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Abstract: This study aimed to develop an effective treatment for diabetes and diabetic compli-
cations, based on the advantage complementary strategy of drug-drug salt, by designing and
synthesizing the multicomponent molecular salts containing metformin (MET) and rhein (RHE).
Finally, the salts of MET-RHE (1:1), MET-RHE-H, O (1:1:1), MET-RHE—-ethanol-H,O (1:1:1:1), and
MET-RHE-acetonitrile (2:2:1) were obtained, indicating the polymorphism of salts formed by MET
and RHE. The structures were analyzed by the combination of characterization experiments and
theoretical calculation, and the formation mechanism of polymorphism was discussed. The obtained
results of in vitro evaluation showed that MET-RHE had a similar hygroscopicity with metformin
hydrochloride (MET-HCI), and the solubility of the component of RHE increased by approximately
93 times, which laid a foundation for improving the bioavailability of MET and RHE in vivo. The
evaluation of hypoglycemic activity in mice (C57BL/6N) indicated that MET-RHE exhibited better
hypoglycemic activity than the parent drugs and the physical mixtures of MET and RHE. The above
findings demonstrate that this study achieved the complementary advantages of MET and RHE
through the multicomponent pharmaceutical salification technique, and provides new possibilities
for the treatment of diabetic complications.

Keywords: drug-drug salt; polymorphism; solubility; hygroscopicity; hypoglycemic activity;
diabetic complications

1. Introduction

According to the statistics of the International Diabetes Federation in 2017, the preva-
lence of diabetes in the world is gradually increasing, and more than 90% of patients with
diabetes mellitus experience Type 2 diabetes (T2D) [1]. Considering the complex pathogen-
esis and complications of diabetes, most patients with T2D cannot achieve the glycemic
targets with monotherapy, and combination therapy is usually used to achieve glycemic
control. However, the complex dosing regimens pose the challenge of reducing patient
compliance [2]. Based on these dilemmas, the fixed-dose combination (FDC) therapy pro-
vides a way to simplify complex treatment regimens [3]. In addition, FDC reduces adverse
reactions, reduces economic costs, and improves medication concordance [2]. Notably, the
stability and solubility differences between the components of FDC still limit its clinical
application [4]. Therefore, an appropriate method needs to be developed to solve the
problem of clinical application of multicomponent drugs. In recent years, the application
of multicomponent pharmaceutical cocrystals/salts in the field of drug combination has
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shown unique advantages, thus improving the physicochemical properties of active phar-
maceutical ingredients (APIs) and showing the potential to reduce side effects and improve
pharmacological activities [5-10].

Metformin (MET, pK, = 12.4 [11], Figure 1A), as a biguanide hypoglycemic agent, is
the first choice for the treatment of T2D [12], especially for obese patients [13]. With the
deepening of the research on MET, researchers have found that MET has unique pharmaco-
logical activity in the treatment of cancer [14-16], aging [17], Alzheimer’s disease [18,19],
cardiovascular diseases [20], polycystic ovary syndrome [21], obesity [22,23], diabetic
nephropathy [24-26], and other diseases [27]. The drawback is that while metformin has
excellent solubility, it encounters the problem of high moisture absorption, thus introduc-
ing strict environmental requirements for the production, storage, and transportation of
MET [28]. Based on this dilemma, MET is commercially available, usually in the form of
metformin hydrochloride, to reduce its hygroscopicity [29]. At the same time, the large
amount of chloride ion introduced in the form of hydrochloride has no pharmacological
activity, but may have the same ion effect as the chloride ion present in the stomach. Based
on clinical studies, nausea, vomiting, diarrhea, and other gastrointestinal side effects occur
in 20-30% of patients taking metformin hydrochloride [30]. Considering the above prob-
lems, researchers have carried out multicomponent co-crystallization studies on MET via
salification strategy [6,11,31-42]. However, these literature reports mainly focused on the
optimization of MET physicochemical properties, and no pharmacological evaluation has
been conducted on the hypoglycemic effect of multicomponent salts in vivo.

A B

OH (0} OH

NH, NH

Figure 1. Chemical structures of metformin (A) and rhein (B).

Rhein (RHE, pKa = 3.2, Figure 1B) is an anthraquinone compound extracted from
Polygonaceae plants such as rhubarb and Polygonum multiflorum [43,44]. RHE has various
pharmacological activities, including hypoglycemic [45], renal function regulation [46],
antitumor [47], anti-inflammatory [48,49], and antibacterial [50]. Notably, RHE has unique
potential for the treatment of diabetes nephropathy (diabetic complications) [51] because
of its hypoglycemic and lipid-lowering activity [45], islet cell protection activity [52,53],
anti-inflammatory activity [48,49,54], and renal function regulation activity [51,55,56]. Ac-
cording to the Biopharmaceutics Classification System (BCS) classification, RHE belongs to
the BCS II class of drugs, with superior permeability and unsatisfactory solubility [57]. The
unacceptably low water solubility of RHE causes the problem of low bioavailability, which
greatly limits the clinical application of RHE [58]. Considering the unique advantages
of multicomponent pharmaceutical salts in improving the physicochemical properties of
APIs [59], the method of salification was adopted to improve the solubility of RHE.

First, according to the ApK, rule [60], the possibility of the multicomponent salt
formation was predicted. The ApK; of MET (pK, = 12.4) and RHE (pK, = 3.2) were greater
than 3, allowing the prediction of the potential for multicomponent salt formation between
MET and RHE [60]. Moreover, from the structural point of view, MET and RHE are rich in
hydrogen bond donors and hydrogen bond acceptors, and it is feasible to form hydrogen
bonds between them. Pharmacologically, both MET and RHE have hypoglycemic [12,13,45]
and diabetic nephropathy-relieving activities [24,25,46,51,56,61], which lays a foundation
for enhancing the activity of MET-RHE multicomponent salts in controlling diabetes and
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diabetes complications. In addition, the gastrointestinal side effects of MET can be reduced
by delaying its sustained release in vivo [62], while the low-solubility of RHE contributes to
the sustained release of MET, which will help in reducing the gastrointestinal side effects of
MET to patients, and is expected to reduce the hygroscopicity of MET at the same time [6,42].
From another point of view, by preparing dual-drug molecular salt with highly soluble
MET, the low solubility of RHE can be improved, thereby increasing the bioavailability of
RHE. The above design idea gives full play to the concept of complementary advantages of
multicomponent pharmaceutical cocrystals.

Based on the above salification strategy, four multicomponent pharmaceutical salts and
their solvates were obtained, including MET-RHE (1:1), MET-RHE-H, O (1:1:1), MET-RHE-
ethanol-H,O (1:1:1:1), and MET-RHE-acetonitrile (2:2:1). The prepared multicomponent
pharmaceutical salts were characterized by single-crystal X-ray diffraction analysis (SXRD),
powder X-ray diffraction analysis (PXRD), and thermal analysis (DSC-TGA). On the basis
of mastering the processes of crystal formation and transformation from the solvates
to MET-RHE, the stability, hygroscopicity, and solubility of MET-RHE in vitro and its
hypoglycemic activity in mice were evaluated systematically. The experimental results of
this thesis showed that MET-RHE not only optimized the solubility of RHE and reduced
the hygroscopicity of MET, but also ameliorated the hypoglycemic activity in mice, thus
providing a material basis for the further synergistic effects of MET and RHE to alleviate
diabetic nephropathy.

This study shows that the multicomponent pharmaceutical salt based on the strategy
of complementary advantages can improve the physicochemical properties shortcomings
of the single component and synergistically enhance the efficacy, which provides a new
way to improve the bioavailability of the original drugs in vivo and to maximize their
multiple potential pharmacological activities to a greater extent.

2. Materials and Methods
2.1. Compounds and Agents

MET-HCI (purity > 99%, MW = 166) and RHE (purity > 99%, MW = 284) were
purchased from Nine-Dinn Chemistry Co., Ltd. (Shanghai, China) and Hubei Wande
Chemical Co., Ltd. (Tianmen, China), respectively. The reagents used were of analytical
grade. The solid drug delivery device (patent number: 201010219220.5) was developed
and prepared by the National Drug Screening Center of the Institute of Materia Medica,
Chinese Academy of Medical Sciences.

2.2. Preparation of MET Base

Metformin hydrochloride was dehydrochlorinated by acid-base neutralization method,
and the final metformin sample was obtained. First, 3.31 g (20 mmol) of metformin was
accurately weighed and dissolved in an appropriate amount of isopropanol, to which 0.80 g
(20 mmol) of sodium hydroxide was added. The mixture was stirred at 300 rpm at room
temperature overnight. The solution was filtrated, and the product was spun dry to obtain
the metformin sample for the experiment at 60 °C and —0.01 MPa.

2.3. Preparation of Multicomponent Salts

For MET-RHE (1:1), 0.2 mmol of MET (25.8 mg) and 0.2 mmol of RHE (56.8 mg) were
accurately weighed into a mortar, 2 mL of ethanol was added, and the solid was manually
grounded at 25 °C for 1 h. The solid was dried at 25 °C for 4 h to obtain an auratus powder
sample. The obtained sample was dissolved in 6 mL of methanol, and then filtered. The
filtrate was air-dried at 25 °C, and faint yellow massive crystals were obtained after 6 days.

