also suppressed the EGF signaling
in HuHY cells (Figure S7B). It has been reported that some GL derivatives bind to EGFR
to inhibit its phosphorylation activity [47]. We examined the effect of GL and GlucoGL
on EGFR kinase activity in vitro (Figure 59). While the EGFR inhibitor erlotinib potently
inhibited kinase activity, no inhibitory effect was observed when GL or GlucoGL were used.
EGEFR carries out its function via endocytosis by binding to EGF [48]. PGRMC1 regulates
the endocytic pathway, including EGFR and LDLR [15,49]. We analyzed the effect of GL
derivatives on the uptake of the Alexa Flour 488 EGF complex into HCT116 cells using
immunofluorescence microscopy and flow cytometry (Figure 4C,D). The uptake of labelled
EGF in cells treated with GL, GlucoGL, or PGRMC1-knockdown (KD) was significantly
suppressed compared with control cells. These results suggest that GL derivatives inhibit
the interaction between PGRMC1 and EGFR, and subsequently suppress EGFR signaling
and EGFR-mediated endocytosis.
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Figure 4. GL derivatives inhibit the interaction between PGRMC1 and EGF receptor (EGFR), and
suppress EGFR signaling. (A) Co-immunoprecipitation assay of the binding between PGRMC1
and EGFR. FLAG-PGRMC1 was overexpressed in HCT116 cells treated for 12 h with either GL or
GlucoGL. The cell lysates were immunoprecipitated using anti-FLAG antibody-fixed beads. Co-
immunoprecipitated proteins (FLAG-PGRMCI1 and EGFR) were detected through western blotting
using anti-FLAG or anti-EGFR antibodies. (B) HCT116 cells treated with either GL or GlucoGL were
incubated with EGF for 5 min, and components of the EGFR signaling pathway were detected using
western blotting. (C) HCT116 cells treated with or without GL, GlucoGL, or PGRMC1-knockdown
(KD) cells were incubated with Alexa Flour 488 EGF complex. Fluorescence microscopic images
of the incorporated EGF (green) and diamidino phenylindole (DAPI) (blue) are shown (Scale bar;
100 um). (D) Flowcytometric analysis of EGF uptake in HCT116 cells. HCT116 cells treated with or
without GL, GlucoGL, or PGRMC1-KD cells were incubated with Alexa Flour 488 EGF complex for
5 min. The bars show the mean fluorescence intensities (per 10,000 cells) (n = 6). Data represent the
mean + SE. Statistical analysis was performed using Dunnett’s test. ** p < 0.01.
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3.5. GL Derivatives Interfere with LDL Uptake by Inhibiting the Interaction between PGRMC1
and LDLR

Recent reports have shown that PGRMC1 contributes to cellular LDL uptake by regu-
lating LDLR [15,50]. We used the co-immunoprecipitation assay to examine the interaction
between PGRMC1 and LDLR in HCT116 cells (Figure 5A). Endogenous LDLR was co-
immunoprecipitated using FLAG-tagged PGRMC1, and its binding was inhibited by treat-
ment with GL. GlucoGL treatment inhibited this interaction more potently. Furthermore,
we analyzed the effect of GL derivatives on Alexa Fluor 488-labelled LDL uptake in HCT116
cells using immunofluorescence microscopy and flow cytometry (Figure 5B,C). Labelled-
LDL uptake was significantly suppressed by treatment with GL, GlucoGL or PGRMC1-KD.
These results suggest GL derivatives inhibit the interaction between PGRMC1 and LDLR,
and subsequently suppress LDLR-mediated endocytosis. In addition, we previously
showed heme-dimerized PGRMC1 interacts with cytochrome P450 3A4 (CYP3A4) [14]. Co-
immunoprecipitation assays revealed that GL and GlucoGL interfered with the interaction
between PGRMC1 and CYP3A4 (Figure S10). These results suggest GL derivatives inhibit
the interaction between PGRMC1 and its interactors, such as EGFR, LDLR, and CYP3A4,
by binding to the heme-dimeric structure of PGRMCI.

3.6. GL Derivatives Enhance Chemosensitivity in Cancer Cells

We previously showed that suppression of PGRMC1 through knockdown signifi-
cantly enhanced the cytotoxicity of cancer cells by anti-cancer agents, including the EGFR
inhibitor erlotinib [14]. We analyzed the effect of GL derivatives on cancer cell proliferation.
The anti-cancer agents, erlotinib and cisplatin (CDDP), were administered to HCT116 cells
treated with or without GL derivatives, and cell viability was evaluated using MTT assay
(Figure 6A,B, Figures S11 and S12). Although no effect was observed following treatment
with GL derivatives in the absence of anti-cancer agents, GL treated with erlotinib or CDDP
significantly suppressed cell viability, with half maximal inhibitory concentrations (ICsp) of
51.99 uM and 53.07 uM, respectively (Table 1). Treatment with GlucoGL showed a more po-
tent antiproliferative effect (ICsy = 15.67 uM and 14.92 uM, respectively). Furthermore, GL
derivatives that strongly bound to PGRMC1, such as araboglycyrrhizin, apioglycyrrhizin,
and rhaoglucoglycyrrhizin, showed potent anti-cancer effects. In contrast, when GL deriva-
tives with low binding affinity for PGRMC1, such as licorice-saponin G2, licorice-saponin
H2, macedonoside A, or carbenoxolone, were used, weaker anti-proliferative effects com-
pared with the effect of GL were observed. We also showed that GL and GlucoGL treated
with erlotinib or CDDP significantly suppressed cell viability in HuH?7 cells (Figure S13).
These results showed that the anti-cancer activity of GL derivatives was correlated with
the binding affinities of GL derivatives for PGRMCI.

We further analyzed the effect of GL derivatives on a subcutaneous transplant model
of cancer cells in nude mice. HCT116 cells were subcutaneously transplanted into the flank
of nude mice. CDDP, GL, GlucoGL, or CDDP combined with either GL (400 mg/kg) or
GlucoGL (100 mg/kg) was intraperitoneally injected twice a week, and the tumor volume
measured (Figure 6C).

