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Abstract: The barrier membrane plays an extremely critical role in guided bone regeneration (GBR),
which determines the success or failure of GBR technology. In order to obtain barrier membranes
with high mechanical strength and degradability, some researchers have focused on degradable
magnesium alloys. However, the degradation rate of pure Mg-based materials in body fluids is
rather fast, thus posing an urgent problem to be solved in oral clinics. In this study, a novel micro-arc
oxidation (MAO) surface-treated pure Mg membrane was prepared. Electrochemical tests, immersion
experiments and in vivo experiments were carried out to investigate its potential use as a barrier
membrane. The experimental results showed that the corrosion resistance of a pure Mg membrane
treated by MAO is better than that of the uncoated pure Mg. The results of cell experiments showed
no obvious cytotoxicity, which suggests the enhanced differentiation of osteoblasts. At the same time,
the MAO-Mg membrane showed better biological activity than the pure Ti membrane in the early
stage of implantation, exhibiting relatively good bone regeneration ability. Consequently, the MAO
membrane has been proven to possess good application prospects for guided bone regeneration.

Keywords: bone regeneration; cytotoxicity; degradation; MAO; pure Mg membrane

1. Introduction

In recent years, with the increasing maturity of oral implant technology, the success
rate of oral implants has been significantly improved. Compared with traditional fixed
bridge restoration, the main advantage of dental implants is that they do not pose mechan-
ical damage to the natural teeth on both sides of the missing tooth and also possess the
advantages of fixed bridge restoration, such as aesthetics, comfort and high chewing effi-
ciency. However, the lack of alveolar bone caused by the premature loss of teeth is a major
obstacle to the application of dental implant technology. The guided bone regeneration
(GBR) technique is used to facilitate bone regeneration, which uses a biocompatible mem-
brane acting as a physical barrier to prevent the adjacent connective tissue from invading
the bone defect in order to achieve the purpose of full osteogenesis [1].

The barrier membrane plays an important role in GBR technology, which almost
determines its success or failure. At present, there are many kinds of barrier membrane
materials, and their performances are different. They can be roughly divided into two kinds:
non-absorbable membranes and absorbable membranes [2]. Non-absorbable membranes
include the titanium membrane, which is the most widely used in clinics, and its efficacy has
been affirmed [3–5]. However, non-absorbable membrane materials possess some inherent
deficiencies such as plastic difficulties, membrane displacement and the need for secondary
or revised surgery. In view of these deficiencies of non-absorbable membranes, absorbable
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membranes are favored by an increasing number of clinicians and patients [6]. At present,
absorbable membranes are mainly classified into polymers and animal collagens according
to their composition. They can be directly absorbed by the human body without a second
operation. However, the defects of absorbable membrane-shaped materials are also evident,
such as an unstable degradation rate and their inability to provide appropriate volume
stability for the bone graft area due to their low mechanical strength and stiffness. Hence,
in developing GBR membrane materials that possess the characteristic high mechanical
strength and optimum biodegradability, some researchers have focused on biodegradable
magnesium alloys [7–10]. For instance, Rider et al. [11] implanted the pure Mg membrane
into small pigs of the Yucatan Peninsula, and they found that the pure Mg membrane
degraded faster in vivo. Meanwhile excessive air pockets may cause inflammation and
negatively affect the formation of new bones. Observing through micro-CT, it was found
that the pure Mg membrane could basically maintain the original shape and position in the
first 4 weeks, but by week 8, the pure Mg membrane had severely corroded, preventing its
segmentation. Consequently, researchers have adopted some physical or chemical surface
modification methods to reduce the corrosion rate of Mg alloys, such as the plasma spraying
method, electrochemical method (the deposition method, plasma electrolytic oxidation
method, etc.) [12,13], cold spraying method, MAO, etc. [14,15]. Kacarevic et al. [16] prepared
MgF2 coating on the surface of WZM211 Mg alloy by the chemical deposition method. After
implantation in Yucatan minipigs, it was found that this Mg alloy screw met the standard
requirements for guided bone regeneration, and the corrosion rate of the Mg alloys in the
body was greatly reduced. In fact, the Mg screws were slowly and completely absorbed
after 52 weeks. However, the study found that the coating prepared on the polished Mg
alloy substrate by the electrochemical deposition method could easily peel off and be
prone to cracking and other phenomena, as the bonding force is poor [17]. Meanwhile
studies have shown that MAO coating has strong adhesion and ability regarding the
substrate, can produce a dense oxide protective layer, can resist substrate corrosion and
possesses good biocompatibility. [18–21]. Liu et al. [22] successfully prepared calcium
metaphosphate (CMP) coatings on the surface of an AZ31B Mg alloy by an MAO-assisted
sol-gel method. The results showed that the coated sample could effectively induce the
osteogenic differentiation of hBMSC cells. This also provides a basis for our follow-up
research on GBR. Therefore, this paper uses the method of MAO to prepare a coating on
the surface of Mg so as to further study its potential osteoconductive regenerative ability.

