E coatings

Article

PLGA Coatings and PLGA Drug-Loading Coatings for Cardiac
Stent Samples: Degradation Characteristics and
Blood Compatibility

Ziyang Jia I*, Chunyang Ma 2 and Hongbin Zhang 3

check for

updates
Citation: Jia, Z.; Ma, C.; Zhang, H.
PLGA Coatings and PLGA
Drug-Loading Coatings for Cardiac
Stent Samples: Degradation
Characteristics and Blood
Compatibility. Coatings 2021, 11, 1427.
https:/ /doi.org/10.3390/
coatings11111427

Academic Editor: Alina Vladescu

Received: 28 October 2021
Accepted: 15 November 2021
Published: 22 November 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/).

1 The Second Affiliated Hospital of Heilongjiang University of Chinese Medicine, Harbin 150001, China
College of Mechanical Science and Engineering, Northeast Petroleum University, Daqing 163318, China;
chunyangandma@163.com

3 School of Mechatronics Engineering, Qiqihar University, Qiqgihar 161006, China; hbzhang2000@163.com
*  Correspondence: jiazy507@163.com; Tel. /Fax: +86-459-650-2257

Abstract: PLGA (Poly lactic-co-glycolic acid) and PLGA drug-loading coatings were prepared
on 316 L stainless steel by electrostatic spray deposition (ESD). The surface morphology, three-
dimensional morphology, and crystal structures of the coatings were observed by scanning electron
microscopy (SEM), atomic force microscopy (AFM), and X-ray diffraction (XRD). Thermal properties,
molecular weight, and coating composition were studied by differential scanning calorimetry (DSC),
gel permeation chromatography (GPC), and NMR. The degradation behaviors of the coatings were
studied by mass changes, relative molecular mass and distributions, polymer compositions, thermal
properties, and surface morphologies. The blood compatibilities of the coatings were investigated by
platelet adhesion testing and dynamic coagulation times. SEM results indicated the drug-loading
coating with 33% RAPA had the smoothest and most compact morphology. Addition of RAPA
decreased the Tg of the PLGA coating, accompanied by partial crystallization that slowed the
degradation rate of the drug-loaded coating. Microscopically, the morphology of the PLGA drug-
loaded coating was coarser than the PLGA coating. The average surface roughness values of line
and surface scannings were 16.232 nm and 39.538 nm, respectively. The surface of the drug-loading
coating was micro uneven, and the macro smooth and micro multiphase separation structure helped
improve its blood compatibility.

Keywords: drug-loading coatings; preparation; characterization; blood compatibility

1. Introduction

Heart disease is one of the primary threats to human health. Currently, approximately
one million patients worldwide receive percutaneous coronary angioplasty (PTCA) every
year [1]. However, the incidence of restenosis after implantation reaches nearly 34%, and
restenosis has become the main factor restricting the development of PTCA [2—-4]. The
preparation of the drug coating on the stent surface inhibits the transition proliferation of
smooth muscle cells through drug sustained release, which has become an effective method
for the treatment of restenosis [5-8]. Poly lactic-co-glycolic acid (PLGA) has shown broad
applicability as a drug carrier because of its reliable safety, excellent biocompatibility, and
controllable biodegradability. It biodegrades readily and serves as a good carrier for drug-
eluting stents. Generally, the drug stents used in clinic are mainly rapamycin and paclitaxel.
Rapamycin (RAPA) has become one of the main drugs fighting stent restenosis because
of its wide safe dosage range, selective inhibition of cell proliferation, reduction of local
vascular cytokine production, and inhibition of inflammatory cell activation [9,10]. The
well-known drug paclitaxel exhibits a wide spectrum of anti-tumor effects, but it increases
the risk of arterial wall necrosis and aneurysm formation with long-term presence in the
vascular wall. Therefore, RAPA is an ideal drug for depositing on 316 L stainless steels.
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At present, polymer carrier coatings on vascular stent surfaces are prepared by dip
coating, but that polymer coating suffers from defects such as winding, blocking, and
non-uniformity [11,12]. Electrostatic spray deposition (ESD) uses high pressure to crack
the polymer solution into fine droplets that adsorb to the substrate surface using a strong
electric field to obtain uniform and smooth coatings. This method sees broad utilization in
machinery, chemical industry, electronic information, micro medical devices, medical infor-
mation, and others [13-15]. Olga et al. [16] applied PLGA to drug-eluting stent coatings
and found that PLGA effectively inhibited the growth of granulation tissue. Qi et al. [17]
prepared a gelatin GNS/CTS (gelatin nanospheres/chitosans) composite coating on a
WEA43 substrate by electrophoretic deposition and found the degradation rates of the coat-
ing were lower than the matrix metal. Liu et al. [18] discovered that rapamycin drug-coated
double stents more effectively regulate the levels of serum adiponectin, GDF-15, and Cys-C
in patients with true coronary bifurcation lesions. Khalil et al. [19] demonstrated that the
drug coating had higher biocompatibility and lower cytotoxicity.