When CDDP or GL were administered individually, there were no differences in
tumor volume compared with the control. When CDDP and GL were used in combination,
the tumor volume was significantly smaller compared with that of the control 22 days
after transplantation (Figure 6C, left panel). Furthermore, administration of CDDP and
GlucoGL in combination significantly suppressed the tumor volume from 15 days after
transplantation (Figure 6C, right panel). GlucoGL strongly suppressed tumor volume,
even at 1/4 the concentration of GL. These results indicate that GL enhances the effect of
anti-cancer drugs in vivo, and GlucoGL exhibits a more potent effect.
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Figure 5. GL derivatives inhibit the interaction between PGRMC1 and low-density lipoprotein
receptor (LDLR) and suppress LDL uptake. (A) Co-immunoprecipitation assay of the binding
between PGRMC1 and LDLR. FLAG-PGRMC1 was overexpressed in HCT116 cells treated for 12 h
with either GL or GlucoGL. The cell lysates were immunoprecipitated using anti-FLAG antibody-
fixed beads. Co-immunoprecipitated proteins (FLAG-PGRMC1 and LDLR) were detected through
western blotting using anti-FLAG or anti-LDLR antibodies. (B) HCT116 cells treated with GL,
GlucoGL, or PGRMC1-KD cells were incubated with Alexa Fluor488-labelled LDL. Fluorescence
microscopic images of the incorporated LDL (green) and DAPI (blue) are shown (Scale bar; 100 pum).
(C) Flowcytometric analysis of LDL uptake in HCT116 cells. HCT116 cells treated with GL, GlucoGL,
or PGRMC1-KD cells were incubated with Alexa Fluor488-labeled LDL for 5 min. The bars show
the mean fluorescence intensities (per 10,000 cells) (1 = 6). Data represent the mean =+ SE. Statistical
analysis was performed using Dunnett’s test. * p < 0.05 or ** p < 0.01.
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Figure 6. GL derivatives enhance chemosensitivity in HCT116 cells. Erlotinib (A) or cisplatin
(CDDP) (B) was incubated for 12 h with HCT116 (control) cells treated with GL or GlucoGL, and
cell viability was examined using MTT assay. The data represent the mean =+ SE of three separate
experiments. * p < 0.05 or ** p < 0.01 using Student’s T-test. (C) HCT116 (control) cells were injected
subcutaneously into the flanks of each nude mouse to initiate tumor growth for 22 days. The mice
were then intraperitoneally treated with either control vehicle, CDDP (2 mg/kg), GL (400 mg/kg), or
CDDP (2 mg/kg) and GL (400 mg/kg) (left panel), or CDDP (2 mg/kg), GlucoGL (100 mg/kg) or
CDDP (2 mg/kg) and GlucoGL (100 mg/kg) (right panel) twice a week for a total of 22 days. Tumor
volume was measured twice a week in three dimensions throughout the study. Data represent the
mean + SE of three separate experiments. * p < 0.05 and ** p < 0.01 using Dunnett’s test.
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4. Discussion

In this study, we determined that GL derivatives specifically bind to PGRMC1 and
act as its inhibitors that suppress PGRMC1-mediated function. PGRMC1 was originally
identified as a membrane protein that binds to the endogenous hormone progesterone [1-3].
GL is a saponin consisting of a steroid-related triterpene structure that conjugates two
glucuronic acids. Analysis of the GL-bound PGRMCT1 structure revealed that GL selectively
binds to the groove on PGRMC1 that is generated through its heme dimerization. The
GL triterpene region exhibited hydrophobic interactions with this groove, and the GL
sugar chain retained its binding activity through hydrophilic interactions with PGRMC1
(Figure 2). Supporting this, the GL aglycone derivatives GA or carbenoxolone disrupted
any binding activity with PGRMC1 (Table 1), and PGRMC1 residue mutations such as
G108W or Q149F, which are required for hydrogen bonding to the GL sugar chain, sig-
nificantly reduced the binding affinity (Table S1). On the other hand, progesterone is
reported to recognize several membrane proteins, including the adipoQ receptor (PAQR)
family of progestin receptors (mPRs) [51]. Furthermore, a competitive binding assay using
labeled-progesterone suggests that a GFP-fused PGRMC1 protein partially purified from
granulosa cells binds to progesterone with high affinity (Kp = 35 nM) [52]. However,
these studies provide no evidence that progesterone binds directly to PGRMC1. In our
ITC analysis, we observed low-affinity binding (Kp = 815 uM) between progesterone and
heme-dimerized PGRMC1. These results suggested that progesterone has a very low
affinity for the PGRMC1 cytoplasmic region, and it may bind with a hydrophobic envi-
ronment containing PGRMC1 and cell membrane, or with a membrane protein complex
with PGRMC1 such as sigma-2 receptor TMEM97, or an interacting factor(s) of PGRMC1.
In contrast, we found that some derivatives, such as araboglycyrrhizin, apioglycyrrhizin,
GlucoGL, or rhaoglucoglycyrrhizin, in which the glucuronic acid moiety of GL is replaced
with a neutral sugar, showed higher affinity for PGMRC1 than GL (Table 1). Although the
exact reason for this remains unclear, analyses of the binding affinities of these derivatives
for PGRMC1 using ITC showed that their Gibbs free energy (AG) was significantly higher
than that of GL (Table 1), suggesting that replacement of the carboxylic acid group of GL
glucuronic acid with a neutral group enhanced the binding affinity. This information will
be useful for the development of further derivatives targeting PGRMC1. In addition, we
did not observe AG205 binding to apo- or heme-dimerized PGRMC1 (Figure S5A). AG205
was originally identified as a compound that bound to Arabidopsis PGRMC1 homolog
At2¢24940 [53]; however, in mammalian PGRMC1, there is no direct evidence that AG205
has an affinity for binding to PGRMC1. A recent study showed that AG205 affected the
formation of large vesicular structures independent of PGRMC1 using PGRMC1 knockout
cells [54], indicating that AG205 acts through a target different from PGRMC1. Further
analysis is necessary to examine how AG205 exerts its pharmacological actions.