2. Materials and Methods
2.1. Materials Preparation
2.1.1. Alloy Preparation

The pure Mg ingot (>99.99 wt %) was purchased from Fengfeng Longhai Magne-
sium Processing Co., Ltd., Handan City, Hebei Province, China. The pure Mg membrane
with a length of 1200 mm, a width of 70 mm and a thickness of 0.7 mm was made by
rolling. The specific processing route is as follows: the initial as-cast plate specification is
400 mm × 150 mm × 5 mm. First, the indoor temperature and humidity were kept at 20 ◦C
and 20%, respectively, and the as-cast plates were homogenized and heat-treated at 300 ◦C
for 2 h and then uniformly rolled into 2 mm-thick membrane materials, which were then
heat-treated at 200 ◦C for 2 h. The specific process parameters were a holding time of 5 min,
a rolling force of 3 metric tons, a rolling speed of 2 m/min, an oil temperature of 250 ◦C, a
roll diameter of 80 mm upper and lower rolls and a rolling pass of one time; no annealing
was performed after rolling. Finally, a number of square samples with a side length of
8 mm (for the microstructure observation and in vivo experiment) and circular samples
with a diameter of 6 mm (for in vitro experiments) were prepared by wire cutting. The
samples were polished by 2000 grit# SiC sandpaper step by step to a 0.6 mm thickness. The
samples were then placed in anhydrous ethanol, cleaned by an ultrasonic shock machine
for 10 min and then taken out and dried for later use. The pure titanium membrane for the
in vivo experiment and the micro pure titanium nail for the fixed membrane were provided
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by Xi’an Zhongbang Titanium Biomaterials Co., LTD, Xi’an, China. The nail cap diameter,
nail diameter and length were 2.50 mm, 0.45 mm and 1.23 mm, respectively.

2.1.2. Coating Fabrication

MAO coatings were prepared by the WHD-20 MAO machine (Harbin University of
Technology, Harbin, China). The electrolyte contained 1.2 g/L Ca (OH)2, 4 g/L Na (PO3)6
and 8 g/L KF, with a working frequency of 1000 Hz, a duty cycle of 40% and a working
time of oxidation of 5 min. After the preparation of the coating samples, they were first
rinsed with water and then anhydrous ethanol and later dried in air.

2.2. Microstructural Characterization

The surface morphology and analytical element composition of the samples were
observed by SEM SU3500 (Hitachi, Hitachi Hi Tech, Japan) and energy dispersive X-ray
spectroscopy (EDS), respectively.

2.3. Electrochemical Test

Gamry Instruments (Reference 600) were used for electrochemical testing in Hank’s
solution. A typical three-electrode system was used for the electrochemical test. Before
the test, an open circuit potential (OCP) measurement was carried out for 30 min to obtain
a relatively stable electrochemical system and improve the accuracy of the subsequent
measurement. Then, the frequency was adjusted to a range of 100000 Hz–0.01 Hz for the
electrochemical impedance spectroscopy (EIS) test. Finally, a scanning rate of 0.5 mV/s
was used for the polarization test of the action potential.

2.4. Immersion Test

The samples were immersed in Hank’s solution in a centrifuge tube for 14 days. The
immersion ratio was 1.25 cm2/L. The solution was replaced every day, and the pH value
of the solution during the entire immersion period was recorded. After the immersion
test, a chromic acid (200 g/L chromic acid and 10 g/L AgNO3) solution was used to clean
the corrosion products on the sample surface, and the degradation rate was calculated
according to the weight loss. The external corrosion rate was calculated according to
ASTMG31-12a using Equation (1):

Pi = (K × ∆M)/(A × T × ρ), (1)

where Pi (mm/y) represents the corrosion rate, K represents a constant (8.76 × 104),
∆M represents the mass loss in g, T represents the time of exposure (h), A represents
the sample’s area (cm2) and ρ represents the sample’s density (ρ = 1.74 g/cm3). After
soaking the sample for 14 days, the microstructure of the soaked sample was observed by
SEM-LSM, and the corrosion mechanism was analyzed.

2.5. Cell Tests
2.5.1. Cytotoxicity

Cytotoxicity was evaluated according to the ISO 10993-12 standard. First, 200 µL
cell suspension (1 × 104 cells/mL) were inoculated into a 96-well cell culture plate. The
suspension was cultured in a constant temperature incubator at 37 ◦C and 5% CO2 for
24 h. The extracts (100 µL) of MAO-Mg, pure Mg and α-MEM (blank control) were added
into the three groups of culture plates, respectively. Three time points (24 h, 48 h and 72 h)
were selected for the CCK-8 test. The CCK-8 solution (20 µL) was added to each well and
incubated in a constant temperature incubator for 4 h. The OD value of each culture well
was measured by an enzyme labeling instrument at 450 nm. Each group of samples was
measured five times at each time point, and the average value was calculated. The cell
viability was calculated using Equation (2).
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Cell viability =
ODsample − ODblank

ODcontrol − ODblank
× 100%, (2)

2.5.2. ALP Test

MG63 cells were inoculated into 24-well culture plates with a density of 1 × 104 cells/mL.
The cells were cultured using the extract or α-MEM instead of the medium for 24 h. The
differentiation behavior of the MG63 cells was evaluated by measuring the ALP activity after
5 and 7 days. The ALP activity was calculated.

2.6. In Vivo Test

Twelve male New Zealand rabbits that were 6 months old and 2.5–3.0 kg were used in
this experiment. The surgery and treatment of the rabbits were performed strictly according
to the regulations and laws of the Standing Committee on ethics in China. Four round bone
defect animal models with a diameter of 6 mm were made for each rabbit. Three groups,
namely, the MAO-Mg group, Ti group and blank control group, were set in the experiment.
The experiment took 2 weeks and 8 weeks as the research time points, and each time point
included six experimental rabbits. A total of 48 animal models of round full-thickness bone
defects were prepared, and 24 round bone defects were found at each research time point.
The experiment was divided into three groups: the MAO pure magnesium film group
(Group A), the blank control group (Group B) and the pure titanium film group (Group C).
Table 1 shows the grouping of experimental animals, in which AABC, ABBC and ABCC,
respectively, represent the grouping after the modeling of the cranial parietal bone of an
experimental animal. In order to prevent postoperative infection, intramuscular antibiotics
were injected into their legs continuously for 3 days after the animal experiments. Six
experimental animals were killed by air embolism through an ear vein injection at the 2nd
and 8th weeks after the animal experiments, and a calcein fluorescent labeling solution
was injected subcutaneously on the 4th and 3rd days before death. Micro-CT scanning was
performed on the specimens obtained after the death of the rabbits, and the BV/TV of each
bone defect area was measured. The hard tissue sections made from the animal parietal
bone specimens were observed under a laser confocal microscope. Finally, the hard tissue
sections were stained with V.G., and the formation of the new bone in each bone defect
area was observed under the microscope.