Although there are many investigations on the preparation of drug-loading coatings,
the service life and application effect of these coatings are restricted to the release charac-
teristics of the drugs. In addition, the feasibility of biomedical molecular polymers and
their application in the medical field are mainly determined by their biocompatibility
and degradation characteristics. The application of ESD technology in the preparation
of coatings on the surface of vascular stents has not been reported. Therefore, a PLGA
drug-loading coating was prepared using ESD with 316 L stainless steel as the support
for coatings, PLGA 75/25 as the carrier, and RAPA as the drug; the surface morphology,
degradation characteristics, and blood compatibility of the coating were investigated in
order to provide a theoretical basis for the study of drug-loading coating stent.

2. Experimental Method
2.1. Preparation

The drug-loading coating was subjected to the following preparation procedures:
(i) The 316 L medical stainless-steel sample ($10 mm x 2 mm) was successively placed in
acetone, ethanol, and distilled water for ultrasonic cleaning for 20 min after polishing, and
dried in a vacuum oven at 80 °C for 24 h. (ii) PLGA75/25 was dissolved in 1,4-dioxane to
prepare a uniform solution, and RAPA was dissolved in that solution to prepare the paint.
(iii) The stainless-steel substrate was grounded into electrical neutral through a conductor.
The paint was injected into the coating container of the electrostatic spraying device, and
the coating container was connected to a high-pressure pump that sent the pressurized
paint to the nozzle of a spray gun through a delivery pipe. Once the paint traveled through
the nozzle, it immediately depressurized, expanded violently, and atomized into small
droplets; these were discharged by the electrostatic generator and charged to form an
electrostatic field between the nozzle and the vascular support. The charged coating
adsorbed to the stainless-steel surface and formed a uniform coating via the combination
of electric field gravity and high-voltage thrust.

2.2. Morphology and Thermal Property Test

The surface morphology of the coating was observed by scanning electron microscopy
(SEM, JSM-5600LV, Japan, JEOL). The three-dimensional morphology of the coating surface
was observed by atomic force microscopy (AFM, Solver Nano, Russia, NT-MDT), and the
average surface roughness of the coating was analyzed by line and surface scanning. The
phase structure of the coating sample was observed by X-ray diffraction (XRD-6000, Japan,
JEOL) using Cu k (A = 1.5406 Angstroms) radiation. Scans were recorded from 5-50° at an
operating target voltage of 40 kV, a tube current of 30 mA, and a scan step of 0.02°. The
composition of the copolymer was determined by 'H-NMR (INOVA-400M, Varian, Palo
Alto, CA, USA), in which tetramethylsilane was used as the internal standard and CDCl3 as
the solvent. The relative molecular mass of the polymer was calculated by gel permeation
chromatography (GPC-220, PL, London, UK), THF was used as the eluent (flow rate of
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1.0 mL/min), and a test temperature of 40 °C with polystyrene as the standard sample. The
thermal properties of the copolymer were measured by differential scanning calorimetry
(DSC-822E, Toledo, OH, USA), and nitrogen was the carrier gas (flow rate 30 mL/min) at
a heating rate of 10 °C/min. The mass of the sample was weighed by electronic balance
(EB-MED5, Sartorius, Gottingen, Germany).