We have shown that heme-dimerized PGRMC1 interacts with EGFR, LDLR, and
cytochromes P450 to regulate their functions [14,15]. In this study, we showed that GL
derivatives interfere with these interactions by binding to heme-dimerized PGRMC1. Al-
though the exact mechanism of protein interaction induced by PGRMC1 heme dimerization
is unclear, the PGRMC1 grooves generated through heme dimerization may contribute to
these interactions, and GL derivatives likely inhibit these interactions by filling the grooves.
We showed that GL derivatives suppressed PGRMC1-mediated EGFR signaling and EGF
or LDL uptake (Figures 4 and 5). Besides heme binding with PGRMC1, recent report shows
that PGRMC1 Y113 residue, which is essential for heme binding, is phosphorylated in
breast cancer MCF7 cells [55]. The functional regulation of PGRMC1 by this phosphoryla-
tion has remained unclear, but the PGRMCI1 function may be regulated by varying heme
binding state through changes in the phosphorylation and de-phosphorylation status of
the Y113 residue. PGRMC1 is thought to play an important role in regulating intracellular
protein translocation, as PGRMC1 contains several YXX¢ motifs that are implicated in vesi-
cle transport and endocytosis [4,5,56]. Therefore, our results suggest that GL derivatives
would interfere with the endocytosis of EGF or LDL by inhibiting the interaction between
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PGRMC1 and EGFR/LDLR. We have previously shown that heme-dimerized PGRMC1
increases cancer resistance against anti-cancer drugs in HCT116 cells [14]. Similar to those
results, in this study, GL enhanced the sensitivity of the drugs erlotinib and CDDP, and the
neutral sugar-containing derivatives such as GlucoGL showed even stronger anti-cancer
activity compared with that of GL (Figure 6, Figures S8 and S9). The GlucoGL-binding
affinity (Kp) with PGRMC1 was 1.38 uM, while the cell growth inhibitory concentration
of GlucoGL with the addition of erlotinib or CDDP (ICsy = 15.67uM or 14.92 uM, respec-
tively) was weaker than that shown by its Kp value (Table 1). This may be due to the
low intracellular incorporation of these GL derivatives. Although the exact mechanism by
which GL derivatives enhance the anticancer effect of CDDP is unclear, it has been known
that activation of EGFR contributes to enhance anti-apoptotic effect by chemotherapeutic
agents [57-59], therefore, the suppression of EGF signaling by GL derivatives mediated by
PGRMC1 might enhance the anti-cancer effect of CDDP. We also showed that GL deriva-
tives inhibit PGRMC1-mediated LDL uptake (Figure 5). LDL contains a large portion
of cholesterol and plays an important role in tumor growth, including membrane lipid
synthesis, and tumor growth is suppressed by statins [60]. GL has several effects, including
degradation of lipid rafts and micelle and fibril networks formation [61]. Inhibition of
PGRMC1 by GL derivatives may be involved in reducing the amount of LDL uptake into
cells to suppress tumor growth.

In addition to its anti-cancer effects, GL reportedly has multiple functions, including
anti-inflammatory, anti-allergic, and hepatoprotective functions [18]. HMGB1 has been
identified as a binding target for GL [24]. HMGB1 is released from damaged cells and
acts as a circulating damage-associated molecular pattern (DAMP) molecule that induces
inflammatory, autoimmune, and cardiovascular diseases or neurological disorders [62].
GL is thought to block HMGB1-mediated alarmin function [63]. In this study, we showed
that GL binding to heme-dimerized PGRMC1 was 4.23 times stronger than its binding
to HMGBI. In agreement with this, GL, at approximately 50 uM, suppressed PGRMC1-
mediated EGFR activation and LDL uptake, enhancing anti-cancer activity. Furthermore,
although no binding activity was observed between HMGB1 and GlucoGL, which binds
strongly to PGRMC1, GlucoGL exhibited a more potent anti-cancer effect in vitro and
in vivo (Figure 6). These results indicate that the GL derivative used in this study showed
anti-cancer effects by inhibiting PGRMC1 function, independent of HMGB1. On the
other hand, although inhibition of PGRMC1-mediated EGFR signaling by GL derivatives
contributes significantly to their suppression of cancer growth and chemotherapeutic resis-
tance, PGRMC1 is known to regulate various functional pathways, including the insulin
response and heme biosynthesis pathways [64,65]. Thus, it is possible that GL derivatives
exhibit anticancer effects through pleiotropic actions mediated by these pathways. Our
analyses also revealed that GL derivatives inhibit interactions between PGRMC1 and LDLR
or the drug-metabolizing enzyme, CYP3A4, suggesting that GL derivatives may synergize
with other anticancer drugs via PGRMC1. Because GL exhibits pleiotropic effects, including
anti-inflammatory and hepatoprotective effects, it will be necessary to comprehensively
evaluate the mechanisms by which GL derivatives exhibit anticancer effects using gene
expression analyses in future cancer cell studies. In addition, several reports have sug-
gested that PGRMC2, a PGRMC1 paralog, contributes to heme biosynthesis and brown
adipocyte differentiation co-operatively with PGRMC1 [65,66]. PGRMC2 has also been
hypothesized to form a heme-mediated heterocomplex with PGRMC1 [66]. In addition
to PGRMC2, membrane-associated progesterone receptor family proteins (MAPR), such
as neuferricin and neudesin, which share recognizable homology to PGRMC1, are known
to be functionally regulated by heme binding [67]. Although further analysis is necessary,
analyses of the binding of heme-bound MAPR proteins with GL derivatives (or its absence)
may help elucidate the pleiotropic actions of GL.

There are some limitations to the current study. (1) Further analyses are needed
to evaluate whether the PGRMC1-mediated anti-cancer effect of GL derivatives drives
EGFR and LDLR activation by PGRMC1 and other effects, including the regulation of cy-
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tochromes P450. (2) Further elucidation of the structure-activity relationship of organically
synthesized GL derivatives is needed. (3) Further evaluation is also needed to determine
whether the diverse functions of GL, such as anti-inflammatory effects, are mediated by
PGRMC1, HMGB]1, or other targets. (4) To evaluate the comprehensive mechanism of
anticancer effects of GL derivatives mediated by PGRMC1 is needed by global gene expres-
sion and protein abundance analysis in cancer cells. (5) Further elucidation is needed to
determine the types of cancer cells to which the PGRMC1-mediated anti-cancer activity of
GL derivatives can be applied. (6) In this study, we showed the interaction with ectopic
expressed FLAG-PGRMC1, but further analysis is necessary for detecting the interaction
with endogenous PGRMC1 by using crosslinkers. (7) Further evaluation of the enhancing
effect of various anticancer agents including erlotinib by GL derivatives in mouse models
is needed.