Table 1. The number of experimental animals was counted according to the model of the parietal
bone in each time period (piece, n = 12).

Time Slot
Group

Total
A A B C A B B C A B C C

2 weeks 2 2 2 6
8 weeks 2 2 2 6

Research manuscripts reporting large datasets that are deposited in a publicly available
database should specify where the data have been deposited and provide the relevant
accession numbers. If the accession numbers have not yet been obtained at the time of
submission, please state that they will be provided during the review. They must be
provided prior to publication.

Interventionary studies involving animals or humans, and other studies that require
ethical approval, must list the authority that provided the approval and the corresponding
ethical approval code.
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3. Results
3.1. Microstructural Characterization

Figure 1 shows the microstructures of the MAO coating. From the cross-section images
observation, it can be seen that the thickness of the coating was about 5–10 µm. Moreover,
the coating was uniform. For the MAO coating, many micro-pores with a size of 2–5 µm
were observed, and the distribution of the micro-pores was uniform. Table 2 shows the EDS
analysis of the area marked by A in Figure 1b. The main elements in the MAO coating were
Mg, O, F, P and Ca. According to a previous study, the main components of the coating
were MgO, HA and MgF [23].
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Figure 1. Microstructures of the MAO coatings, (a) cross-section morphologies, (b) surface morphologies.

Table 2. EDS analysis of the areas marked by A in Figure 1.

Position
Composition (at.%)

O F Mg P Ca

A 51.31 7.03 27.78 12.10 1.78

3.2. Electrochemical Test

Figure 2 shows the potentiodynamic polarization curves of the pure Mg and MAO-Mg.
From the curves, it can be found that the self-corrosion potential of MAO-Mg was much
higher than that of pure Mg, indicating that the tendency to be corroded was much lower
than that od pure Mg. The more left the curve was, the smaller the corrosion current
density was; therefore, it can also be found that the corrosion current density of MAO-Mg
was much smaller than that of pure Mg. Table 3 illustrates the Tafel fitting results of the
potentiodynamic polarization curves. The corrosion current densities of the pure Mg and
MAO-Mg were 5.630 µA/cm2 and 0.657 µA/cm2, respectively. The corrosion rates of pure
Mg and MAO-Mg were 0.324 mm/y and 0.038 mm/y, respectively. The corrosion rate of
pure Mg was improved by more than 8 times after the MAO treatment.

Table 3. Tafel fitting results of the potentiodynamic polarization curves.

Samples icorr (µA/cm2) E (V) Corrosion Rate (mm/y)

Pure Mg 5.630 −1.760 0.324
MAO-Mg 0.657 −1.690 0.038

Figure 3 shows the EIS curves of the samples. Figure 3a presents the relationship
between the real part and the imaginary part of the impedance. For the pure Mg, there is
one capacitance loop at the high and middle frequencies and one inductive loop at the low
frequency. For the MAO-Mg, there is mainly one capacitance loop. According to previous
reports, the diameter of the capacitance loop reflects the corrosion resistance of the samples.
The larger the diameter of the capacitance loop, the lower the corrosion rate of the samples.
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Figure 3b presents the Bode curves of the pure Mg and MAO-Mg. The larger the value of
the Bode curve, the better its corrosion resistance. The impedance modulus of the MAO-Mg
sample is much higher than that of the pure magnesium sample. In Figure 3c, the phase
angle at an intermediate frequency becomes higher and wider, indicating that MAO-Mg
samples have a better corrosion resistance. Figure 3d,e show the equivalent circuit of the
MAO magnesium sample and the pure magnesium sample, respectively. Rs is the solution
resistance, R1 indicates the resistance of the coating, CPE1 and CPE2 indicate constant phase
elements (CPEs) and R3 presents the pitting with inductance L. The fitting results of the
equivalent circuit are shown in Table 4. The R1 value of the MAO-Mg sample is much higher
than that of the pure magnesium sample, which indicates that the MAO coating has effectively
protected the matrix and that the MAO-Mg sample has good corrosion resistance.
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Table 4. Fitting results of the alloy from the impedance curves in Hank’s solution.

Materials
Rs

(Ω cm2)

CPE1
R1

(Ω cm2)

CPE2
R2

(Ω cm2)
R3

(Ω cm2)
L

(H cm−2)Y01
(µΩ−1 cm−2 s−1) n1

Y02
(µΩ−1 cm−2 s−1) n2

Pure Mg 21.99 149.30 0.48 140.6 16.86 0.80 20.35 × 103 198.2 × 103 4.45
MAO-Mg 3.72 × 10−3 9.95 0.48 1.90 × 103 1.79 0.71 151 × 103 - -

3.3. Immersion Test

The pH change and degradation rate results of MAO-Mg membrane and pure Mg
membrane immersed in Hank’s solution for 14 days are shown in Figure 4. It can be clearly
observed from Figure 4a that the pH values of both materials showed an upward trend on
the first day of immersion, but the pH values of MAO-Mg group were significantly lower
than those of pure Mg group. The pH value of the pure Mg group had exceeded 11.5 on
the second day, and decreased after 8 days, and decreased to 10.5 on the 12th day. The
pH value of MAO-Mg group was 9.5 on the second day of immersion, and kept a steady
downward trend every day. It can be seen from the degradation rate diagram (Figure 4b)
that the degradation rate of MAO-Mg sample is about 0.16 mm/y, and that of Mg sample
is about 0.50 mm/y.
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3.4. Immersion Experiment