2.3. Degradation Characteristics

Figure 1 shows the dynamic degradation process of PLGA drug-loading coating. The
sample was placed in the dynamic system and the solution was Hank’s simulated body
fluid at 37 °C. The speed of the dynamic circulation device was controlled by a peristaltic
pump, and the speed of the peristaltic pump was adjusted so the flow rate of the simulated
body fluid equaled that of blood in the normal human coronary artery at a flow rate of
20 cm/s. The sample was removed and washed with deionized water three times for about
10 min. After vacuum drying to constant weight at room temperature (25 °C), it was used
for characterization and analysis.
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Figure 1. Schematic diagram of the dynamic degradation device.

2.4. Platelet Adhesion Test

Fresh anticoagulant human blood was centrifuged at 3600 r/min for 20 min, and the
upper platelet-rich plasma was used to make a platelet solution. The samples were placed
in the dynamic system. In order to simulate the flow rate of the human coronary artery,
the flow rate of the peristaltic pump was set at 60 r/min. The coated samples were soaked
in a platelet solution for 1 h, then rinsed with a normal saline solution and fixed with a
2.5% glutaraldehyde solution. They were dehydrated with alcohol and dealcoholized with
isoamyl acetate. After drying at the critical point and spraying silver, the morphology of
samples was observed by SEM, and then cytometry was used for the cell adhesion rate.

2.5. Dynamic Coagulation Time

A certain amount of anticoagulant human blood (5 mL) was deposited on the coated
sample surface, and an appropriate amount of CaCl, solution was added by a micro
sampler and gently stirred with the needle of the microsyringe. After standing for a
predetermined time (10, 20, 30, 40, 50, or 60 min), the coated samples were placed
in 30 mL of distilled water. Non-coagulated blood cells will have hemolytic reactions,
while free hemoglobin will distribute evenly in distilled water. The concentration of
hemoglobin was measured by spectrophotometry (wavelength 545 nm) and characterized
by solution absorbance.
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3. Results and Discussion
3.1. SEM, DSC, and XRD Measurements of PLGA Drug-Loading Coatings

Figure 2 depicts the surface morphology of the PLGA and PLGA drug-loading coat-
ings. The morphology shown in Figure 2a was relatively compact, and the compactness
was slightly lower than seen in Figure 2b. In contrast, the surface shown in Figure 2b was
dense and uniform, and the coating was transparent. There were individual dots on the
coating surface (Figure 2c), and the coating color changed from transparent to slightly
white. The number of spots significantly increased (Figure 2d), and the color of the coating
was white. The morphology of the coating did not significantly differ from the PLGA
coating when the RAPA level was 33%. The drug did not disperse completely in the carrier
solution, which resulted in the aggregation of individual molecules when RAPA levels
increased to 50% (Figure 2e). The coating is slightly white because RAPA is a white solid
crystal. When the RAPA concentration was 66%, more non-dispersed drug molecules led
to increased aggregation, and the coating became distinctly white.
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Figure 2. SEM morphologies of (a) PLGA coating, (b) PLGA drug-loading coating (RAPA 33%),
(c) PLGA drug-loading coating (RAPA 50%), and (d) PLGA drug-loading coating (RAPA 66%). (e)
RAPA concentration histogram.
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The thermal performance analyses of PLGA and PLGA drug-loading coatings are
illustrated in Figure 3. Only Tg (52.6 °C) was observed in the DSC curve of PLGA, indicating
that it is amorphous. RAPA had two melting peaks at 191.6 °C (154.39 J /g) and 201.8 °C
(41.49 ]/ g), which were endothermic peaks of drug crystals. When 33% RAPA was added,
Tg became 39.7 °C, and a weak endothermic peak was observed, indicating that the drug
was still dispersed in PLGA in an amorphous state. When RAPA concentration was
66%, two melting peaks were observed at 174.5 °C (14.52 J/g) and 196.5 °C (15.26 ] / g),
respectively. This explained that the drug formed a eutectic with the carrier, and the drug
existed in PLGA in the form of micro-crystalline [20].
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Figure 3. DSC curves of PLGA drug-loaded coating: (a) PLGA, (b) 33%-RAPA-PLGA, (c) 50%-RAPA-
PLGA, (d) RAPA.