In this study, we identified PGRMC1 as a novel binding protein for GL and showed
that GL exhibits its mediated anti-cancer effect by inhibiting PGRMC1 function, includ-
ing EGFR activation and LDL uptake. Based on the binding activity of heme-dimerized
PGRMC, chemical screening with a natural product library revealed that several deriva-
tives, including GlucoGL, exhibited more potent anti-cancer effects than GL (Figure 7).
While PGRMC1 has attracted a lot of attention as a therapeutic target for regulating a
variety of disease conditions such as dementia and adipogenesis [11,15], pharmacologi-
cal interventions for controlling them remain to be developed. Because GL has already
been used clinically to treat inflammation and hepatitis, its safety has been established
in humans. In our analyses, treatment with the GL derivative alone had no effect on cell
viability, but it significantly enhanced the anticancer activity of chemotherapeutic agents
such as erlotinib and CDDP. Therefore, adjunctive combination therapy using GL deriva-
tives has the potential to be an effective treatment for refractory cancers, without serious
adverse effects. This study is the first to analyze direct evidence of the binding affinity
and structure-activity relationship between chemical compounds and PGRMC1, and this
information will provide new insights for the evaluation of GL function and discovery of
drugs targeting PGRMC1 function.

) [

Q GL GlucoGL

—
———
Arng
g,

Activation of Activation of
EGFR Signaling Heme-dimerized LDL Uptake
PGRMC1

“~~...» | Cancer Proliferation, Survival u

Figure 7. Schematic model showing the inhibition of PGRMC1-mediated function by GL derivatives
in cancer cells. Heme-dimerized PGRMC1 contributes to cancer proliferation and chemoresistance
via activation of EGFR signaling and LDL uptake through direct interaction with EGFR or LDLR. GL
derivatives specifically bind to heme-dimerized PGRMC1 and inhibit the interaction of PGRMC1 with
EGEFR or LDLR, thereby suppressing PGRMC1-mediated cancer proliferation and chemoresistance.
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5. Conclusions

This study shows that GL derivatives are novel compounds for directly binding with
PGRMC1 to inhibit its anti-cancer function. The enhancing effect of chemotherapeutic
agents by treatment of GL derivatives may lead to the development of new anticancer
therapy strategies.
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western blots, Table S1: Binding affinities of PGRMC1 mutants for GL based on ITC analysis.

Author Contributions: Conceptualization, Y.K., H.H. (Hiroshi Handa) and M.S.; Data curation, L.K.,
T.Y., RFE,MN, S.U,, HY. and TK,; Formal analysis, YK., LK., T.Y., M.H., A K., R.F, H.T. (Hitoshi
Tsugawa), M.N. and S.U.; Funding acquisition, Y.K. and M.S.; Methodology, LK., T.Y., M.H., AK,,
EH., KS., KH., N.Y,, HH. (Hiroaki Hayashi), S.U., TK. and H.H. (Hiroshi Handa); Resources,
K.H., N.Y. and H.H. (Hiroaki Hayashi); Writing—original draft, YK., K.S., S.U., H.Y., H.T. (Hirotoshi
Tanaka) and M.S. All authors have read and agreed to the published version of the manuscript.

Funding: This research was funded by AMED-CREST (to Y.K., Grant No: JP17gm0710010) and JSPS
KAKENHI (to Y.K., Grant No: 18K06921). This study was funded partly by the JST ERATO Suematsu
Gas Biology Project (until March 2015). This work was also funded by JST [Moonshot R&D, Grant
Number JPMJPS2022]. The APC was funded by JST [Moonshot R&D, Grant Number JPMJPS2022].

Institutional Review Board Statement: The mice study was approved by the Experimental Animal
Committee of Keio University School of Medicine (approval number: 08024-(13), approval date: 30
September 2020).

Informed Consent Statement: Not applicable.

Data Availability Statement: The data presented in this study are available in the article or the
Supplementary Materials.

Acknowledgments: We thank Takanori Nakane for suggestion of chemical binding structure of
PGRMC1. Figure 7 was created with BioRender.com (accessed on 12 April 2021).

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

References

1.

Krebs, C.J.; Chan, ].; Lydon, ].P.; Ogawa, S.; Pfaff, D.W. A membrane-associated progesterone-binding protein, 25-Dx, is regulated
by progesterone in brain regions involved in female reproductive behaviors. Proc. Natl. Acad. Sci. USA 2000, 97, 12816-12821.
[CrossRef] [PubMed]

Gerdes, D.; Wehling, M.; Leube, B.; Falkenstein, E. Cloning and tissue expression of two putative steroid membrane receptors.
Biol. Chem. 1998, 379, 907-911. [PubMed]

Meyer, C.; Schmid, R.; Scriba, P.C.; Wehling, M. Purification and partial sequencing of high-affinity progesterone-binding site(s)
from porcine liver membranes. Eur. |. Biochem. 1996, 239, 726-731. [CrossRef] [PubMed]

Rohe, H.J.; Ahmed, 1.S.; Twist, K.E.; Craven, R.J. PGRMC1 (progesterone receptor membrane component 1): A targetable protein
with multiple functions in steroid signaling, P450 activation and drug binding. Pharmacol. Ther. 2009, 121, 14-19. [CrossRef]
[PubMed]

Cahill, M. A. Progesterone receptor membrane component 1: An integrative review. . Steroid Biochem. Mol. Biol. 2007, 105, 16-36.
[CrossRef] [PubMed]

Peluso, J.J.; Liu, X.; Saunders, M.M.; Claffey, K.P; Phoenix, K. Regulation of ovarian cancer cell viability and sensitivity to cisplatin
by progesterone receptor membrane component-1. J. Clin. Endocrinol. Metab. 2008, 93, 1592-1599. [CrossRef] [PubMed]


https://www.mdpi.com/article/10.3390/cancers13133265/s1
https://www.mdpi.com/article/10.3390/cancers13133265/s1
BioRender.com
http://doi.org/10.1073/pnas.97.23.12816
http://www.ncbi.nlm.nih.gov/pubmed/11070092
http://www.ncbi.nlm.nih.gov/pubmed/9705155
http://doi.org/10.1111/j.1432-1033.1996.0726u.x
http://www.ncbi.nlm.nih.gov/pubmed/8774719
http://doi.org/10.1016/j.pharmthera.2008.09.006
http://www.ncbi.nlm.nih.gov/pubmed/18992768
http://doi.org/10.1016/j.jsbmb.2007.02.002
http://www.ncbi.nlm.nih.gov/pubmed/17583495
http://doi.org/10.1210/jc.2007-2771
http://www.ncbi.nlm.nih.gov/pubmed/18319313