After 14 days of immersion, the pure Mg samples and MAO-Mg samples were taken
out and observed after pickling, and their macroscopic corrosion morphologies are shown in
Figure 5a,b, respectively. The MAO-Mg sample basically maintains the original morphology,
and its coating is still clearly visible. The pure Mg sample was severely corroded, and a
small part of its edge had been corroded and peeled off; thus, a large number of pits can be
seen on the surface. The morphologies of the corroded samples were further observed by a
scanning electron microscope. The corrosion results of the pure Mg sample and MAO-Mg
sample are shown in Figure 5c,d, respectively. A layer of corrosion products was formed on
the surface of the pure Mg samples, indicating that the samples had been severely corroded.
A complete coating can still be observed on the surface of the MAO-Mg sample, showing
that there are no substantial corrosion products. This further indicates that the corrosion
resistance of the MAO-Mg sample is better.
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3.5. In Vitro Experiments
3.5.1. Cell Proliferation

Figure 6a shows the OD values of the three groups of MG63 cells detected by CCK-8
at different time points. With the extension of the culture time, the OD values of the three
groups were increased. After 24 h, there was no statistically significant difference between
the three groups. However, at the 48 h and 72 h time points, the OD value of the MAO-Mg
film group was higher than that of the blank group and the untreated Mg group, and the
difference is statistically significant. There was no significant difference between the blank
group and the Mg group, and MAO-Mg did not show significant cytotoxicity. With the
prolongation of the culture time, the proliferation of osteoblasts was better promoted than
that of untreated samples.

J. Funct. Biomater. 2022, 13, x FOR PEER REVIEW 10 of 18 
 

 

 
Figure 6. (a) CCK-8 results of the growth of the three groups of MG63 cells; (b) ALP activity of the 
three groups of MG63 cells. 

3.5.2. ALP Activity MEASUREMENT 
Figure 6b shows the ALP viability of the three groups of MG63 cells on days 5 and 7. 

On the 5th and 7th day, the activity of ALP in the blank group was the lowest. However, 
the ALP activity of the MAO-Mg film group was higher than that of the blank group and 
the untreated Mg group. This suggests that MAO coating can enhance the differentiation 
of osteoblasts. This result is consistent with the detection result of CCK-8. 

3.6. In Vivo Experiments 
During the preparation of the bone defect, the isolated bone block taken from the 

defect area is retained to prepare autologous bone powder to fill the defect area. After the 
defect area was filled with autologous bone powder evenly, the membrane materials were 
respectively covered in the defect area filled with autologous bone powder. A total of 48 
bone defect models were prepared in experimental rabbits and randomly divided into 
groups. According to the defect area grouping, the covering materials are as follows: the 
MAO pure magnesium film group, the blank control group and the pure titanium film 
group. Fix the four sides of the film with micro-nails. Keep a distance of at least 2 mm 
between the edges of adjacent films. Select diagonal lines for the covering positions of the 
same film materials. Close the surgical wound and suture it tightly. Figure 7 shows the 
whole surgical procedure. 

Figure 6. (a) CCK-8 results of the growth of the three groups of MG63 cells; (b) ALP activity of the
three groups of MG63 cells.



J. Funct. Biomater. 2022, 13, 298 9 of 16

3.5.2. ALP Activity Measurement

Figure 6b shows the ALP viability of the three groups of MG63 cells on days 5 and 7.
On the 5th and 7th day, the activity of ALP in the blank group was the lowest. However,
the ALP activity of the MAO-Mg film group was higher than that of the blank group and
the untreated Mg group. This suggests that MAO coating can enhance the differentiation
of osteoblasts. This result is consistent with the detection result of CCK-8.

3.6. In Vivo Experiments

During the preparation of the bone defect, the isolated bone block taken from the
defect area is retained to prepare autologous bone powder to fill the defect area. After
the defect area was filled with autologous bone powder evenly, the membrane materials
were respectively covered in the defect area filled with autologous bone powder. A total
of 48 bone defect models were prepared in experimental rabbits and randomly divided
into groups. According to the defect area grouping, the covering materials are as follows:
the MAO pure magnesium film group, the blank control group and the pure titanium film
group. Fix the four sides of the film with micro-nails. Keep a distance of at least 2 mm
between the edges of adjacent films. Select diagonal lines for the covering positions of the
same film materials. Close the surgical wound and suture it tightly. Figure 7 shows the
whole surgical procedure.
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Figure 7. Animal experimental operation process: (a) open the soft tissue and periosteum of the
skull top; (b) The round bone defect area was prepared; (c) Grind the autologous bone block into
autologous bone powder; (d) Autogenous bone powder was used to fill the defect area; (e) Cover the
film and fixation; (f) Suture.

The experimental rabbits did not take food on the operation day after the operation,
and their mental state was poor. Thus, the amount of activity was significantly lower
than that before surgery. However, the experimental rabbits ingested a small amount
of food on the first postoperative day. Meanwhile, after three days of observation, the
experimental animals have basically returned to a normal diet and activity. There were no
infections or deaths in the animals. The wound in the surgical area of the cranial parietal
bone of the experimental rabbits healed well. There was no obvious fever or swelling of
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the soft tissue around the incision, and no bloody exudation was seen. The wound healed
at an early stage after a week, and the sutures were found to have fallen off. The skull
parietal bone specimens obtained after execution showed that the micro-nails were well
fixed without falling off. The area of membranous material did not change significantly
at both the 2nd and 8th weeks. However, the thickness of the film gradually decreased
with increasing time.