For MET-RHE-H,0 (1:1:1), 0.5 mmol of MET (64.5 mg) and 0.5 mmol of RHE
(142.0 mg) were accurately weighed into a vial, 5 mL of acetone/water (v/v, 1:1) mixed
solvent was added, and the mixture was stirred at 25 °C at 300 rpm for 3 h. The solvent
was quickly removed using a rotary evaporator, and the resulting solid was dried at 50 °C
for 2 h.
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For MET-RHE—-ethanol-H,O (1:1:1:1), 0.1 mmol of MET (12.9 mg) and 0.1 mmol
of RHE (28.4 mg) were accurately weighed into a mortar, and 3 mL of ethanol/water
(v/v, 1:1) mixed solvent was added and ground manually at 25 °C for 2 h. A brown
powder was finally obtained. The resulting sample was dissolved in 8 mL of ethanol and
filtered. The filtrate was air-dried at 25 °C. After 5 days, yellow massive crystals suitable
for single-crystal X-ray diffraction were obtained.

For MET-RHE-acetonitrile (2:2:1), 0.5 mmol of MET (64.5 mg) and 0.5 mmol of RHE
(142.0 mg) were accurately weighted into a vial, and added to 12 mL of methanol/acetonitrile
(v/v, 3:1) mixed solvent. The mixture was stirred at 25 °C at 300 rpm speed for 48 h, and
then filtered. The filtrate was air-dried at 25 °C, and tangerine block-like crystals were
obtained after 7 days.

2.4. Powder X-ray Diffraction (PXRD)

PXRD experiments were performed using a Rigaku D/max-2550 diffractometer (Rigaku,
Tokyo, Japan), which was equipped with a Cu—K« radiation source set at 40 kV and 150 mA.
In this paper, the diffraction data were collected in the 26 range of 3-80° with a scan rate of
8°/min. All the data were analyzed using Jade 6.0 software.

2.5. Thermal Analysis

DSC characterization of the experimental samples were performed in this study using
a Mettler Toledo DSC/DSC 1 (Mettler Toledo, Greifensee, Switzerland). The specific method
is to accurately weigh the sample into an alumina crucible, start heating from 30 °C, and
complete the whole experiment at a heating rate of 10 °C min~! with a flow of 50 mL/min
of NZ-

The TGA analysis for this study was performed by a Mettler Toledo DSC/TGA1
(Mettler Toledo, Greifensee, Switzerland). An appropriate amount of sample was weighed
in a crucible using 40 pL alumina and warmed to 500 °C at 10 °C/min starting at 30 °C
under a Ny flow of 50 mL/min.

The STAR software package (STARe Default DB V9.10, Mettler Toledo, Greifensee,
Switzerland) was used for the processing and analysis of DSC and TGA results in
this experiment.

2.6. Single-Crystal X-ray Diffraction (SXRD)

SCXRD was carried out on a Rigaku MicroMax-002+ diffractometer (Rigaku Americas,
The Woodlands, TX, USA) with Cu-Ka radiation (A = 1.54178 A) at the temperature of 293 K.
The structures of qualified single crystal samples obtained in this study were solved by
direct method and refined with the full-matrix least-squares technique. The nonhydrogen
atoms were refined using anisotropic displacement parameters, and hydrogen atoms were
placed at the calculated positions and refined using a riding model.

2.7. Theoretical Computation

The counterpoise-corrected interaction energies in the salts were investigated by
density functional theory using the Gaussian 16 program [63]. The geometries of all the
hydrogen atoms were optimized at the BSLYP-D3/6-311+G (d, p) level, and the original
X-ray coordinates of all the heavy atoms were maintained. Then, the single-point energies
were calculated at the M06-2X/def2-TZVP level [64]. The Multiwfn 3.8 software [65] was
employed for the analysis of molecular planarity. The CrystalExplorer 21 program was
used to calculate the lattice energy [66].

2.8. Crystal Form Transformation Analysis

In order to investigate the transformation process from the solvates to MET-RHE
salt, the MET-RHE solvates were desolvated at a temperature of at least 20 °C above the
corresponding solvent peak temperature in DSC curves. The products were analyzed by
DSC and PXRD in comparison with the MET-RHE salt, respectively.



Pharmaceutics 2023, 15, 1196

50f 20

2.9. Stability Study

To investigate the stability of MET and MET-RHE, powder samples were placed in
high-temperature (60 °C), high-humidity (25 °C, 90 4= 5%), and illuminated (4500 Ix 4= 500 1x)
environment for 10 days. The stability of samples was evaluated via PXRD analysis.

2.10. Hygroscopicity Study

The hygroscopicity of MET and MET-RHE was studied by dynamic vapor sorption
experiment (DVS Adventure, Surface Measurement Systems, London, United Kingdom.).
The samples were studied at 25 °C in the humidity range of 20-95% relative humidity (RH).
Each humidity step was performed when a change in weight of less than 0.02% occurred
within 10 min, with a maximum retention time of 120 min.

2.11. Powder Dissolution and Solubility In Vitro

Prior to the in vitro dissolution and solubility study, the samples were processed
with a 100-mesh sieve in advance to minimize the influence of sample particle size on the
experimental results. In addition, the aqueous equilibrium solubilities of ionizable drugs
are measured in buffered solutions, considering that their solubilities are a pH-dependent
parameter [67], and the Britton-Robinson buffer at pH = 7 was used as medium during the
experiment [67,68].

Afterward, precisely weighed RHE (30.0 mg) and MET-RHE (equivalent to 30.0 mg
RHE) were added to a dissolution vessel containing 450 mL of buffer medium (pH = 7).
Samples were stirred at 100 rpm at 37 °C, and 1 mL of sample was obtained at 0, 5, 15, 30,
50, 75, 105, 150, 210, 270 and 390 min, while the same volume of buffer was replenished.
The samples were analyzed for dissolved concentration by HPLC (Agilent 1200, Agilent
Technologies Inc., Palo Alto, CA, USA) after filtration through 0.22 pym PTFE filter. The
liquid-phase conditions were as follows: Welch Ultimate AQ-C18 (250 mm x 4.6 mm, 5 pm);
mobile phase, methanol-0.2% formic acid (85:15, v/v); detection wavelength, 254 nm; flow
rate, 1.0 mL/min; column temperature, 30 °C; injection volume, 10 uL. The experiment
was repeated three times and the average value was taken.

The solubility of MET-RHE and RHE was studied using the saturation shake-flask
method [67]. Approximately 100 mg of sample and a rotor were added to a tube containing
10 mL of buffer medium (pH = 7) and then capped and stirred at 37 °C for 48 h at 200 rpm.
The precipitate was allowed to settle, and after filtration through a 0.22 um polytetrafluo-
roethylene (PTEFE) filter, the sample was analyzed for dissolved concentration by HPLC
(Agilent 1200). The liquid-phase conditions were the same as above. The experiment was
repeated thrice, and the average value was obtained. The remaining solid was dried and
characterized by PXRD.

2.12. In Vivo Hypoglycemic Activity Evaluation

Male C57BL/6 mice (7 weeks old) purchased from Vitaliver (Beijing, China) were used
in this study and placed under environmentally controlled conditions with a light/dark
cycle for 12 h at a temperature of 22 & 3 °C and a humidity of 55 & 5%. Mice were injected
intraperitoneally (i.p.) with 120 mg/kg streptozotocin (STZ, InnoChem Science & Technol-
ogy Co., Ltd., Beijing, China) after fasting for 16 h to induce diabetic models. The control
animals received an i.p. injection of an equal volume of vehicle only (citrate buffer, pH 4.5).
Seven days after the administration of STZ, the 4 h fasting blood glucose levels of mice were
measured with an ACCU-CHEK® Active glucometer (Roche, Hoffmann, Germany). Mice
with fasting glucose level over 11 mmol/L were selected as diabetic mice models. In addi-
tion to the normal control group, the diabetic mice were divided into five groups, including
the diabetic model group, MET-HCI group (100 mg/kg, 0.6 mmol/kg, M = 165.6 g/mol),
MET-RHE group (249.6 mg/kg, 0.6 mmol/kg, M = 413.4 g/mol), physical mixture of MET
and RHE group (271.6 mg/kg, 0.6 mmol/kg MET-HCI + 0.6 mmol/kg RHE), and RHE
group (171.6 mg/kg, 0.6 mmol/kg, M = 284.2 g /mol). All drug dosages were converted
to 0.6 mmol/kg. The mice from different administration groups were administered with
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drugs by gavage after 4 h of fasting. Normal control and diabetic model groups were filled
with equal doses of normal saline. Blood glucose levels were measured at 0, 1, 2, 4, 6 and 8
h after administration.

3. Results and Discussion
3.1. PXRD

As a convenient and effective characterization means for solid-state crystalline sub-
stances [69], PXRD was adopted to further identify the formation of the multicomponent
salts, such as MET, RHE, physical mixture (molar ratio of MET to RHE = 1:1), MET-RHE,
MET-RHE-H,0, MET-RHE-ethanol-H,0O, and MET-RHE-acetonitrile (Figure 2). The
characteristic diffraction peaks were observed at 20 values of 12.48°, 15.60°, 16.10°, 16.32°,
17.60°,18.10°, 19.60°, 21.50°, 22.53°, 22.96°, 23.80°, 25.24°, 25.66°, 27.00°, 27.58° and 29.66°
for MET and 9.78°, 10.74°, 17.50°, 18.04°, 19.14°, 21.76°, 27.42° and 31.50° for RHE. The
intensity and position of the characteristic diffraction peaks in the PXRD spectra of the
four multicomponent salts exhibited remarkable difference compared to MET and RHE,
as indicated by both the disappearance of old peaks and the generation of new peaks,
which were considerably different from the simple physical mixture of MET and RHE,
indicating that four new phases different from the two raw ingredients were synthesized in
the experiment [70].