Figure 4 shows the X-ray diffraction pattern of the PLGA drug-loading coating with
different drug contents. When the content of RAPA was 33%, the XRD curve showed a
diffuse peak, which was amorphous. The characteristic peak of RAPA crystal appeared in
20 at7.1°,10.1°, and 14.4°. When the dosage was 50%, the diffusion peak was enhanced,
and there was still no drug diffraction peak. Therefore, we can speculate that when the
drug content was 33%, the dispersed drug was protected by adjacent polymer molecules
and had high physical stability, and existed in an amorphous state. When the dosage
increased to 50%, some drug molecules were separated from the polymer; the drug-loading
coating changed from an amorphous state to a partially crystalline state, and the drug
molecules were not protected by the polymer to produce recrystallization [21-23].

5 0 15 20 25 30 35 40
26 (Degree)
Figure 4. XRD curves of PLGA drug-loading coating: (a) PLGA, (b) 33%-RAPA-PLGA,
(c) 50%-RAPA-PLGA, (d) RAPA.
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3.2. Degradation Characteristics of PLGA Drug-Loading Coatings

Figure 5a—-d present the SEM morphologies of PLGA coatings before degradation and
after 8 weeks, 11 weeks, and 14 weeks, respectively. The PLGA surface coating is dense
before degradation. Micropores formed on the surface after eight weeks of degradation,
and after 11 weeks, the pore size increased and some hollow structures formed. After
14 weeks, the center of the coating became a soft nonporous polymer, while there were
still some thicker pores on the periphery. Figure 5e-h show the SEM morphologies of
PLGA drug-loading coatings before degradationafter 8 weeks, 11 weeks, and 14 weeks,
respectively. The surface of the PLGA drug-loading coating was dense and had a small
number of white spots before degradation, though after 8 weeks, micropores formed and
spots remained. After 11 weeks, the micropores expanded and the white spots disappeared,
and after 14 weeks, some pores disappeared and new pores appeared. White spots formed
due to incompletely dispersed drug particles. The drug diffuses into the medium upon
degradation, and holes are formed in the PLGA. The entry of water molecules makes the
coating degrade preferentially at these holes.

Figure 5. SEM morphology of degradation of PLGA coating and PLGA drug-loading coating.
PLGA coating: (a) original, (b) degradation 8 weeks, (c) degradation 11 weeks, (d) degradation
14 weeks; PLGA drug-loading coating: (e) original, (f) degradation 8 weeks, (g) degradation 11 weeks,
(h) degradation 14 weeks.
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The degradation of PLGA and PLGA drug-loading coatings in Hank’s simulated
bodily fluid is shown in Figure 6. In the first week of degradation, there was a slight loss of
coating quality (~10%) caused by incomplete monomer polymerization. After that, both
coatings experienced a constant weight period for approximately seven weeks. However,
the quality of PLGA coatings decreased much faster than drug-loading coatings after seven
weeks. The pH values of PLGA and PLGA drug-loading coatings are listed in Table 1. The
lowest pH levels corresponded to the maximum mass loss for PLGA coatings, while the pH
value of the solution changed only slightly for the drug-loading coating. After eight weeks,
many small acidic molecules were produced, which decreased the pH of the medium.

8

Remaining Weight(%)

B 8 8 8 8 3 8 38

—a—PLGA
—r—33%RAPA-PLGA

2 4 6 8 10 12
Degradation Time(week)

o

Figure 6. Change of remaining weight of PLGA and 33%-RAPA-PLGA coating samples in Hank’s
SBF at 37 °C.

Table 1. Change of pH and remaining weight of PLGA and 33%-RAPA-PLGA degradation in
Hank’s SBF.