Figure 8 shows the imaging results and changes of BV/TV in the defect area after
surgery in each group at each time period. From Figure 8a,c, it can be seen that the 2-week
MAO-Mg membrane group and the Ti membrane group had the traces of the modeling
during the operation, and some immature bone ossicles could be seen under the membrane
beam structure. Figure 8b shows that the hole preparation marks in the modeling area of
the blank control group are very obvious, and no mature bone trabecular structure appears.
Figure 8d,f also show that there is no significant difference between the images of the
MAO-Mg membrane group and the Ti membrane group at 2 weeks, as most of the traces of
modeling during the operation disappeared. The number of mature bone trabeculae under
the membrane of both groups was significantly increased compared with that at 2 weeks.
Meanwhile, at 8 weeks, both trabecular bones were denser and very similar. Figure 8e
shows that the blank control group also had mature bone trabecular tissue, and the bone
trabecular tissue was denser than that at 2 weeks. However, the density of the trabecular
bone in the blank control group was still lower than that in the MAO-Mg membrane group
and Ti membrane group.

The image selection operation area after micro-CT reconstruction was analyzed. One-
Way analysis of variance (ANOVA) was performed on the BV/TV around the defect area
covered by the same material at different time points, and the results are shown in Figure 8g.
The pairwise comparison of each group at 2 weeks and 8 weeks showed that the bone
mass per unit volume at 8 weeks was greater than that at 2 weeks, and the difference
was statistically significant (p < 0.05). One-way analysis of variance was performed on
the BV/TV of the defect areas of different covering membrane materials at the same time
point, and the results are shown in Figure 8h. At 2 weeks after operation, the BV/TV
measurement results in the defect area showed that the MAO-Mg membrane group and
pure titanium membrane group were significantly larger than the blank control group, and
the difference was statistically significant (p < 0.05). Furthermore, the MAO-Mg membrane
group was larger than the pure titanium film group, and the difference was also statistically
significant (p < 0.05). At the 8th week after operation, the MAO-Mg membrane and Ti
membrane groups were significantly larger than the blank control group, and the difference
was again statistically significant (p < 0.05). Meanwhile, there was no significant difference
between the MAO-Mg membrane group and the pure Ti film group (p > 0.05).

As shown in Figure 9, the hard tissue sections were placed under the laser confocal
microscope to observe the irregular band-shaped and circular calcein-labeled areas, and
they appeared to be fluorescent green under the microscope. It can be seen that, 2 weeks
after surgery, all three groups showed weaker fluorescent staining. There was no significant
difference in the fluorescent staining between the MAO-Mg membrane group and the Ti
membrane group. The fluorescent bands were brighter and continuous compared to the
blank control group. Compared with the blank control group, the MAO-Mg membrane
group and the Ti membrane group showed stronger fluorescent staining of the new bone
tissue under the membrane. At the 8th week after operation, the fluorescent staining of
each group was significantly enhanced compared with that of the 2-week group. The
fluorescent staining othe f MAO-Mg membrane group and the Ti membrane group was
brighter, more intense and more continuous. However, the fluorescence staining of the
blank control group was relatively weak and distributed.

Hard tissue sections of each group were stained with Van Gieson’s picric acid–acid fuchsin
and observed under a light microscope. There is new bone formation in the defect area (shown
in red color), as shown in Figure 10. It can be seen that, 2 weeks after the operation, the blank
control group still showed granular bone tissue, which was relatively scattered. Relatively
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continuous bone tissue appeared in the MAO-Mg membrane group and the Ti membrane
group. Eight weeks after the operation, a sheet-like new bone tissue was seen on the edge and
in the center of both the MAO-Mg membrane group and the Ti membrane group. Some of the
cavities near the edge of the material had overgrown with new bone tissue, probably because
there was more blood and interstitial fluid exchange at the edge of the material. There was
significantly less new bone tissue in the blank control group than there was in the MAO-Mg
membrane group and the Ti membrane group. However, compared with 2 weeks, all three
groups had more continuous and abundant bone tissue filling.
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surgery, (a,a1) 2-week MAO pure magnesium membrane group and Osteogenic height of bone defect,
(b,b1) 2-week blank control group and Osteogenic height of bone defect, (c,c1) 2-week pure titanium
membrane group and Osteogenic height of bone defect, (d,d1) 8-week MAO pure magnesium
membrane group, (e,e1) 8-week blank control group and Osteogenic height of bone defect, (f,f1)
8-week pure titanium membrane group and Osteogenic height of bone defect, (g) Changes in BV/TV
in the defect area at different time points after operation; (h) Changes in BV/TV in the defect area
after different treatments in the same time period (* p < 0.05).
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4. Discussion

Degradable metal Mg film has good biological safety and excellent mechanical proper-
ties, which makes its gradual application in GBR a continuous one [24–27]. The collagen
barrier membrane is also a common absorbable barrier membrane which possesses high
biological activity. During degradation, the problem of membrane collapse occurs fre-
quently. The excellent mechanical properties of degradable magnesium film can solve this
problem [28–30]. Previous studies have shown that pure magnesium barrier films meet the
necessary requirements for mechanical and biological safety in the treatment of GBR [11].
However, the degradation rate of magnesium is not controlled, and, as such, osteolysis
easily occurs, which invariably does not coincide with the time of osteogenesis and thus
hinders its wide application [14,31].