Ih ‘A } I MET
J\ RHE

II‘ n I l 1' MET-RHE

MET-RHE-ethanol-H,0

MET-RHE-acetonitrile

40 50
Two-Theta (deg)

Figure 2. PXRD comparisons of MET, RHE, physical mixture, MET-RHE, MET-RHE-H,O, MET-
RHE-ethanol-H,;0, and MET-RHE-acetonitrile.

3.2. Thermal Analysis

As a sensitive thermal analysis technique, DSC can be used to analyze the formation
and purity of new phases. The DSC results for MET, RHE, and multicomponent salts
are provided in Figure 3. MET has an endothermic peak around 121 °C and a resolving
exothermic peak around 161 °C, while RHE only has an endothermic peak at 327 °C.
By contrast, a sharp endothermic peak of MET-RHE appeared at approximately 232 °C,
followed by the thermal decomposition at approximately 239°, which is obviously dif-
ferent from the melting point of MET and RHE, and no obvious endothermic peak was
observed at low temperature, indicating that MET-RHE is a new phase different from
MET and RHE and does not contain solvent. Notably, unlike MET-RHE, MET-RHE-H,O,
MET-RHE-ethanol-H,O, and MET-RHE-acetonitrile also have endothermic peaks at
about 126, 66, and 120 °C, respectively, and the endothermic peaks of MET-RHE-H,O
and MET-RHE-acetonitrile are close to that MET (121 °C). However, the PXRD pattern of
MET-RHE-H,0O and MET-RHE-acetonitrile has no characteristic peak that can prove the
remaining MET. Therefore, the endothermic peaks at low temperatures of MET-RHE-H, 0O,
MET-RHE-ethanol-H,0O, and MET-RHE-acetonitrile correspond to the presence of sol-
vents in their structures.
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RHE Onset 320.02 °C
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Figure 3. DSC profiles of MET, RHE, MET-RHE, MET-RHE-H,0, MET-RHE-ethanol-H,O, and
MET-RHE-acetonitrile.

Moreover, the thermal behavior also appears with the change of the TG profiles
of the multicomponent salts. The TGA profile of the multicomponent pharmaceutical
salt is shown in Figure S1. No mass loss was observed in the test temperature range
below the melting point of MET-RHE, indicating that no solvent molecules were present
in the lattice of MET-RHE. The solvent weight loss temperatures of the TG curves of
MET-RHE-H,;0, MET-RHE—-ethanol-H,0O, and MET-RHE-acetonitrile correspond to the
solvent endothermic peaks of their DSC curves, while the percentage of solvent weight loss
steps is quite close to the theoretical percentage (Table S1), which is consistent with the
following SXRD resolution results. This finding indicates the high purity of the prepared
powder samples.

3.3. SXRD

Three multicomponent pharmaceutical salts were obtained, including MET-RHE,
MET-RHE-ethanol-H,0O, and MET-RHE-acetonitrile, and their crystallographic data were
deposited in the Cambridge Crystallographic Data Center. The crystal data and structure
refinement parameters of the three multicomponent pharmaceutical salts are presented in
Table 1.

MET-RHE: Single-crystal X-ray diffraction reveals MET-RHE crystallized in the tri-
clinic P-1 space group. According to Figure 4A, it can be judged that a proton transfer
occurred between MET and RHE, and an asymmetric unit consists of one MET cation and
one RHE anion. MET is connected to RHE by N5-Hs4 ---O1 and Ng—Hyp::-O1 hydrogen
bonds, in addition to the presence of Os—Hs:--O4 and O3-Hj---O4 intramolecular hydrogen
bonds in RHE. Detailed hydrogen bonding information is listed in Table S2, and more
crystallographic data can be viewed at CCDC 2241616. From the a-axis perspective, two
adjacent asymmetric units form a centrosymmetric tetrameric ring through Ny—-Hya ---Op
hydrogen bonding, described as R} (12) in graph set notation (Figure 4B). The abovemen-
tioned centrosymmetric tetrameric rings are connected by N3—Hsg:--N5 hydrogen bonds
between adjacent METs to form a chain-like structure extending indefinitely along the
b-axis. The chains are connected to each other by O3-Hj3---O5 hydrogen bonds between
adjacent RHESs, forming a planar structure that extends wirelessly along the c-axis direction
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(Figure 4C). On the basis of the abovementioned planar structure, the planes are stacked
layer by layer via Np—Hja ---O; and No—Hpg---O; hydrogen bonds, the 7-- -7 stacking, and
other weak interactions, forming a three-dimensional structure, as shown in Figure 4D.

y 4
C W N /,

Figure 4. (A) An asymmetric unit of MET-RHE. (B) The tetrameric ring motif Ri(lZ). (C) The
two-dimensional structure of MET-RHE. (D) The three-dimensional structure of MET-RHE (red:
MET, green: RHE).

Table 1. Crystal data and structure refinement parameters for MET-RHE, MET-RHE-ethanol-H,O,
and MET-RHE-acetonitrile.

Parameters MET-RHE MET-RHE-Ethanol-H,O MET-RHE-Acetonitrile
Empirical formula C19H19N506 C21H27N50g C40H41N11012
Formula weight 413.39 477.47 867.84
Crystal size/mm 0.15 x 0.22 x 0.27 0.35 x 0.30 x 0.13 0.25 x 0.23 x 0.21
Description block block block
Crystal system triclinic triclinic monoclinic
Space group P-1 P-1 P21/c
a(A) 5.492 (1) 7.295 (1) 14.151 (1)
b (A) 9.856 (1) 7.619 (1) 13.658 (1)
c(A) 17.707 (1) 19.721 (3) 21.051 (2)
(%) 98.989 (3) 86.327 (8) 90
B(°) 90.299 (3) 87.895 (7) 98.372 (1)
Y (°) 96.771 (4) 87.742 (6) 90
Volume (A3) 939.9 (1) 1092.4 (2) 4025.6 (2)
z 2 2 4

F(000) 432 504 1816
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Table 1. Cont.

Parameters MET-RHE MET-RHE-Ethanol-H,O MET-RHE-Acetonitrile
Density (g-cm™2) 1.461 1.452 1.432
Reflections with 2759 3648 5645
I1>20(D)
Rindexs (I > 20T) R1=0.0926 wR2 = 0.2759 R1=0.0468 wR2 =0.1091 R1=0.0592 wR2 =0.1673
S 1.045 0.985 1.037

MET-RHE-ethanol-H,O: An asymmetric unit of MET-RHE-ethanol-H,O contains
one MET cation, one RHE anion, one ethanol molecule, and one water molecule (Figure 5A).
It is clearly seen that MET cation, RHE anion, and ethanol molecules through Ny—Hya ---O7,
N5—Hsza---O1, and O7—Hy, ---O; hydrogen bonding. RHE molecules are linked to water
molecules through Og—Hga ---Og hydrogen bonds while forming intramolecular hydrogen
bonds through O3-Hj3---O4 and Os-Hs---Og hydrogen bonds. Detailed hydrogen bonding
information is listed in Table S3, and more crystallographic data can be viewed at CCDC
2241591. Similar to the single crystal structure of MET-RHE, from the perspective of the
b-axis, the two asymmetric units of MET-RHE-ethanol-H,O form a centrosymmetric dimer
via N5-Hsp---N3 hydrogen bonds, depicted in the atlas notation as R3(8) (Figure 5B). The
dimers are linked by Np—Hjx --:Og and Np—Hjp---O1 hydrogen bonds, resulting in a chain-
like structure that extends infinitely along the a-axis. The chains are linked with each other
by the dimeric structure formed by Os-Hs---O3 hydrogen bonds between RHEs, which
subsequently forms a planar structure extending infinitely along the c-axis (Figure 5C). On
the basis of the above planar structure, the planes are stacked layer by layer through Ny—
Hya---O7 and Ny—Hyg---Oy hydrogen bonds, 7t---7 stacking, and other weak interactions to
finally form a three-dimensional structure, as shown in Figure 5D.
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Figure 5. (A) An asymmetric unit of MET-RHE-ethanol-H,O. (B) The dimeric ring motif R% (8).
(C) The two-dimensional structure of MET-RHE-ethanol-H,O. (D) The three-dimensional structure
of MET-RHE—-ethanol-H,O (red: MET, green: RHE, blue: ethanol, yellow: H,O).
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MET-RHE-acetonitrile: An asymmetric unit of MET-RHE-acetonitrile contains two
MET cations, two RHE anions, and one acetonitrile molecule. The RHEs still have intramolec-
ular hydrogen bonds in the lattice and are connected with the MET molecule through
Nop—-Hypp --Ogp and Nja-Hjaa---Osp hydrogen bond, while the acetonitrile molecule is
connected with the MET molecule through Njy—Hyap---Nsa hydrogen bond (Figure 6A).
Detailed hydrogen bonding information is listed in Table S4, and more crystallographic
data can be viewed at CCDC 2241615. By analyzing the bonding mode of single crystals,
we were surprised to find that the single crystal structure of MET-RHE-acetonitrile is
obviously different from that of MET-RHE and MET-RHE-ethanol-H,O. In the structure
of MET-RHE-acetonitrile, two MET cations and two RHE anions are linked by Njg—
Hjpa-+Ogp, Nip—H1pp:--Osp, Nip—Hipa --Osa, N1a—Hiap -Oga, Noa-Hoap --Osa, and
bNiao-Hiaa - --Osp hydrogen bonds to form a tetrameric ring (Figure 6B). The tetrameric
rings are connected by N4B_H4BA e -O5A, N4B_H4BB e 'le, and N4A_H4AB . 'le hydI'O-
gen bonds to form a chain-like structure extending infinitely along the c-axis (Figure 6C).
The chains are further linked by O3p—H3a---O1p and Osg—H3p---O14 hydrogen bonds
and extend infinitely along the a-axis (Figure 6D). Finally, the layers are connected by
Nya—Hpaa --Osp and Npyg—Hjpp:-Ogp hydrogen bonds, -7 stacking, and other weak
interactions to form a three-dimensional structure, as shown in Figure 6E, which is not a
simple sandwich layer array.