Cancers 2021, 13, 3265 20 of 22

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

Lin, S.T.; May, EW.,; Chang, ].F,; Hu, R.Y.; Wang, L.H.; Chan, H.L. PGRMC1 contributes to doxorubicin-induced chemoresistance
in MES-SA uterine sarcoma. Cell Mol. Life Sci. 2015, 72, 2395-2409. [CrossRef]

Suchanek, M.; Radzikowska, A.; Thiele, C. Photo-leucine and photo-methionine allow identification of protein-protein interactions
in living cells. Nat. Methods 2005, 2, 261-267. [CrossRef]

Hughes, A.L.; Powell, D.W.; Bard, M.; Eckstein, J.; Barbuch, R.; Link, A.J.; Espenshade, P.J. Dap1/PGRMC1 binds and regulates
cytochrome P450 enzymes. Cell Metab. 2007, 5, 143-149. [CrossRef]

Izzo, N.J.; Staniszewski, A.; To, L.; Fa, M.; Teich, A.F.; Saeed, F.; Wostein, H.; Walko, T., III; Vaswani, A.; Wardius, M.; et al.
Alzheimer’s therapeutics targeting amyloid beta 1-42 oligomers I: Abeta 42 oligomer binding to specific neuronal receptors is
displaced by drug candidates that improve cognitive deficits. PLoS ONE 2014, 9, e111898. [CrossRef]

Izzo, N.J.; Xu, J.; Zeng, C.; Kirk, M.].; Mozzoni, K; Silky, C.; Rehak, C.; Yurko, R.; Look, G.; Rishton, G.; et al. Alzheimer’s
therapeutics targeting amyloid beta 1-42 oligomers II: Sigma-2/PGRMCI receptors mediate Abeta 42 oligomer binding and
synaptotoxicity. PLoS ONE 2014, 9, e111899. [CrossRef]

McCallum, M.L.; Pru, C.A,; Niikura, Y.; Yee, S.P; Lydon, J.P; Peluso, ].].; Pru, ].K. Conditional Ablation of Progesterone Receptor
Membrane Component 1 Results in Subfertility in the Female and Development of Endometrial Cysts. Endocrinology 2016, 157,
3309-3319. [CrossRef]

Peluso, J.J.; Liu, X,; Uliasz, T.; Pru, C.A; Kelp, N.C,; Pru, J. PGRMC1/2 promotes luteal vascularization and maintains the
primordial follicles of mice. Reproduction 2018, 156, 365-373. [CrossRef]

Kabe, Y.; Nakane, T.; Koike, I.; Yamamoto, T.; Sugiura, Y.; Harada, E.; Sugase, K.; Shimamura, T.; Ohmura, M.; Muraoka, K ; et al.
Haem-dependent dimerization of PGRMC1/Sigma-2 receptor facilitates cancer proliferation and chemoresistance. Nat. Commun.
2016, 7, 11030. [CrossRef]

Furuhata, R.; Kabe, Y.; Kanai, A.; Sugiura, Y.; Tsugawa, H.; Sugiyama, E.; Hirai, M.; Yamamoto, T.; Koike, I.; Yoshikawa, N.; et al.
Progesterone receptor membrane associated component 1 enhances obesity progression in mice by facilitating lipid accumulation
in adipocytes. Commun. Biol. 2020, 3, 479. [CrossRef]

Alagawany, M.; Elnesr, S.S.; Farag, M.R.; Abd El-Hack, M.E.; Khafaga, A.F.; Taha, A.E.; Tiwari, R.; Yatoo, M.L; Bhatt, P.; Marappan,
G.; et al. Use of Licorice (Glycyrrhiza glabra) Herb as a Feed Additive in Poultry: Current Knowledge and Prospects. Animals 2019,
9, 536. [CrossRef]

Shibata, S. A drug over the millennia: Pharmacognosy, chemistry, and pharmacology of licorice. J. Pharm. Soc. Jpn. 2000, 120,
849-862. [CrossRef]

Li, X;; Sun, R;; Liu, R. Natural products in licorice for the therapy of liver diseases: Progress and future opportunities. Pharmacol.
Res. 2019, 144, 210-226. [CrossRef]

Rehman, M.U.; Farooq, A.; Ali, R.; Bashir, S.; Bashir, N.; Majeed, S.; Taifa, S.; Ahmad, S.B.; Arafah, A.; Sameer, A.S.; et al.
Preclinical Evidence for the Pharmacological Actions of Glycyrrhizic Acid: A Comprehensive Review. Curr. Drug Metab. 2020, 21,
436-465. [CrossRef]

Su, X.; Wu, L.; Hu, M.; Dong, W.; Xu, M.; Zhang, P. Glycyrrhizic acid: A promising carrier material for anticancer therapy. Biomed.
Pharmacother. 2017, 95, 670-678. [CrossRef]

Deng, Q.P; Wang, M.].; Zeng, X.; Chen, G.G.; Huang, R.Y. Effects of Glycyrrhizin in a Mouse Model of Lung Adenocarcinoma.
Cell. Physiol. Biochem. 2017, 41, 1383-1392. [CrossRef]

Khan, R.; Khan, A.Q.; Lateef, A.; Rehman, M.U,; Tahir, M.; Ali, F; Hamiza, O.O.; Sultana, S. Glycyrrhizic acid suppresses the
development of precancerous lesions via regulating the hyperproliferation, inflammation, angiogenesis and apoptosis in the
colon of Wistar rats. PLoS ONE 2013, 8, €56020. [CrossRef]

Lin, S.C,; Chu, PY.,; Liao, W.T.; Wu, M.Y,; Tsui, K.H.; Lin, L.T.; Huang, C.H.; Chen, L.L.; Li, C.J. Glycyrrhizic acid induces
human MDA-MB-231 breast cancer cell death and autophagy via the ROS-mitochondrial pathway. Oncol. Rep. 2018, 39, 703-710.
[CrossRef]