Time PLGA 33%-RAPA-PLGA
Remaining Remaining
(Weels) Weight (%) pH Weight (%) pH
0 100 7.5 100 7.6
1 90.3 74 88.2 7.5
2 88.7 7.4 85.8 7.5
5 87.6 7.4 87.1 7.4
8 83.5 5.5 84.6 5.8
11 43.3 5.0 80.5 57

Figure 7 reveals the DSC curves of PLGA and PLGA drug-loading coatings. The glass
transition temperature (Tg) of the PLGA coating decreased from 52.6 °C to 18.2 °C, and
there was no melting peak (Figure 7a). The Tg of PLGA decreased from 52.6 °C to 39.7 °C
upon addition of RAPA and a melting peak was observed at 194.9 °C, and the melting heat
was 15 ] /g (Figure 7b). When the degradation reached the 8th week, Tg increased from
39.7 °C to 51.3 °C, and the melting peak increased from 194.9 °C to 198.4 °C. These results
indicated the Tg of the drug-loaded coating gradually increased and approximated the
PLGA coating; the melting peak also gradually shifted to the right, and the melting point
tended to decrease. The pure PLGA coating was amorphous. As degradation progressed,
the coating integrity decreased, which resulted in a continuous decline of Tg [24,25]. The
addition of RAPA reduced the Tg of the PLGA coating. Also, a melting peak was observed,
which signified crystallization of the drug molecule. Upon degradation of the drug-loading
coating, small drug molecules gradually diffused into the medium, making the Tg of the
drug-loading coating close to the PLGA coating, and the melting point gradually decreased.
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When the degradation reached the 11th week, the specific heat was only 3.78 ] /g, indicating
levels of drug molecules in the coating were very low.
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Figure 7. DSC thermograms of PLGA (a) and drug-loaded PLGA (b) samples degradation in Hank’s
SBF at 37 °C.

3.3. Blood Compatibility Analyses of PLGA Drug-Loading Coatings

The blood compatibility of materials closely relates to the surface roughness of ma-
terials. For implants in contact with blood, the surface roughness shall not exceed 50 nm,
otherwise, platelets and blood cells will adhere to the implant surface and lead to throm-
bosis [26]. Figure 8 shows AFM morphology photos of PLGA and 50%-RAPA-PLGA
drug-loading coatings (scanning range 0-20 pm). The surface of the PLGA coating was
uniform, smooth, and had little variation, while the surface of the PLGA drug-loading coat-
ing was uneven. Figure 9 shows the AFM photos and surface roughness analysis of PLGA
coatings. The average surface roughness values of line and surface scanning were 0.471 nm
and 0.931 nm, respectively. Figure 10 displays the AFM photos and surface roughness anal-
ysis of PLGA drug-loading coatings. The average surface roughnesses of line and surface
scanning were 16.232 nm and 39.538 nm, respectively. There was microheterogeneity on the
coating surface. PLGA drug-loading coatings were coarser than PLGA coatings, but their
Ra value was still less than 50 nm. RAPA and PLGA had different chemical properties. The
drug-loading coating mixed them to form a non-uniform physical morphology and uneven
chemical properties, which resulted in a micro-phase separation structure and increased
the critical tension. Moreover, the interfacial free energy dropped and the polar dispersion
ratio increased, which effectively improved the blood compatibility of the coating. The
coating smoothness has a great influence on its biocompatibility, and the micro coarse
surface (Ra ~ 1 um) is advantageous for the coating. A coarser implant surface in direct
contact with blood increases coagulation, while high surface smoothness (Ra < 50 nm) helps
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improve blood compatibility. Studies [27-30] have shown the vascular walls of organisms
are very smooth from a macroscopic viewpoint—an endothelium surface membrane of
the vascular endothelium is a bilayer lipid liquid matrix with particles embedded in the
membrane. The macroscopic smooth and microscopic multiphase separation structure has
excellent anticoagulant properties.

(a) (b)

15 15

pim

Lm

Figure 8. AFM image of the (a) PLGA coating and (b) PLGA drug-loading coating.
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Figure 9. Surface roughness of PLGA coating: (a) line scanning, and (b) surface scanning.
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Figure 10. Surface roughness of PLGA drug-loading coating: (a) line scanning, and (b) surface scanning.