In order to solve this problem, we treated the surface of pure magnesium to reduce
its degradation rate. After the application of the MAO on the pure magnesium surface,
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evenly distributed micropores appeared on them. According to the EDS results, the main
components of the coating were MgO, HA and MgF2. Previous studies have shown that
the preparation of MgF2 on the surface of the magnesium matrix can effectively reduce
its corrosion rate, and the corrosion rate is about 20 times higher than that of untreated
samples [24,32]. The electrochemical data in this study show that the corrosion rate of
MAO-Mg is decreased by about 90% compared with that of pure Mg. Lin et al. [33] found
that, during the degradation process, the slow degradation rate can release the appropriate
magnesium ion concentration (of about 13.2 mM). This can not only improve the activity
and proliferation of cells but also help wound healing. The lower degradation speed can
make the human tissue gradually process or discharge the biodegradation products and
reduce the occurrence of adverse reactions [34].

To better understand the in vitro degradation behavior of the two samples, immersion
experiments were performed. The experimental results showed that the pH values of the
pure-Mg samples were higher than those of MAO-Mg. Meanwhile, since the surface of the
pure-Mg sample was not protected by coating, a cathodic reaction occurred, releasing OH-
ions and resulting in a higher pH value [35]. During the 14-day immersion experiment, the
pH of the pure-Mg samples did not increase continuously, which may be due to the easy
formation of stable hydroxides at high pH values. The sparse hydroxide layer can block
the contact between part of the electrolyte and the substrate, thus improving its corrosion
resistance [36,37]. The corrosion resistance of MAO-Mg is better than that of the pure-Mg
samples because the dense coating can delay gas evolution during its degradation [38],
thereby reducing the generation of air pockets and aiding in the integration of new bones
after implantation in the human body [25].

In vitro experiments have demonstrated that the MAO coating obviously improved
the corrosion resistance of Mg samples. However, our ultimate research objective was
to develop a magnesium membrane with a suitable degradation rate and good biosafety.
Therefore, the samples were tested for cytotoxicity and ALP in vitro. A previous study
showed that MAO coatings prepared with the same electrolyte do not only promote the
growth and reproduction of cells but also displayed the highest cell viability [23]. The
results of these experiments also showed that, with the increase in culture time, the MAO
coating could easily promote the proliferation of osteocytes. It can be seen from Figure 5a
that the cell viability index OD value of MAO-Mg at 72 h is the highest. The higher the
OD value, the greater the viability of the cells and the stronger their proliferation ability.
The ALP activity test is one of the most commonly used methods to detect early osteogenic
differentiation. The higher the ALP activity value, the better the osteogenicity. The ALP
activities of the MAO-Mg group were always higher than those of the other two groups, and
the differences were significant. Therefore, the osteogenic effect of the MAO-Mg group is
better. Some studies have also shown that the corrosion products produced by magnesium
alloys during the degradation process have antibacterial effects on three common bacterial
strains (Escherichia coli, Pseudomonas aeruginosa and Staphylococcus aureus) and can
equally improve the activity of bone cells [39].

Magnesium alloy has good biosafety, exhibits no chronic inflammation or other negative
phenomena after implantation and also possesses good bone regeneration ability [40,41].

Hence, to further analyze their osteogenic ability in vivo, two samples were implanted
in New Zealand rabbits in this study. The BV/TV ratio and BS/BV ratio were used to
evaluate the osteogenic ability. Higher BV/TV ratios indicate a higher bone volume, and
lower BS/BV ratios indicate a higher bone structure density. Taking Ti and the blank control
as the reference, the BV/TV ratio of the MAO-Mg group was the same as that of the Ti
group and higher than that of the control group. This indicates that the volume of new bone
formation in the MAO-Mg group was higher than that in the blank control group and was
similar to that in the Ti group, as shown in Figure 6. However, the BMD of the MAO-Mg
group was the lowest, which may be caused by osteolytic reaction at the implantation site
or incomplete mineralized callus [42]. The imaging scan results of the MAO-Mg and Ti at
8 weeks showed a mature and compact trabecular bone structure. Previous studies have
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shown that Mg alloys have a positive effect on the increase in new bones [43–45], and this
is also consistent with our findings.

This experiment evaluated the in vitro biosafety, degradation process and in vivo
guided bone regeneration of magnesium films with MAO coating. However, its in vitro
mechanical properties and in vivo degradation process have not been evaluated due to
the limited number of animal samples. In the follow-up experiments, in vitro mechanical
experiments and in vivo biodegradation tests will be conducted.

In the overall analysis, MAO-Mg has a suitable degradation rate and biosafety, as
well as an excellent ability to guide bone regeneration, which meets the requirements for
application in GBR. In addition, MAO-Mg is more suitable for clinical applications. Thus,
in order to make them more effective in improving the bone regeneration ability, further
research is underway.

5. Conclusions

In this paper, the in vitro degradation of pure magnesium membranes coated with
MAO coating was investigated, and the cytotoxicity was analyzed. At the same time,
combined with in vivo experiments, the effect of MAO-Mg on the new bone formation was
studied in depth, and the following conclusions were drawn:

(1) The corrosion resistance of MAO-Mg was better than that of uncoated pure magne-
sium. After 14 days of immersion, the degradation rate of the MAO-Mg sample was about
0.16 mm/y, which was about one-third of that of the pure magnesium sample.

(2) MAO-Mg did not show obvious cytotoxicity, and the ALP activity was higher than
that of the blank group and the untreated Mg group. MAO coating could enhance the
differentiation of osteoblasts.

(3) The MAO-Mg membrane showed better biological activity than the pure titanium
membrane in the early stage of implantation (within 2 weeks after the operation) and
showed relatively better bone regeneration ability. At 8 weeks after the operation, the
bone regeneration abilities of the pure magnesium membrane and the pure titanium
membrane were similar due to the exposure of the magnesium membrane. Therefore, the
pure magnesium film whose surface is treated by MAO has good application prospects for
guided bone regeneration.