Figure 6. (A) An asymmetric unit of MET-RHE-acetonitrile. (B) The tetrameric ring motif Rﬁ(ZO).
(C) A one-dimensional chain along the b-axis. (D) The two-dimensional structure of MET-RHE-
acetonitrile. (E) The three-dimensional structure of MET-RHE-acetonitrile.
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3.4. Theoretical Computation
3.4.1. The Interaction Energies and Lattice Energy Analysis

MET and RHE molecules were interacted in different H-bond motif in the salts. The
interaction energy was analyzed by theoretical calculation, and the interaction energies
in different types are listed in Table 2. Among these motifs, the R3(8) H-bond motif
was found only in MET-RHE-acetonitrile salt, and its interaction energy was strongest
(—96.79 kcal /mol), which led to its higher lattice energy.

Table 2. The interaction energies in different types: MET-RHE, MET-RHE-ethanol-H,O, and
MET-RHE-acetonitrile.

Interaction Style Interaction Energy (kcal/mol)

MET-RHE ! —76.54
MET-RHE 2 —83.27
MET-RHE 3 —90.19
MET-RHE-ethanol-H ,0O ! —79.34
MET-RHE-ethanol-H ,O 2 —79.68
MET-RHE-acetonitrile ! —96.79
MET-RHE-acetonitrile 2 —77.85
MET-RHE-acetonitrile 3 —73.52

Note: The superscripts in the table represent the different types of interaction energies in multicomponent salts.

The acetonitrile molecule in MET-RHE-acetonitrile has no classical hydrogen bond
interaction with other molecules, but its desolvation peak temperature in the DSC curve
is higher than that of MET-RHE—ethanol-H,O, which is speculated to be caused by its
higher lattice energy. In this paper, Crystal Explorer software is used to calculate the lattice
energy of the two complexes. Although this method is not suitable for salt systems, only
qualitative comparison is made, and the calculation results of this case are still able to
illustrate the problem. The parameter of radius of 20 A was selected to calculate the lattice
energy with the default setting. The lattice energy was —101.02 and —530.04 kcal/mol for
MET-RHE-ethanol-H,O and MET-RHE-acetonitrile, respectively. This result reasonably
supports our previous speculation.

3.4.2. The Molecular Planarity Analysis

The RHE dimer structures existed in all these salts, but, interestingly, slight differences
in the planarity of the dimers were observed, which influenced the strength of the inter-
action of RHE molecules in the dimers. The planarity of the dimer was characterized by
molecular planarity parameter (MPP) and span of deviation from plane (SDP) parameters,
and the results are listed in Table 3. MPP reflects the overall planarity of the area under
consideration, while SDP measures the maximum deviation from the fitted plane in the
area under consideration, that is, the maximum span perpendicular to the fitted plane. The
results show that the order of MPP values was consistent with the interaction energies of
the corresponding H-bond motifs, that is, the MET-RHE- acetonitrile dimer with the best
planarity has the strongest interaction, and the MET-RHE- ethanol-H,O interaction has
the lowest interaction energy. However, the order of MPP values was inconsistent with the
hydrogen bond length, so the effect of molecular planarity is greater than that of hydrogen
bond length for the strength of interactions.

Table 3. The molecular planarity analysis results.

Salt MPP SDP Interaction Energy H-Bond Distance

(kcal/mol) (A)
MET-RHE 0.1642 1.1686 —4.68 2.96
MET-RHE-ethanol-H,0  0.1938 1.1437 —4.43 2.88

MET-RHE-acetonitrile 0.1250 0.6812 —5.23 2.85
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MET-RHE

MET-RHE-H,0

3.5. Crystal Form Transformation Analysis

The presence of solvent molecules in the cocrystal can lead to the presence of addi-
tional chemical entities in the drug substance during the development process. In the
present study, the temperature required for solvent removal was determined by DSC, and
the direction of the crystal transformation process was determined based on the PXRD
pattern. According to the DSC curve of MET-RHE-H,0O, MET-RHE-ethanol-H,O, and
MET-RHE-acetonitrile (Figure 3), temperatures of 170 °C, 110 °C and 140 °C were selected
as the desolvation temperatures. Specifically, a high-temperature desolvation method was
used, wherein the samples were placed in the oven at the corresponding temperature for
1.5 h. Then, the samples were taken for solvent removal verification by DSC, and the DSC
results (Figure 7A) proved that the solvent in the multicomponent salts was completely
removed. On this basis, PXRD characterization of the desolvated samples showed that all
of the above multicomponent salts were converted to MET-RHE salts by high-temperature
desolvation without transforming into new crystalline forms (Figure 7B). Therefore, only
the follow-up evaluation of medicinal property in vitro and the study of hypoglycemic
activity in vivo for MET-RHE were carried out.

‘ MET-RHE-ethanol-H,0  MET-RHE-acetonitrile

fiosC

170 °C ) ; \ 140 °C
{ desolvation \

Peak 238.62 °C

MET-RHE-ethanol-H,O after heating at 110 °C for l\|l

MET-RHE

Peak 232.43 °C

MET-RHE-H,O after he g at 170 (

~h/ u.,x,,_;“,u W M A A A —

Peak 240.41 °C
Peak 233.91 °C
MET-RHE-ethanol-H,O after heating at 110 °C for 1.5 h
MET-RHE-acetonitrile after heating at 140 °C for 1.5 h
Peak 239.51 °(
'\\ 3

MET-RHE-acetonitrile after heating at 140 °C for 1.5 h

40 50
Two-Theta (deg)

Figure 7. (A) Comparison of DSC profiles after desolvation. (B) Comparison of PXRD profiles
after desolvation.

3.6. Stability Study

The stability of MET (A), MET-HCl (B), RHE (C), and MET-RHE (D) was evaluated
in high-temperature, high-humidity, and illuminated environments by weighing 50 mg
samples for PXRD characterization on days 0, 5 and 10, respectively (Figure 8). During the
stability investigation experiments, the stability results of MET were not satisfactory, as
evidenced by the significant changes in the PXRD patterns of MET samples after 10 days in
a high-temperature and illuminated environment (Figure 8A). In addition, MET adsorbed
water from the environment in a solution state in only 5 days under high humidity because
of its hygroscopicity. In compared with MET, the stability of MET-HCl was significantly
improved (Figure 8B), and it could remain stable in a high-temperature, high-humidity;,
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and illuminated environment within 5 days. Especially, almost no change was observed
in the PXRD pattern under high humidity within 10 days, indicating that MET-HCl can
basically maintain stability under high humidity. However, the characteristic peaks at 20
of 49.48° in the PXRD changed under the high-temperature and illuminated environment
for 10 days, indicating that MET-HCI could not remain stable for a long time in the
high-temperature and illuminated environment. Considering the good stability of RHE,
its PXRD patterns of RHE did not change significantly under a high-temperature, high-
humidity, and illuminated environment for 10 days. Similarly, the PXRD patterns of
MET-RHE did not change significantly within 10 days in the high-temperature, high-
humidity, and illuminated environment, confirming that the stability of MET was also
improved significantly by forming salt with RHE, and the effect was even better than that
of MET-HCL
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Figure 8. PXRD comparisons of stability study.

3.7. Hygroscopicity Study

Optimizing the hygroscopicity of MET is the main improvement target in the salifi-
cation strategy of MET [28]. Therefore, the hygroscopicity of MET and MET-RHE need
to be examined and compared, and the commercially available forms of MET, metformin
hydrochloride (MET-HCl), and RHE need to be included. The DVS results of the above
four samples are shown in Figure 9 and Table S5. In compared with MET-RHE, RHE, and
MET-HCI, MET has serious hygroscopicity, wherein MET begins to absorb moisture rapidly
with the increase in relative humidity. When the relative humidity reached 95%, the weight
increase of MET sample reached 49.41%. Considering the extremely high hygroscopicity of
MET, the MET samples did not reach equilibrium at 95% RH, even though the equilibration
time was adjusted upward to 120 min. Hence, the MET samples continued to absorb
moisture and gain weight with the decrease in RH. Satisfactory results were obtained when
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the MET-RHE sample gained only 2.66% in weight under up to 95% relative humidity,
which is slightly higher than the MET-HCl and RHE sample but significantly lower than
the MET sample based on the graph. This finding indicates that the salification of MET with
RHE greatly optimized the hygroscopicity problem of MET, even to a level that is almost
comparable to that of the commercially available form of MET (MET-HCI). After complet-
ing the DVS experiment, the samples were returned for PXRD characterization. The PXRD
patterns of MET-RHE, RHE, and MET-HCI samples (Figure S2) showed little change before
and after the DVS experiment, while the PXRD patterns of the MET sample obviously
changed. This finding was obtained possibly because the MET still had a 9.66% weight gain
after the end of the desorption cycle. From the structural point of view, in the MET-RHE
crystal structure, the hydrophilic MET cations are sandwiched between hydrophobic RHE
anions, forming a sandwich structure, as shown in Figure 10. Considering the above special
three-dimensional structure, MET-RHE reduced the contact and interaction between MET
and water molecules via physical isolation, thus greatly optimizing the hygroscopicity
of MET.