Figure 11 displays the SEM image of platelet adhesion on the surface of a stainless-steel
substrate, a PLGA coating, and a PLGA drug-loading coating. Many platelets adhere to
the stainless-steel surface; the platelets are deformed and have pseudopodia and aggregate
simultaneously (Figure 11a). The platelet adhesion on the surface of the PLGA coating was
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significantly lower than the matrix, and individual platelets were deformed and stretched
out pseudopodia without aggregation (Figure 11b). The number of platelets adhered to the
PLGA surface drug-loading coating was significantly less than for the PLGA coating, there
was no deformation or pseudopodia formation, and there was no obvious difference among
the different drug-loading coatings (Figure 11c—e). Figure 12 displays the statistical results
of platelet adhesion after an hour of platelet contact with the material; the adhesion of the
coating decreased significantly after drug loading, which agreed with the results shown in
Figure 11. After the implant came into contact with blood, a complex protein adsorption
layer was formed on the surface. Platelets adhered to the surface of the adsorption layer
increased the viscosity and further aggregated to release a large number of coagulation
factors to cause coagulation [31,32]. The number of platelets adhered to the PLGA drug-
loaded coating surface was the least, and the coating did not deform or cause further
platelet aggregation.

Figure 11. SEM images of platelet adhesion: (a) stainless steel substrate, (b) PLGA coating, (c¢) PLGA
drug-loading coating (RAPA 33%), (d) PLGA drug-loading coating (RAPA 50%), and (e) PLGA
drug-loading coating (RAPA 66%).
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The adhered platelet number

(a) (b) (c) (d) (e)
Sample

Figure 12. The adhered and clustered platelet numbers on test materials after 1 h.

Figure 13 presents the O.D. measured at different times on the 316 L stainless steel
substrate, PLGA coating, and PLGA drug-loading coating with different drug amounts.
The time when O.D. = 0.100 was used as the coagulation time, and the absorbance of the
coating decreased slowly over time. The matrix decreased the fastest with a coagulation
time of 44 min, while the coagulation time of the PLGA coating was 53 min. The drug-
loading coating did not coagulate for 1 h, and the drug-loading coating with 50% RAPA
decreased the slowest; the declination rates were nearly identical when the drug doses were
33% and 66%. Consequently, the drug-loading coating has a longer coagulation time and
a lower activation degree of coagulation factors, among which the drug-loading coating
with 50% RAPA content has the lowest activation degree.

0.45
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0.40 4 —A—33%-RAPA-PLGA
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. 0.25+ . AN et
Q. A - v
=] 0.20 4 ) \Q
\ > 3
0.15+ —
0.10 ;.s.\
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Figure 13. The comparison of dynamic clotting time curves for different materials.

4. Conclusions

(1) PLGA and PLGA coatings with RAPA levels of 33%, 50%, and 66% were successfully
prepared on the surface of 316 L stainless steel. SEM results demonstrated that when
the RAPA level was 33%, the drug-loading coating morphology was smooth and flat,
which was similar to that of the pure PLGA coating. DSC results indicated the melting
peak was observed upon the addition of RAPA, and the melting heat of the coating
increased with drug level increases, and the drug existed in a microcrystalline form.

(2) No characteristic peaks from the drug crystal were observed in the XRD results, and
the drug-loading coating was still amorphous. RAPA addition decreased the Tg of the
PLGA coating, accompanied by partial crystallization that reduced the degradation
rate of the drug loading coating.
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(3) The number of platelets adhered to the PLGA drug-loading coating surface was signif-
icantly less than for the PLGA coating, and there was no deformation or pseudopodia.
The coagulation time of the drug-loading coating was longer, and the activation
degree of the coagulation factor minimized when the RAPA content was 50%. The
microphase separation structure was generated by mixing RAPA and PLGA, which
effectively increased the critical tension and reduced the free energy of the crystal
plane to improve the blood compatibility of the coating.
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