Mollica, L.; De Marchis, F.; Spitaleri, A.; Dallacosta, C.; Pennacchini, D.; Zamai, M.; Agresti, A.; Trisciuoglio, L.; Musco, G.;
Bianchi, M.E. Glycyrrhizin binds to high-mobility group box 1 protein and inhibits its cytokine activities. Chem. Biol. 2007, 14,
431-441. [CrossRef]

Li, J.; Shi, J.; Sun, Y,; Zheng, F. Glycyrrhizin, a Potential Drug for Autoimmune Encephalomyelitis by Inhibiting High-Mobility
Group Box 1. DNA Cell Biol. 2018, 37, 941-946. [CrossRef]

Schmid, C.; Dawid, C.; Peters, V.; Hofmann, T. Saponins from European Licorice Roots (Glycyrrhiza glabra). |. Nat. Prod. 2018, 81,
1734-1744. [CrossRef]

Kabe, Y.; Sakamoto, S.; Hatakeyama, M.; Yamaguchi, Y.; Suematsu, M.; Itonaga, M.; Handa, H. Application of high-performance
magnetic nanobeads to biological sensing devices. Anal. Bioanal. Chem. 2019, 411, 1825-1837. [CrossRef]

Sakamoto, S.; Kabe, Y.; Hatakeyama, M.; Yamaguchi, Y.; Handa, H. Development and application of high-performance affinity
beads: Toward chemical biology and drug discovery. Chem. Rec. 2009, 9, 66-85. [CrossRef]

Wu, R.; Murali, R.; Kabe, Y.; French, S.W.; Chiang, YM.; Liu, S.; Sher, L.; Wang, C.C.; Louie, S.; Tsukamoto, H. Baicalein
Targets GTPase-Mediated Autophagy to Eliminate Liver Tumor-Initiating Stem Cell-Like Cells Resistant to mTORC1 Inhibition.
Hepatology 2018, 68, 1726-1740. [CrossRef]


http://doi.org/10.1007/s00018-014-1831-9
http://doi.org/10.1038/nmeth752
http://doi.org/10.1016/j.cmet.2006.12.009
http://doi.org/10.1371/journal.pone.0111898
http://doi.org/10.1371/journal.pone.0111899
http://doi.org/10.1210/en.2016-1081
http://doi.org/10.1530/REP-18-0155
http://doi.org/10.1038/ncomms11030
http://doi.org/10.1038/s42003-020-01202-x
http://doi.org/10.3390/ani9080536
http://doi.org/10.1248/yakushi1947.120.10_849
http://doi.org/10.1016/j.phrs.2019.04.025
http://doi.org/10.2174/1389200221666200620204914
http://doi.org/10.1016/j.biopha.2017.08.123
http://doi.org/10.1159/000467897
http://doi.org/10.1371/journal.pone.0056020
http://doi.org/10.3892/or.2017.6123
http://doi.org/10.1016/j.chembiol.2007.03.007
http://doi.org/10.1089/dna.2018.4444
http://doi.org/10.1021/acs.jnatprod.8b00022
http://doi.org/10.1007/s00216-018-1548-y
http://doi.org/10.1002/tcr.20170
http://doi.org/10.1002/hep.30071

Cancers 2021, 13, 3265 21 of 22

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

Lai, KK.Y,; Kweon, S.M.; Chi, F; Hwang, E.; Kabe, Y.; Higashiyama, R.; Qin, L.; Yan, R.; Wu, R.P; Lai, K; et al. Stearoyl-CoA
Desaturase Promotes Liver Fibrosis and Tumor Development in Mice via a Wnt Positive-Signaling Loop by Stabilization of
Low-Density Lipoprotein-Receptor-Related Proteins 5 and 6. Gastroenterology 2017, 152, 1477-1491. [CrossRef]

Kabe, Y.; Ohmori, M.; Shinouchi, K.; Tsuboi, Y.; Hirao, S.; Azuma, M.; Watanabe, H.; Okura, I.; Handa, H. Porphyrin accumulation
in mitochondria is mediated by 2-oxoglutarate carrier. J. Biol. Chem. 2006, 281, 31729-31735. [CrossRef]

Kabe, Y.; Takemoto, D.; Kanai, A.; Hirai, M.; Ono, Y.; Akazawa, S.; Horikawa, M.; Kitagawa, Y.; Handa, H.; Rogi, T.; et al. Annexin
A1 accounts for an anti-inflammatory binding target of sesamin metabolites. NP] Science Food 2020, 4, 4. [CrossRef] [PubMed]
Hayashi, H.; Fujii, I.; linuma, M.; Shibano, M.; Ozaki, K.; Watanabe, H. Characterization of a glycyrrhizin-deficient strain of
Glycyrrhiza uralensis. Biol. Pharm. Bull. 2013, 36, 1448-1453. [CrossRef] [PubMed]

Kitagawa, I.; Hori, K.; Sakagami, M.; Hashiuchi, F; Yoshikawa, M.; Ren, J. Saponin and sapogenol. XLIX. On the constituents of the
roots of Glycyrrhiza inflata Batalin from Xinjiang, China. Characterization of two sweet oleanane-type triterpene oligoglycosides,
apioglycyrrhizin and araboglycyrrhizin. Chem. Pharm. Bull. 1993, 41, 1350-1357. [CrossRef]

Zhao, H.; Piszczek, G.; Schuck, P. SEDPHAT—A platform for global ITC analysis and global multi-method analysis of molecular
interactions. Methods 2015, 76, 137-148. [CrossRef]

Delaglio, F.; Grzesiek, S.; Vuister, G.W.; Zhu, G.; Pfeifer, J.; Bax, A. NMRPipe: A multidimensional spectral processing system
based on UNIX pipes. J. Biomol. NMR 1995, 6, 277-293. [CrossRef]

Kobayashi, N.; Iwahara, J.; Koshiba, S.; Tomizawa, T.; Tochio, N.; Guntert, P.; Kigawa, T.; Yokoyama, S. KUJIRA, a package of
integrated modules for systematic and interactive analysis of NMR data directed to high-throughput NMR structure studies. J.
Biomol. NMR 2007, 39, 31-52. [CrossRef]