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

Funding: This work was supported by the National Natural Science Foundation of China (No. 52001034).

Institutional Review Board Statement: The study was conducted in accordance with the Helsinki
Declaration and approved by the Ethics Committee of Zhongshan Hospital affiliated to Dalian
University. The program number is DW2018-045 and the approval date is 18 February 2018.

Informed Consent Statement: Not applicable.

Data Availability Statement: Not applicable.

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

References
1. Yoshikawa, G.; Murashima, Y.; Wadachi, R.; Sawada, N.; Suda, H. Guided bone regeneration (GBR) using membranes and calcium

sulphate after apicectomy: A comparative histomorphometrical study. Int. Endod. J. 2020, 35, 255–263. [CrossRef] [PubMed]
2. Carpio, L.; Loza, J.; Lynch, S.; Genco, R. Guided Bone Regeneration Around Endosseous Implants With Anorganic Bovine Bone

Mineral. A Randomized Controlled Trial Comparing Bioabsorbable Versus Non-Resorbable Barriers. J. Periodontol. 2000, 71,
1743–1749. [CrossRef] [PubMed]

3. Rakhmatia, Y.D.; Ayukawa, Y.; Furuhashi, A.; Koyano, K. Current barrier membranes: Titanium mesh and other membranes for
guided bone regeneration in dental applications. J. Prosthodont. Res. 2013, 57, 3–14. [CrossRef] [PubMed]

http://doi.org/10.1046/j.1365-2591.2002.00473.x
http://www.ncbi.nlm.nih.gov/pubmed/11985677
http://doi.org/10.1902/jop.2000.71.11.1743
http://www.ncbi.nlm.nih.gov/pubmed/11128923
http://doi.org/10.1016/j.jpor.2012.12.001
http://www.ncbi.nlm.nih.gov/pubmed/23347794


J. Funct. Biomater. 2022, 13, 298 15 of 16

4. Sumida, T.; Otawa, N.; Kamata, Y.U.; Kamakura, S.; Mtsushita, T.; Kitagaki, H.; Mori, S.; Sasaki, K.; Fujibayashi, S.; Takemoto, M.;
et al. Custom-made titanium devices as membranes for bone augmentation in implant treatment: Clinical application and the
comparison with conventional titanium mesh. J. Craniomaxillofac. Surg. 2015, 43, 2183–2188. [CrossRef] [PubMed]

5. Ambrogio, G.; Sgambitterra, E.; De Napoli, L.; Gagliardi, F.; Fragomeni, G.; Piccininni, A.; Gugleilmi, P.; Palumbo, G.; Sorgente,
D.; La Barbera, L.; et al. Performances Analysis of Titanium Prostheses Manufactured by Superplastic Forming and Incremental
Forming. Procedia Eng. 2017, 183, 168–173. [CrossRef]

6. Hürzeler, M.B.; Kohal, R.J.; Naghshbandi, J.; Mota, L.F.; Conradt, J.; Hutmacher, D.; Caffesse, R.G. Evaluation of a new
bioresorbable barrier to facilitate guided bone regeneration around exposed implant threads. An experimental study in the
monkey. Int. J. Oral Maxillofac. Surg. 1998, 27, 0901–5027. [CrossRef]

7. Zheng, Y.F.; Gu, X.N.; Witte, F. Biodegradable metals. Mater. Sci. Eng. R Rep. 2014, 77, 1–34. [CrossRef]
8. Song, G.; Song, S. A Possible Biodegradable Magnesium Implant Material. Adv. Eng. Mater. 2007, 9, 298–302. [CrossRef]
9. Lin, D.J.; Hung, F.Y.; Lee, H.P.; Yeh, M.L. Development of a Novel Degradation-Controlled Magnesium-Based Regeneration

Membrane for Future Guided Bone Regeneration (GBR) Therapy. Metals 2017, 7, 481. [CrossRef]
10. Kim, B.J.; Piao, Y.; Wufuer, M.; Son, W.-C.; Choi, T.H. Biocompatibility and Efficiency of Biodegradable Magnesium-Based Plates

and Screws in the Facial Fracture Model of Beagles. J. Oral Maxillofac. Surg. 2018, 76, 1055.e1–1055.e9. [CrossRef]
11. Rider, P.; Kacarevic, Z.P.; Elad, A.; Tadic, D.; Rothamel, D.; Sauer, G.; Bornert, F.; Windisch, P.; Hangyasi, D.B.; Molnar, B.; et al.

Biodegradable magnesium barrier membrane used for guided bone regeneration in dental surgery. Bioact. Mater. 2022, 14,
152–168. [CrossRef] [PubMed]

12. Wen, C.; Guan, S.; Peng, L.; Ren, C.; Wang, X.; Hu, Z. Characterization and degradation behavior of AZ31 alloy surface modified
by bone-like hydroxyapatite for implant applications. Appl. Surf. Sci. 2009, 255, 6433–6438. [CrossRef]

13. Wu, S.; Jang, Y.-S.; Kim, Y.-K.; Kim, S.-Y.; Ko, S.-O.; Lee, M.-H. Surface Modification of Pure Magnesium Mesh for Guided Bone
Regeneration: In Vivo Evaluation of Rat Calvarial Defect. Materials 2019, 12, 2684. [CrossRef] [PubMed]

14. Chen, J.; Zhang, Y.; Ibrahim, M.; Etim, I.P.; Tan, L.; Yang, K. In vitro degradation and antibacterial property of a copper-containing
micro-arc oxidation coating on Mg-2Zn-1Gd-0.5Zr alloy. Colloids Surf. B Biointerfaces 2019, 179, 77–86. [CrossRef]