70 5
—=— MET

60 —&— MET—RHE
—A— RHE

—v— MET-HCI
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o
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Figure 9. DVS comparisons of MET, RHE, MET-RHE and MET-HCL
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Figure 10. A three-dimensional (3D) structure of MET-RHE (red: MET, green: RHE).
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3.8. Powder Dissolution and Solubility In Vitro

Considering that water solubility is one of the important factors affecting drug ab-
sorption and bioavailability [71,72], the dissolution and solubility of MET-RHE need to be
evaluated. Based on the analysis and comparing the dissolution curves of RHE and MET-
RHE in Figure 11A, the dissolution rate of MET-RHE (7.09 ug/mL-min~!) is much higher
than that of RHE (0.48 ug/ mL-min~!) based on the comparison of the slope of the first 5
min of the dissolution experiment. Satisfactorily, the in vitro solubility test (Figure 11B)
showed that the equilibrium solubility of MET-RHE (8.35 mg/mL) was improved by
nearly 93 times compared with RHE (0.09 mg/mL), which was very surprising, providing
scientific support for improving the in vivo bioavailability of RHE. As a supplement, the
characteristic peaks of the PXRD patterns (Figure S3) of MET-RHE and RHE before and
after the solubility test were almost unchanged, confirming that no other new phases such
as hydrate were generated during the solubility test. This finding demonstrates the reliabil-
ity of the sample solubility results. The ability of MET-RHE to exhibit superior solubility
compared with RHE may be related to the change of crystal structure after salification
of RHE and MET. The insolubility of RHE may be related to its stable dimer structure,
whereas in the three-dimensional structure of MET-RHE (Figure 10), MET is alternately
arranged with RHE. Moreover, when MET-RHE came into contact with water molecules,
MET with higher solubility dissolved in water first, and the remaining RHE molecules had
difficulty supporting the original three-dimensional structure. This process may lead to
disintegration and collapse of the original structure, thus dissolving in water. Therefore, the
solubility of poorly soluble drugs can be improved via salification strategy [73,74], which
can effectively optimize the level of drug absorption and improve bioavailability.
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Figure 11. (A) Powder dissolution of RHE and MET-RHE. (B) Solubility comparisons of RHE and
MET-RHE.

3.9. In Vivo Hypoglycemic Activity Evaluation

Based on the excellent physicochemical properties of MET-RHE in vitro, its hypo-
glycemic activity in mice was evaluated. As shown in Figure 12, the blood glucose levels in
the MET-RHE group remained lower than those in the MET-HCI group for 8 h, indicating
that MET and RHE enhanced hypoglycemic activity by achieving a drug combination
through salification strategy. Based on the comparison of the blood glucose level within
8 h between the MET-RHE group and the physical mixture group, the physical mixture
had a faster hypoglycemic rate before 4 h, while the MET-RHE group showed better
hypoglycemic activity after 4 h. Therefore, the inconsistent release problem caused by the
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pharmacokinetic mismatch between MET and RHE may be alleviated by salt formation,
which slowed down the initial period of MET rapid release, helped in reducing the stimula-
tion of MET to the gastrointestinal tract, and prolonged the half-life of MET. In addition,
after 6 h, the blood glucose level in the MET-RHE group ceased to decrease, while the RHE
group still maintained a decreasing trend. Therefore, RHE has good hypoglycemic activity
and has a longer half-life than MET. Notably, compared with the improvement of in vitro
dissolution, the hypoglycemic activity of MET-RHE in mice did not show satisfactory
optimization results, possibly because MET-RHE is a multicomponent salt with strong base
and weak acid. Moreover, the strong acid environment will destroy the structure of the
multicomponent salt, resulting in malabsorption. After oral administration, MET-RHE was
destroyed by the strong acid environment in gastric juice, thus resulting in the circulating
dose in mice [75]. In conclusion, through the optimization of combined medication, the
excellent physicochemical properties in vitro are expected to translate into satisfactory
pharmacological properties in vivo.
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Figure 12. Blood glucose levels were measured at 0, 1, 2, 4, 6 and 8 h after administration. Values
shown are the mean + SEM. n = 3-5. ## p < 0.01 and ## p < 0.001 vs. control group. * p < 0.05,
**p <0.01, and *** p < 0.001 vs. model group.

4. Conclusions

Optimizing the physicochemical properties of drugs, improving their bioavailability,
and enhancing efficacy are some of the important topics for pharmaceutical researchers. The
important contribution of this paper is the design and preparation of four multicomponent
pharmaceutical salts via salification. SXRD and other methods were used to characterize
structures of the salts, and the solvent removal experiment of multicomponent salt sol-
vates was completed under PXRD monitoring. In vitro stability and solubility experiments
showed that the solubility of RHE was improved by about 93 times, while the stability of
MET was optimized, indicating the complementary advantages of multicomponent phar-
maceutical salts. The hypoglycemic activity of MET-RHE in mice showed that MET-RHE
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exhibited a certain hypoglycemic advantage compared with MET-HCI and the physical
mixture of raw ingredients. In addition, given that both MET and RHE exhibit some
activity in alleviating diabetic nephropathy, the above studies provide a new approach
to the development of new agents for the combined treatment of diabetes and diabetic
complications to some extent.

Supplementary Materials: The following are available online at https:/ /www.mdpi.com/article/
10.3390/pharmaceutics15041196/s1, Figure S1. TG profiles of MET-RHE, MET-RHE-H,0, MET-
RHE-ethanol-H,O, MET-RHE-acetonitrile; Figure S2. The PXRD patterns of samples after DVS
experiments; Figure S3. The PXRD patterns of samples after solubility tests; Table S1. Weight loss
steps of solvents in the TG curves of A, B and C compared with theoretical weight loss percentage;
Table S2. Detailed hydrogen bonding information of MET-RHE; Table S3. Detailed hydrogen
bonding information of MET-RHE-ethanol-H,O; Table 54. Detailed hydrogen bonding information
of MET-RHE-acetonitrile; Table S5. The DVS data of MET, MET-HCIl, MET-RHE.

Author Contributions: Conceptualization, D.Y., Y.L. and G.D.; data curation, M.Y., M.L., Q.A. and
W.W.; methodology, M.Y.,, Q.A,, M.L.,, WW,, ].Z. and B.Z,; software, D.Y., B.Z.,, M.L. and M.Y,;
validation, M.Y,, M.L. and Q.A.; formal analysis, M.Y., S.Y. and L.Z.; investigation, D.Y,, M.Y,, S.Y., X.Y.
and L.Z.; resources, D.Y,, Y.L. and G.D.; writing—original draft preparation, M.Y.; writing—review
and editing, D.Y,, X.Y., Y.L. and G.D,; visualization, L.Z., B.Z., X.Y. and ]J.Z.; supervision, D.Y., Y.L.
and G.D,; project administration D.Y., Y.L. and G.D.; funding acquisition, D.Y. All authors have read
and agreed to the published version of the manuscript.

Funding: This research was funded by National Science Foundation of China (grant number:
22278443), by CAMS Innovation Fund for Medical Sciences (No. 2022-12M-1-015, No. 2022-12M-]B-
010), and by the Key R&D Program of Shan Dong Province (grant number 2021ZDSYS26).

Institutional Review Board Statement: The mice (C57BL/6N, SPF) used for the in vivo experiments
were purchased from Beijing Vital River Laboratory Animal Technology Co., Ltd. (Beijing, China),
certificate No.: SCXK (Beijing) 2021-0006. The experimental protocols were conducted in accordance
with institutional guidelines for the care and use of laboratory animals at the Institute of Materia
Medica, Chinese Academy of Medical Science and Peking Union Medical College and at the National
Institutes of Health Guide for Care and Use of Laboratory Animals (publication no. 85-23, revised
1985). Animal Care and Use Committee of the Institute of Materia Medica, Chinese Academy of
Medical Sciences (No. 00005191).

Informed Consent Statement: Not applicable.

Data Availability Statement: All experimental data required to reproduce the findings from this
study will be made available to interested investigators.

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

References

1.  Carracher, A.M.; Marathe, PH.; Close, K.L. International Diabetes Federation 2017. J. Diabetes 2018, 10, 353-356. [CrossRef]
[PubMed]

2. Bell, D.S.H. Combine and Conquer: Advantages and Disadvantages of Fixed-Dose Combination. Diabetes Obes. Metab. 2013, 15,
291-300. [CrossRef] [PubMed]

3. Webster, R. Fixed-Dose Combination Medications for Non-Communicable Diseases. Heart 2019, 105, 176-177. [CrossRef]
[PubMed]

4. Simon, F. The Trouble with Making Combination Drugs. Nat. Rev. Drug Discov. 2006, 5, 881-882. [CrossRef]

5. Wang, J.R; Yu, Q.; Dai, W.; Mei, X. Drug-Drug Co-Crystallization Presents a New Opportunity for the Development of Stable
Vitamins. Chem. Commun. 2016, 52, 3572-3575. [CrossRef]

6.  Putra, O.D.; Furuishi, T.; Yonemochi, E.; Terada, K.; Uekusa, H. Drug-Drug Multicomponent Crystals as an Effective Technique to
Overcome Weaknesses in Parent Drugs. Cryst. Growth Des. 2016, 16, 3577-3581. [CrossRef]

7. Putra, O.D.; Yoshida, T.; Umeda, D.; Higashi, K.; Uekusa, H.; Yonemochi, E. Crystal Structure Determination of Dimenhydrinate
After More Than 60 Years: Solving Salt-Cocrystal Ambiguity Via Solid-State Characterizations and Solubility Study. Cryst. Growth
Des. 2016, 16, 5223-5229. [CrossRef]

8.  Peng, B.; Wang, ] R.; Mei, X. Triamterene-Furosemide Salt: Structural Aspects and Physicochemical Evaluation. Acta Crystallogr.