Johnson, B.A; Blevins, R.A. NMR View: A computer program for the visualization and analysis of NMR data. J. Biormol. NMR
1994, 4, 603-614. [CrossRef]

Dominguez, C.; Boelens, R.; Bonvin, AAM. HADDOCK: A protein-protein docking approach based on biochemical or biophysical
information. J. Am. Chem. Soc. 2003, 125, 1731-1737. [CrossRef]

Hageman, T.S.; Weis, D.D. Reliable Identification of Significant Differences in Differential Hydrogen Exchange-Mass Spectrometry
Measurements Using a Hybrid Significance Testing Approach. Anal. Chem. 2019, 91, 8008-8016. [CrossRef]

Mir, S.U.; Ahmed, L.S.; Arnold, S.; Craven, R.J. Elevated progesterone receptor membrane component 1/sigma-2 receptor levels
in lung tumors and plasma from lung cancer patients. Int. J. Cancer 2012, 131, E1-9. [CrossRef]

Aizen, J.; Thomas, P. Role of Pgrmcl in estrogen maintenance of meiotic arrest in zebrafish oocytes through Gper/Egfr. J.
Endocrinol. 2015, 225, 59-68. [CrossRef]

Peluso, ].J.; Liu, X.; Gawkowska, A.; Lodde, V.; Wu, C.A. Progesterone inhibits apoptosis in part by PGRMC1-regulated gene
expression. Mol. Cell. Endocrinol. 2010, 320, 153-161. [CrossRef]

Will, E.A; Liu, X,; Peluso, J.J. AG 205, a progesterone receptor membrane component 1 antagonist, ablates progesterone’s ability
to block oxidative stress-induced apoptosis of human granulosa/luteal cells. Biol. Reprod. 2017, 96, 843-854. [CrossRef]

Selmin, O.; Thorne, P.A.; Blachere, EM.; Johnson, P.D.; Romagnolo, D.F. Transcriptional activation of the membrane-bound
progesterone receptor (mPR) by dioxin, in endocrine-responsive tissues. Mol. Reprod. Dev. 2005, 70, 166-174. [CrossRef]
Nakazato, T.; Sagawa, M.; Yamato, K.; Xian, M.; Yamamoto, T.; Suematsu, M.; Ikeda, Y.; Kizaki, M. Myeloperoxidase is a key
regulator of oxidative stress mediated apoptosis in myeloid leukemic cells. Clin. Cancer Res. 2007, 13, 5436-5445. [CrossRef]
Yang, Y.A,; Tang, W.J.; Zhang, X.; Yuan, ] W.; Liu, X.H.; Zhu, H.L. Synthesis, molecular docking and biological evaluation of
glycyrrhizin analogs as anticancer agents targeting EGFR. Molecules 2014, 19, 6368-6381. [CrossRef]

Tomas, A.; Futter, C.E.; Eden, E.R. EGF receptor trafficking: Consequences for signaling and cancer. Trends Cell Biol. 2014, 24,
26-34. [CrossRef]

Hampton, K.K.; Craven, R.J. Pathways driving the endocytosis of mutant and wild-type EGFR in cancer. Oncoscience 2014, 1,
504-512. [CrossRef]

Riad, A.; Zeng, C.; Weng, C.C.; Winters, H.; Xu, K.; Makvandi, M.; Metz, T.; Carlin, S.; Mach, R.H. Sigma-2 Receptor/TMEM97
and PGRMC-1 Increase the Rate of Internalization of LDL by LDL Receptor through the Formation of a Ternary Complex. Sci.
Rep. 2018, 8, 16845. [CrossRef]

Petersen, S.L.; Intlekofer, K.A.; Moura-Conlon, PJ.; Brewer, D.N.; Del Pino Sans, J.; Lopez, ].A. Novel progesterone receptors:
Neural localization and possible functions. Front. Neurosci. 2013, 7, 164. [CrossRef] [PubMed]

Peluso, ].J.; Romak, J.; Liu, X. Progesterone receptor membrane component-1 (PGRMC1) is the mediator of progesterone’s
antiapoptotic action in spontaneously immortalized granulosa cells as revealed by PGRMC1 small interfering ribonucleic acid
treatment and functional analysis of PGRMC1 mutations. Endocrinology 2008, 149, 534-543. [CrossRef] [PubMed]

Yoshitani, N.; Satou, K,; Saito, K.; Suzuki, S.; Hatanaka, H.; Seki, M.; Shinozaki, K.; Hirota, H.; Yokoyama, S. A structure-based
strategy for discovery of small ligands binding to functionally unknown proteins: Combination of in silico screening and surface
plasmon resonance measurements. Proteomics 2005, 5, 1472-1480. [CrossRef] [PubMed]

Wang-Eckhardt, L.; Eckhardt, M. A progesterone receptor membrane component 1 antagonist induces large vesicles independent
of progesterone receptor membrane component 1 expression. Biol. Chem. 2020, 401, 1093—-1099. [CrossRef]

Cahill, M.A ; Jazayeri, J.A.; Kovacevic, Z.; Richardson, D.R. PGRMC1 regulation by phosphorylation: Potential new insights in
controlling biological activity. Oncotarget 2016, 7, 50822-50827. [CrossRef]


http://doi.org/10.1053/j.gastro.2017.01.021
http://doi.org/10.1016/S0021-9258(19)84087-5
http://doi.org/10.1038/s41538-020-0064-6
http://www.ncbi.nlm.nih.gov/pubmed/32133417
http://doi.org/10.1248/bpb.b13-00164
http://www.ncbi.nlm.nih.gov/pubmed/23995656
http://doi.org/10.1248/cpb.41.1350
http://doi.org/10.1016/j.ymeth.2014.11.012
http://doi.org/10.1007/BF00197809
http://doi.org/10.1007/s10858-007-9175-5
http://doi.org/10.1007/BF00404272
http://doi.org/10.1021/ja026939x
http://doi.org/10.1021/acs.analchem.9b01325
http://doi.org/10.1002/ijc.26432
http://doi.org/10.1530/JOE-14-0576
http://doi.org/10.1016/j.mce.2010.02.005
http://doi.org/10.1093/biolre/iox013
http://doi.org/10.1002/mrd.20090
http://doi.org/10.1158/1078-0432.CCR-07-0481
http://doi.org/10.3390/molecules19056368
http://doi.org/10.1016/j.tcb.2013.11.002
http://doi.org/10.18632/oncoscience.67
http://doi.org/10.1038/s41598-018-35430-3
http://doi.org/10.3389/fnins.2013.00164
http://www.ncbi.nlm.nih.gov/pubmed/24065878
http://doi.org/10.1210/en.2007-1050
http://www.ncbi.nlm.nih.gov/pubmed/17991724
http://doi.org/10.1002/pmic.200401032
http://www.ncbi.nlm.nih.gov/pubmed/15798990
http://doi.org/10.1515/hsz-2019-0417
http://doi.org/10.18632/oncotarget.10691

Cancers 2021, 13, 3265 22 of 22

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

Runko, E.; Kaprielian, Z. Caenorhabditis elegans VEM-1, a novel membrane protein, regulates the guidance of ventral nerve
cord-associated axons. J. Neurosci. 2004, 24, 9015-9026. [CrossRef]

Zahorowska, B.; Crowe, PJ.; Yang, ].L. Combined therapies for cancer: A review of EGFR-targeted monotherapy and combination
treatment with other drugs. J. Cancer Res. Clin. Oncol. 2009, 135, 1137-1148. [CrossRef]

Michaelis, M.; Bliss, J.; Arnold, S.C.; Hinsch, N.; Rothweiler, F.; Deubzer, H.E.; Witt, O.; Langer, K.; Doerr, HW.; Wels, W.S.; et al.
Cisplatin-resistant neuroblastoma cells express enhanced levels of epidermal growth factor receptor (EGFR) and are sensitive to
treatment with EGFR-specific toxins. Clin. Cancer Res. 2008, 14, 6531-6537. [CrossRef]

Hiraishi, Y.; Wada, T.; Nakatani, K.; Tojyo, I.; Matsumoto, T.; Kiga, N.; Negoro, K.; Fujita, S. EGFR inhibitor enhances cisplatin
sensitivity of oral squamous cell carcinoma cell lines. Pathol. Oncol. Res. 2008, 14, 39-43. [CrossRef]

Huang, B.; Song, B.L.; Xu, C. Cholesterol metabolism in cancer: Mechanisms and therapeutic opportunities. Nat. Metab. 2020, 2,
132-141. [CrossRef]

Bailly, C.; Vergoten, G. Glycyrrhizin: An alternative drug for the treatment of COVID-19 infection and the associated respiratory
syndrome? Pharmacol. Ther. 2020, 214, 107618. [CrossRef]

Xue, J.; Suarez, J.S.; Minaai, M.; Li, S.; Gaudino, G.; Pass, H.I; Carbone, M.; Yang, H. HMGBI as a therapeutic target in disease. J.
Cell. Physiol. 2021, 236, 3406-3419. [CrossRef]

Musumeci, D.; Roviello, G.N.; Montesarchio, D. An overview on HMGBI inhibitors as potential therapeutic agents in HMGB1-
related pathologies. Pharmacol. Ther. 2014, 141, 347-357. [CrossRef]

Hampton, K.K.; Anderson, K.; Frazier, H.; Thibault, O.; Craven, R.J. Insulin Receptor Plasma Membrane Levels Increased by the
Progesterone Receptor Membrane Component 1. Mol. Pharmacol. 2018, 94, 665-673. [CrossRef]

Piel, R.B., 3rd; Shiferaw, M.T.; Vashisht, A.A.; Marcero, J.R.; Praissman, J.L.; Phillips, J.D.; Wohlschlegel, J.A.; Medlock, A.E.
A Novel Role for Progesterone Receptor Membrane Component 1 (PGRMC1): A Partner and Regulator of Ferrochelatase.
Biochemistry 2016, 55, 5204-5217. [CrossRef]

Galmozzi, A.; Kok, B.P,; Kim, A.S.; Montenegro-Burke, ].R.; Lee, ].Y.; Spreafico, R.; Mosure, S.; Albert, V.; Cintron-Colon, R.;
Godio, C.; et al. PGRMC2 is an intracellular haem chaperone critical for adipocyte function. Nature 2019, 576, 138-142. [CrossRef]
Kimura, I.; Nakayama, Y.; Konishi, M.; Terasawa, K.; Ohta, M.; Itoh, N.; Fujimoto, M. Functions of MAPR (membrane-associated
progesterone receptor) family members as heme/steroid-binding proteins. Curr. Protein Pept. Sci. 2012, 13, 687—696. [CrossRef]


http://doi.org/10.1523/JNEUROSCI.2385-04.2004
http://doi.org/10.1007/s00432-009-0622-4
http://doi.org/10.1158/1078-0432.CCR-08-0821
http://doi.org/10.1007/s12253-008-9020-5
http://doi.org/10.1038/s42255-020-0174-0
http://doi.org/10.1016/j.pharmthera.2020.107618
http://doi.org/10.1002/jcp.30125
http://doi.org/10.1016/j.pharmthera.2013.11.001
http://doi.org/10.1124/mol.117.110510
http://doi.org/10.1021/acs.biochem.6b00756
http://doi.org/10.1038/s41586-019-1774-2
http://doi.org/10.2174/138920312804142110

	Introduction 
	Materials and Methods 
	Materials 
	Antibodies 
	Affinity Purification 
	Preparation of Plasmid Vectors and Recombinant Proteins 
	ITC Analyses 
	NMR Analyses 
	Hydrogen Deuterium Exchange Mass Spectrometry (HDX-MS) 
	Cell Lines and Culture 
	Co-Immunoprecipitation Assays 
	EGFR Kinase Assay 
	Xenograft Implantation of HCT116 Cells 
	Statistical Analysis 

	Results 
	Identification of PGRMC1 as a Novel GL-Binding Protein 
	Binding Structure of GL to Heme-Dimerized PGRMC1 
	Binding Analyses Using GL Derivatives 
	GL Derivatives Interfere with EGFR Signaling by Inhibiting the Interaction between PGRMC1 and EGFR 
	GL Derivatives Interfere with LDL Uptake by Inhibiting the Interaction between PGRMC1 and LDLR 
	GL Derivatives Enhance Chemosensitivity in Cancer Cells 

	Discussion 
	Conclusions 
	References