Sect. B Struct. Sci. Cryst. Eng. Mater. 2018, 74, 738-741. [CrossRef]


https://www.mdpi.com/article/10.3390/pharmaceutics15041196/s1
https://www.mdpi.com/article/10.3390/pharmaceutics15041196/s1
http://doi.org/10.1111/1753-0407.12644
http://www.ncbi.nlm.nih.gov/pubmed/29345068
http://doi.org/10.1111/dom.12015
http://www.ncbi.nlm.nih.gov/pubmed/23013323
http://doi.org/10.1136/heartjnl-2018-313859
http://www.ncbi.nlm.nih.gov/pubmed/30181197
http://doi.org/10.1038/nrd2188
http://doi.org/10.1039/C5CC10297A
http://doi.org/10.1021/acs.cgd.6b00639
http://doi.org/10.1021/acs.cgd.6b00771
http://doi.org/10.1107/S2052520618013185

Pharmaceutics 2023, 15, 1196 18 of 20

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

Cheney, M.L.; Weyna, D.R,; Shan, N.; Hanna, M.; Wojtas, L.; Zaworotko, M.]. Coformer Selection in Pharmaceutical Cocrystal
Development: A Case Study of a Meloxicam Aspirin Cocrystal That Exhibits Enhanced Solubility and Pharmacokinetics. J. Pharm.
Sci. 2011, 100, 2172-2181.

Aitipamula, S.; Chow, P.S.; Tan, R.B.H. Trimorphs of a Pharmaceutical Cocrystal Involving Two Active Pharmaceutical Ingredients:
Potential Relevance to Combination Drugs. CrystEngComm 2009, 11, 1823-1827. [CrossRef]

Wang, C.; Hu, S.; Sun, C.C. Expedited Development of a High Dose Orally Disintegrating Metformin Tablet Enabled by Sweet
Salt Formation with Acesulfame. Int. J. Pharm. 2017, 532, 435-443. [CrossRef] [PubMed]

Inzucchi, S.E.; Bergenstal, R.M.; Buse, J.B.; Diamant, M.; Ferrannini, E.; Nauck, M.; Peters, A.L.; Tsapas, A.; Wender, R,;
Matthews, D.R. Management of Hyperglycemia in Type 2 Diabetes, 2015: A Patient-Centered Approach: Update to a Position
Statement of the American Diabetes Association and the European Association for the Study of Diabetes. Diabetes Care 2015, 38,
140-149. [CrossRef] [PubMed]

Cornell, S. Comparison of the Diabetes Guidelines from the ADA/EASD and the AACE/ACE. |. Am. Pharm. Assoc. 2017, 57,
261-265. [CrossRef] [PubMed]

Voltan, R.; Rimondi, E.; Melloni, E.; Gilli, P; Bertolasi, V.; Casciano, F; Rigolin, G.M.; Zauli, G.; Secchiero, P. Metformin Combined
with Sodium Dichloroacetate Promotes B Leukemic Cell Death by Suppressing Anti-Apoptotic Protein Mcl-1. Oncotarget 2016, 7,
18965-18977. [CrossRef] [PubMed]

Morales, D.R.; Morris, A.D. Metformin in Cancer Treatment and Prevention. Annu. Rev. Med. 2015, 66, 17-29. [CrossRef]

He, H,; Ke, R,; Lin, H; Ying, Y,; Liu, D.; Luo, Z. Metformin, an Old Drug, Brings a New Era to Cancer Therapy. Cancer J. 2015, 21,
70-74. [CrossRef]

Bulterijs, S. Metformin as a Geroprotector. Rejuvenation Res. 2011, 14, 469-482. [CrossRef]

Hofman, A.; Ott, A; Breteler, M.M.B.; Bots, M.L.; Slooter, A.].C.; van Harskamp, F; van Duijn, C.N.; Van Broeckhoven, C,;
Grobbee, D.E. Atherosclerosis, Apolipoprotein E, and Prevalence of Dementia and Alzheimer’s Disease in the Rotterdam Study.
Lancet 1997, 349, 151-154. [CrossRef]

Wang, J.; Gallagher, D.; DeVito, L.M.; Cancino, G.I; Tsui, D.; He, L.; Keller, G.M.; Frankland, PW.; Kaplan, D.R.; Miller, ED.
Metformin Activates an Atypical PKC-CBP Pathway to Promote Neurogenesis and Enhance Spatial Memory Formation. Cell
Stem Cell 2012, 11, 23-35. [CrossRef]

Calvert, ].W.; Gundewar, S.; Jha, S.; Greer, ].J.M.; Bestermann, W.H.; Tian, R.; Lefer, D.J. Acute Metformin Therapy Confers
Cardioprotection Against Myocardial Infarction Via AMPK-Enos-Mediated Signaling. Diabetes 2008, 57, 696-705. [CrossRef]
Johnson, N. Metformin Is a Reasonable First-Line Treatment Option for Non-Obese Women with Infertility Related to Anovulatory
Polycystic Ovary Syndrome—A Meta-Analysis of Randomised Trials. Aust. N. Z. ]. Obstet. Gynaecol. 2011, 51, 125-129. [CrossRef]
Smieszek, A.; Basinska, K.; Chrzastek, K.; Marycz, K. In Vitro and In Vivo Effects of Metformin on Osteopontin Expression in
Mice Adipose-Derived Multipotent Stromal Cells and Adipose Tissue. J. Diabetes Res. 2015, 2015, 814896. [CrossRef] [PubMed]
Anedda, A ; Rial, E.; Gonzalez-Barroso, M.M. Metformin Induces Oxidative Stress in White Adipocytes and Raises Uncoupling
Protein 2 Levels. J. Endocrinol. 2008, 199, 33—40. [CrossRef] [PubMed]

Takiyama, Y.; Harumi, T.; Watanabe, J.; Fujita, Y.; Honjo, J.; Shimizu, N.; Makino, Y.; Haneda, M. Tubular Injury in a Rat Model of
Type 2 Diabetes is Prevented by Metformin: A Possible Role Of HIF-1alpha Expression and Oxygen Metabolism. Diabetes 2011,
60, 981-992. [CrossRef] [PubMed]

Ishibashi, Y.; Matsui, T.; Takeuchi, M.; Yamagishi, S. Metformin Inhibits Advanced Glycation End Products (Ages)-Induced Renal
Tubular Cell Injury by Suppressing Reactive Oxygen Species Generation via Reducing Receptor for Ages (RAGE) Expression.
Horm. Metab. Res. 2012, 44, 891-895. [CrossRef]

Zhai, L.; Gu, J,; Yang, D.; Hu, W.; Wang, W.; Ye, S. Metformin Ameliorates Podocyte Damage by Restoring Renal Tissue Nephrin
Expression in Type 2 Diabetic Rats. |. Diabetes 2017, 9, 510-517. [CrossRef]

Maniar, K.; Moideen, A.; Mittal, A.; Patil, A.; Chakrabarti, A.; Banerjee, D. A Story of Metformin-Butyrate Synergism to Control
Various Pathological Conditions as a Consequence of gut Microbiome Modification: Genesis of a Wonder Drug? Pharmacol. Res.
2017, 117,103-128. [CrossRef]

Jakobsen, D.F; Frokjaer, S.; Larsen, C.; Niemann, H.; Buur, A. Application of Isothermal Microcalorimetry in Preformulation. 1.
Hygroscopicity of Drug Substances. Int. |. Pharm. 1997, 156, 67-77. [CrossRef]

Childs, S.L.; Chyall, L.J.; Dunlap, ].T.; Coates, D.A.; Stahly, B.C.; Stahly, G.P. A Metastable Polymorph of Metformin Hydrochloride:
Isolation and Characterization Using Capillary Crystallization and Thermal Microscopy Techniques. Cryst. Growth Des. 2004, 4,
441-449. [CrossRef]

Dujic, T.; Causevic, A.; Bego, T.; Malenica, M.; Velija-Asimi, Z.; Pearson, E.R.; Semiz, S. Organic Cation Transporter 1 Variants and
Gastrointestinal Side Effects of Metformin in Patients with Type 2 Diabetes. Diabet. Med. 2016, 33, 511-514. [CrossRef]

Bhatt, J.A.; Bahl, D.; Morris, K.; Stevens, L.L.; Haware, R.V. Structure-Mechanics and Improved Tableting Performance of the
Drug-Drug Cocrystal Metformin: Salicylic Acid. Eur. J. Pharm. Biopharm. 2020, 153, 23-35. [CrossRef] [PubMed]

Bian, X,; Jiang, L.; Gan, Z.; Guan, X.; Zhang, L.; Cai, L.; Hu, X. A Glimepiride-Metformin Multidrug Crystal: Synthesis, Crystal
Structure Analysis, and Physicochemical Properties. Molecules 2019, 24, 3786. [CrossRef] [PubMed]

Bian, X; Jiang, L.; Zhou, J.; Guan, X.; Wang, ].; Xiang, P; Pan, J.; Hu, X. Improving Dissolution and Cytotoxicity by Forming
Multidrug Crystals. Molecules 2020, 25, 1343. [CrossRef] [PubMed]


http://doi.org/10.1039/B904616J
http://doi.org/10.1016/j.ijpharm.2017.08.100
http://www.ncbi.nlm.nih.gov/pubmed/28844896
http://doi.org/10.2337/dc14-2441
http://www.ncbi.nlm.nih.gov/pubmed/25538310
http://doi.org/10.1016/j.japh.2016.11.005
http://www.ncbi.nlm.nih.gov/pubmed/28065547
http://doi.org/10.18632/oncotarget.7879
http://www.ncbi.nlm.nih.gov/pubmed/26959881
http://doi.org/10.1146/annurev-med-062613-093128
http://doi.org/10.1097/PPO.0000000000000103
http://doi.org/10.1089/rej.2011.1153
http://doi.org/10.1016/S0140-6736(96)09328-2
http://doi.org/10.1016/j.stem.2012.03.016
http://doi.org/10.2337/db07-1098
http://doi.org/10.1111/j.1479-828X.2010.01274.x
http://doi.org/10.1155/2015/814896
http://www.ncbi.nlm.nih.gov/pubmed/26064989
http://doi.org/10.1677/JOE-08-0278
http://www.ncbi.nlm.nih.gov/pubmed/18687824
http://doi.org/10.2337/db10-0655
http://www.ncbi.nlm.nih.gov/pubmed/21282369
http://doi.org/10.1055/s-0032-1321878
http://doi.org/10.1111/1753-0407.12437
http://doi.org/10.1016/j.phrs.2016.12.003
http://doi.org/10.1016/S0378-5173(97)00182-8
http://doi.org/10.1021/cg034243p
http://doi.org/10.1111/dme.13040
http://doi.org/10.1016/j.ejpb.2020.05.031
http://www.ncbi.nlm.nih.gov/pubmed/32504797
http://doi.org/10.3390/molecules24203786
http://www.ncbi.nlm.nih.gov/pubmed/31640214
http://doi.org/10.3390/molecules25061343
http://www.ncbi.nlm.nih.gov/pubmed/32188020

Pharmaceutics 2023, 15, 1196 19 of 20

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

Chong-Canto, S.; Garcia-Baez, E.V.; Martinez-Martinez, EJ.; Ramos-Organillo, A.A.; Padilla-Martinez, I.I. Mechanochemical
Synthesis and Structure of the Tetrahydrate and Mesoporous Anhydrous Metforminium(2+)-N,N’-1,4-Phenylenedioxalamic Acid
(1:2) Salt: The Role of Hydrogen Bonding and n—>pi * Charge Assisted Interactions. Pharmaceutics 2020, 12, 998. [CrossRef]
Diniz, L.F; Carvalho, PS.; Gongalves, J.E.; Diniz, R.; Fernandes, C. Solid-State Landscape and Biopharmaceutical Implications of
Novel Metformin-Based Salts. New J. Chem. 2022, 46, 13725-13737. [CrossRef]

Feng, W.Q.; Wang, L.Y.; Gao, J.; Zhao, M.Y,; Li, Y.T.; Wu, Z.Y.; Yan, C.W. Solid State and Solubility Study of a Potential Anticancer
Drug-Drug Molecular Salt of Diclofenac and Metformin. J. Mol. Struct. 2021, 1234, 130166. [CrossRef]

Ghasemi, F.; Ghasemi, K.; Rezvani, A.R.; Shokrollahi, A.; Refahi, M.; Garcia-Granda, S.; Mendoza-Merono, R. A Novel Salt of
Antidiabetic Drug Metformin Resulting from a Proton Transfer Reaction: Synthesis, Characterization, Crystal Structure and
Solution Studies. . Mol. Struct. 2017, 1131, 30-35. [CrossRef]

Jia, L.; Wu, S.; Gong, J. A Tolbutamide-Metformin Salt Based on Antidiabetic Drug Combinations: Synthesis, Crystal Structure
Analysis and Pharmaceutical Properties. Acta Crystallogr. C. Struct. Chem. 2019, 75, 1250-1258. [CrossRef]

Manjunatha, N.K.; Mahesha; Gayathri, B.H.; Lokanath, N.K.; Swamy, M.T.; Chandra Nayaka, S.; Siddaraju, B.P.; Ragini, N.;
Al-Ghorbani, M.; Kannika, B.R; et al. A Solid State Analysis of Metformin Picrate Salt. Chem. Data Collect. 2020, 30, 100577.
[CrossRef]

Nanubolu, ].B.; Sridhar, B.; Ravikumar, K.; Sawant, K.D.; Naik, T.A.; Patkar, L.N.; Cherukuvada, S.; Sreedhar, B. Polymorphism in
Metformin Embonate Salt-Recurrence of Dimeric and Tetrameric Guanidinium-Carboxylate Synthons. CrystEngComm 2013, 15,
4448-4464. [CrossRef]

Pérez-Fernandez, R.; Fresno, N.; Goya, P; Elguero, J.; Menéndez-Taboada, L.; Garcia-Granda, S.; Marco, C. Structure and
Thermodynamical Properties of Metformin Salicylate. Cryst. Growth Des. 2013, 13, 1780-1785. [CrossRef]

Sun, J; Jia, L.; Wang, M,; Liu, Y; Li, M.; Han, D.; Gong, J. Novel Drug-Drug Multicomponent Crystals of Epalrestat-Metformin:
Improved Solubility and Photostability of Epalrestat and Reduced Hygroscopicity of Metformin. Cryst. Growth Des. 2022, 22,
1005-1016. [CrossRef]

Rokaya, M.B.; Marsik, P.; Miinzbergova, Z. Active Constituents in Rheum Acuminatum and Rheum Australe (Polygonaceae)
Roots: A Variation between Cultivated and Naturally Growing Plants. Biochem. Syst. Ecol. 2012, 41, 83-90. [CrossRef]

Jang, S.J.; Kuk, Y.I. Effects of Different Fractions of Rheum Palmatum Root Extract and Anthraquinone Compounds on Fungicidal,
Insecticidal, and Herbicidal Activities. J. Plant Dis. Prot. 2018, 125, 451-460. [CrossRef]

Zhang, Y; Fan, S.; Hu, N.; Gu, M,; Chu, C.; Li, Y.; Lu, X.; Huang, C. Rhein Reduces Fat Weight in Db/Db Mouse and Prevents
Diet-Induced Obesity in C57Bl/6 Mouse Through the Inhibition of Ppary Signaling. PPAR Res. 2012, 2012, 374936.

Lin, Y.J.; Zhen, Y.Z.; Wei, ].B.; Wei, J.; Dai, J.; Gao, J.L.; Li, K.J.; Hu, G. Rhein Lysinate Protects Renal Function in Diabetic
Nephropathy of KK/HIj Mice. Exp. Ther. Med. 2017, 14, 5801-5808. [CrossRef] [PubMed]

Tan, M.X.; Wang, Z.F.; Qin, Q.P; Zou, B.Q.; Liang, H. Complexes of Oxoplatin with Rhein and Ferulic Acid Ligands as Platinum(Iv)
Prodrugs with High Anti-Tumor Activity. Dalton Trans. 2020, 49, 1613-1619.

Wang, H.; Yang, D.; Li, L.; Yang, S.; Du, G.; Lu, Y. Anti-Inflammatory Effects and Mechanisms of Rhein, an Anthraquinone
Compound, and Its Applications in Treating Arthritis: A Review. Nat. Prod. Bioprospect. 2020, 10, 445-452. [CrossRef]

Cong, X.D.; Ding, M.].; Dai, D.Z.; Wu, Y.; Zhang, Y.; Dai, Y. ER stress, p66shc, and p-Akt/Akt mediate Adjuvant-Induced
Inflammation, which Is Blunted by Argirein, a Supermolecule and Rhein in Rats. Inflammation 2012, 35, 1031-1040. [CrossRef]
Azelmat, J.; Larente, ].E.; Grenier, D. The Anthraquinone Rhein Exhibits Synergistic Antibacterial Activity in Association with
Metronidazole or Natural Compounds and Attenuates Virulence Gene Expression in Porphyromonas Gingivalis. Arch. Oral Biol.
2015, 60, 342-346. [CrossRef]

Lea-Banks, H.; Wu, SK.; Lee, H.; Hynynen, K. Ultrasound-Triggered Oxygen-Loaded Nanodroplets Enhance and Monitor
Cerebral Damage from Sonodynamic Therapy. Nanotheranostics 2022, 6, 376-387. [CrossRef] [PubMed]

Ni, X.; Xu, Z.; Wang, J.; Zheng, S.; Cai, Y. C-Peptide and Islet Transplantation Improve Glomerular Filtration Barrier in Diabetic
Nephropathy Rats. Transpl. Immunol. 2020, 62, 101322. [CrossRef] [PubMed]

Liu, J.; Chen, Z.; Zhang, Y.; Zhang, M.; Zhu, X.; Fan, Y.; Shi, S.; Zen, K.; Liu, Z. Rhein Protects Pancreatic Beta-Cells from Dynamin-
Related Protein-1-Mediated Mitochondrial Fission and Cell Apoptosis Under Hyperglycemia. Diabetes 2013, 62, 3927-3935.
[CrossRef] [PubMed]

Navarro-Gonzalez, ].F; Mora-Fernandez, C.; Muros de Fuentes, M.; Garcia-Perez, J. Inflammatory Molecules and Pathways in the
Pathogenesis of Diabetic Nephropathy. Nat. Rev. Nephrol. 2011, 7, 327-340. [CrossRef] [PubMed]

Rao, V,; Rao, L.V,; Tan, S.H.; Candasamy, M.; Bhattamisra, S.K. Diabetic Nephropathy: An Update on Pathogenesis and Drug
Development. Diabetes Metab. Syndr. 2019, 13, 754-762.

Chen, Y.; Mu, L,; Xing, L.; Li, S.; Fu, S. Rhein Alleviates Renal Interstitial Fibrosis by Inhibiting Tubular Cell Apoptosis in Rats.
Biol. Res. 2019, 52, 1-7. [CrossRef] [PubMed]

Yao, W.; Xu, Z.; Sun, J.; Luo, ].; Wei, Y.; Zou, J. Deoxycholic Acid-Functionalised Nanoparticles for Oral Delivery of Rhein. Eur. J.
Pharm. Sci. 2021, 159, 105713. [CrossRef]

Luo, J.; Sun, J.; Luo, X.; Wei, Y,; Zheng, H.; Mu, C.; Yao, W. Low Molecular Weight Chitosan-Based Conjugates for Efficient Rhein
Oral Delivery: Synthesis, Characterization, and Pharmacokinetics. Drug Dev. Ind. Pharm. 2019, 45, 96-104. [CrossRef]

Shan, N.; Zaworotko, M.]J. The Role of Cocrystals in Pharmaceutical Science. Drug Discov. Today 2008, 13, 440-446. [CrossRef]


http://doi.org/10.3390/pharmaceutics12100998
http://doi.org/10.1039/D2NJ00453D
http://doi.org/10.1016/j.molstruc.2021.130166
http://doi.org/10.1016/j.molstruc.2016.11.011
http://doi.org/10.1107/S2053229619010647
http://doi.org/10.1016/j.cdc.2020.100577
http://doi.org/10.1039/c3ce26986h
http://doi.org/10.1021/cg400150f
http://doi.org/10.1021/acs.cgd.1c00810
http://doi.org/10.1016/j.bse.2011.11.004
http://doi.org/10.1007/s41348-018-0179-z
http://doi.org/10.3892/etm.2017.5283
http://www.ncbi.nlm.nih.gov/pubmed/29285124
http://doi.org/10.1007/s13659-020-00272-y
http://doi.org/10.1007/s10753-011-9407-4
http://doi.org/10.1016/j.archoralbio.2014.11.006
http://doi.org/10.7150/ntno.71946
http://www.ncbi.nlm.nih.gov/pubmed/35795341
http://doi.org/10.1016/j.trim.2020.101322
http://www.ncbi.nlm.nih.gov/pubmed/32798711
http://doi.org/10.2337/db13-0251
http://www.ncbi.nlm.nih.gov/pubmed/23919963
http://doi.org/10.1038/nrneph.2011.51
http://www.ncbi.nlm.nih.gov/pubmed/21537349
http://doi.org/10.1186/s40659-019-0257-0
http://www.ncbi.nlm.nih.gov/pubmed/31492196
http://doi.org/10.1016/j.ejps.2021.105713
http://doi.org/10.1080/03639045.2018.1522326
http://doi.org/10.1016/j.drudis.2008.03.004

Pharmaceutics 2023, 15, 1196 20 of 20

60.

61.

62.

63.

64.

65.
66.

67.

68.

69.

70.

71.

72.

73.

74.
75.

Childs, S.L.; Stahly, G.P,; Park, A. The Salt-Cocrystal Continuum: The Influence of Crystal Structure on Ionization State. Mol.
Pharmaceutics 2007, 4, 323-338. [CrossRef]

Ravindran, S.; Kuruvilla, V.; Wilbur, K.; Munusamy, S. Nephroprotective Effects of Metformin in Diabetic Nephropathy. J. Cell.
Physiol. 2017, 232, 731-742. [PubMed]

Ali, S.; Fonseca, V. Overview of Metformin: Special Focus on Metformin Extended Release. Expert Opin. Pharmacother. 2012, 13,
1797-1805. [CrossRef] [PubMed]

Frisch, M.; Trucks, G.; Schlegel, H.; Scuseria, G.; Robb, M.; Cheeseman, J.; Scalmani, G.; Barone, V.; Petersson, G
Nakatsuji, H.; et al. Gaussian 16, Revision A.03; Gaussian Inc.: Wallingford, CT, USA, 2016.

Liu, Q.; Yang, D.; Chen, T.; Zhang, B.; Xing, C.; Zhang, L.; Lu, Y,; Du, G. Insights into the Solubility and Structural Features of
Four Praziquantel Cocrystals. Cryst. Growth Des. 2021, 21, 6321-6331. [CrossRef]

Lu, T.; Chen, F. Multiwfn: A Multifunctional Wavefunction Analyzer. . Comput. Chem. 2012, 33, 580-592. [CrossRef]
Mackenzie, C.F.; Spackman, P.R.; Jayatilaka, D.; Spackman, M.A. CrystalExplorer Model Energies and Energy Frameworks:
Extension to Metal Coordination Compounds, Organic Salts, Solvates and Open-Shell Systems. IUCr] 2017, 4, 575-587. [CrossRef]
Baka, E.; Comer, ].E.A.; Takacs-Novak, K. Study of Equilibrium Solubility Measurement by Saturation Shake-Flask Method Using
Hydrochlorothiazide as Model Compound. J. Pharm. Biomed. Anal. 2008, 46, 335-341. [CrossRef]

Avdeef, A.; Fuguet, E.; Llinas, A.; Rafols, C.; Bosch, E.; Volgyi, G.; Verbic, T.; Boldyreva, E.; Takdcs-Novak, K. Equilibrium
Solubility Measurement of Ionizable Drugs-Consensus Recommendations for Improving Data Quality. ADMET DMPK 2016, 4,
117-178. [CrossRef]

Tiwari, M.; Chawla, G.; Bansal, A K. Quantification of Olanzapine Polymorphs Using Powder X-Ray Diffraction Technique. J.
Pharm. Biomed. Anal. 2007, 43, 865-872. [PubMed]

Thorat, S.H.; Sahu, S K.; Patwadkar, M.V.; Badiger, M.V.; Gonnade, R.G. Drug-Drug Molecular Salt Hydrate of an Anticancer Drug
Gefitinib and a Loop Diuretic Drug Furosemide: An Alternative for Multidrug Treatment. J. Pharm. Sci. 2015, 104, 4207-4216.
[CrossRef]

Deng, J.H.; Lu, T.B.; Sun, C.C.; Chen, ].M. Dapagliflozin-Citric Acid Cocrystal Showing Better Solid State Properties than
Dapagliflozin. Eur. ]. Pharm. Sci. 2017, 104, 255-261. [CrossRef]

Xu, L.; Chen, J.; Yan, Y.; Lu, T. Improving the Solubility of 6-Mercaptopurine Via Cocrystals and Salts. Cryst. Growth Des. 2012, 12,
6004-6011. [CrossRef]

Elder, D.P; Holm, R.; Diego, H.L. Use of Pharmaceutical Salts and Cocrystals to Address the Issue of Poor Solubility. Int. . Pharm.
2013, 453, 88-100. [CrossRef] [PubMed]

Aakeroy, C.B.; Fasulo, M.E.; Desper, J. Cocrystal or Salt: Dose it Really Matter? Mol. Pharm. 2006, 4, 317-322. [CrossRef] [PubMed]
Wang, H.; Yang, D.; Zhang, W.; Song, J.; Gong, N.; Yu, M,; Yang, S.; Zhang, B.; Liu, Q.; Du, G.; et al. An Innovative Rhein-Matrine
Cocrystal: Synthesis, Characterization, Formation Mechanism and Pharmacokinetic Study. Chinese Chin. Chem. Lett. 2023,
34,107258. [CrossRef]

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


http://doi.org/10.1021/mp0601345
http://www.ncbi.nlm.nih.gov/pubmed/27627216
http://doi.org/10.1517/14656566.2012.705829
http://www.ncbi.nlm.nih.gov/pubmed/22775758
http://doi.org/10.1021/acs.cgd.1c00785
http://doi.org/10.1002/jcc.22885
http://doi.org/10.1107/S205225251700848X
http://doi.org/10.1016/j.jpba.2007.10.030
http://doi.org/10.5599/admet.4.2.292
http://www.ncbi.nlm.nih.gov/pubmed/17034979
http://doi.org/10.1002/jps.24651
http://doi.org/10.1016/j.ejps.2017.04.008
http://doi.org/10.1021/cg3010745
http://doi.org/10.1016/j.ijpharm.2012.11.028
http://www.ncbi.nlm.nih.gov/pubmed/23182973
http://doi.org/10.1021/mp060126o
http://www.ncbi.nlm.nih.gov/pubmed/17497799
http://doi.org/10.1016/j.cclet.2022.02.063

	Introduction 
	Materials and Methods 
	Compounds and Agents 
	Preparation of MET Base 
	Preparation of Multicomponent Salts 
	Powder X-ray Diffraction (PXRD) 
	Thermal Analysis 
	Single-Crystal X-ray Diffraction (SXRD) 
	Theoretical Computation 
	Crystal Form Transformation Analysis 
	Stability Study 
	Hygroscopicity Study 
	Powder Dissolution and Solubility In Vitro 
	In Vivo Hypoglycemic Activity Evaluation 

	Results and Discussion 
	PXRD 
	Thermal Analysis 
	SXRD 
	Theoretical Computation 
	The Interaction Energies and Lattice Energy Analysis 
	The Molecular Planarity Analysis 

	Crystal Form Transformation Analysis 
	Stability Study 
	Hygroscopicity Study 
	Powder Dissolution and Solubility In Vitro 
	In Vivo Hypoglycemic Activity Evaluation 

	Conclusions 
	References