15. Spencer, K.; Fabijanic, D.M.; Zhang, M.X. The use of Al–Al2O3 cold spray coatings to improve the surface properties of magnesium
alloys. Surf. Coat. Technol. 2009, 204, 336–344. [CrossRef]

16. Kacarevic, Z.P.; Rider, P.; Elad, A.; Tadic, D.; Rothamel, D.; Sauer, G.; Bornert, F.; Windisch, P.; Hangyasi, D.B.; Molnar, B.; et al.
Biodegradable magnesium fixation screw for barrier membranes used in guided bone regeneration. Bioact. Mater. 2022, 14, 15–30.
[CrossRef]

17. Liu, Z.; Gao, W. Electroless nickel plating on AZ91 Mg alloy substrate. Surf. Coat. Technol. 2006, 200, 5087–5093. [CrossRef]
18. Wan, P.; Tan, L.; Yang, K. Surface Modification on Biodegradable Magnesium Alloys as Orthopedic Implant Materials to Improve

the Bio-adaptability: A Review. J. Mater. Sci. Technol. 2016, 32, 827–834. [CrossRef]
19. Liang, J.; Hu, L.; Hao, J. Improvement of corrosion properties of microarc oxidation coating on magnesium alloy by optimizing

current density parameters. Appl. Surf. Sci. 2007, 253, 6939–6945. [CrossRef]
20. Chen, J.; Zhu, X.; Etim, I.P.; Siddiqui, M.A.; Su, X. Comparative study of the effects of MAO coating and Ca-P coating on the

biodegradation and biocompatibility of Mg69Zn27Ca4 metal glass. Mater. Technol. 2022, 37, 21–37. [CrossRef]
21. Chen, J.; Xu, Y.; Kolawole, S.K.; Wang, J.; Su, X.; Tan, L.; Yang, K. Systems, Properties, Surface Modification and Applications of

Biodegradable Magnesium-Based Alloys: A Review. Materials 2022, 15, 5031. [CrossRef] [PubMed]
22. Liu, Y.; Cheng, X.; Wang, X.; Sun, Q.; Wang, C.; Di, P.; Lin, Y. Micro-arc oxidation-assisted sol-gel preparation of calcium

metaphosphate coatings on magnesium alloys for bone repair. Mater. Sci. Eng. C Mater. Biol. Appl. 2021, 131, 112491. [CrossRef]
[PubMed]

23. Wang, W.; Wan, P.; Liu, C.; Tan, L.; Li, W.; Li, L.; Yang, K. Degradation and biological properties of Ca-P contained micro-arc
oxidation self-sealing coating on pure magnesium for bone fixation. Regen. Biomater. 2015, 2, 107–118. [CrossRef] [PubMed]

24. Barbeck, M.; Kuhnel, L.; Witte, F.; Pissarek, J.; Precht, C.; Xiong, X.; Krastev, R.; Wegner, N.; Walther, F.; Jung, O. Degradation,
Bone Regeneration and Tissue Response of an Innovative Volume Stable Magnesium-Supported GBR/GTR Barrier Membrane.
Int. J. Mol. Sci. 2020, 21, 3098. [CrossRef]

25. Jung, O.; Hesse, B.; Stojanovic, S.; Seim, C.; Weitkamp, T.; Batinic, M.; Goerke, O.; Kacarevic, Z.P.; Rider, P.; Najman, S.; et al.
Biocompatibility Analyses of HF-Passivated Magnesium Screws for Guided Bone Regeneration (GBR). Int. J. Mol. Sci. 2021,
22, 12567. [CrossRef]

26. Byun, S.-H.; Lim, H.-K.; Kim, S.-M.; Lee, S.-M.; Kim, H.-E.; Lee, J.-H. The Bioresorption and Guided Bone Regeneration of
Absorbable Hydroxyapatite-Coated Magnesium Mesh. J. Craniofacial Surg. 2017, 28, 518–523. [CrossRef]

27. Steigmann, L.; Jung, O.; Kieferle, W.; Stojanovic, S.; Proehl, A.; Gorke, O.; Emmert, S.; Najman, S.; Barbeck, M.; Rothamel,
D. Biocompatibility and Immune Response of a Newly Developed Volume-Stable Magnesium-Based Barrier Membrane in
Combination with a PVD Coating for Guided Bone Regeneration (GBR). Biomedicines 2020, 8, 636. [CrossRef]

28. Naenni, N.; Sapata, V.; Bienz, S.P.; Leventis, M.; Jung, R.E.; Hammerle, C.H.F.; Thoma, D.S. Effect of flapless ridge preservation
with two different alloplastic materials in sockets with buccal dehiscence defects-volumetric and linear changes. Clin. Oral
Investig. 2018, 22, 2187–2197. [CrossRef]

http://doi.org/10.1016/j.jcms.2015.10.020
http://www.ncbi.nlm.nih.gov/pubmed/26603108
http://doi.org/10.1016/j.proeng.2017.04.057
http://doi.org/10.1016/S0901-5027(05)80623-X
http://doi.org/10.1016/j.mser.2014.01.001
http://doi.org/10.1002/adem.200600252
http://doi.org/10.3390/met7110481
http://doi.org/10.1016/j.joms.2018.01.015
http://doi.org/10.1016/j.bioactmat.2021.11.018
http://www.ncbi.nlm.nih.gov/pubmed/35310351
http://doi.org/10.1016/j.apsusc.2008.09.078
http://doi.org/10.3390/ma12172684
http://www.ncbi.nlm.nih.gov/pubmed/31443441
http://doi.org/10.1016/j.colsurfb.2019.03.023
http://doi.org/10.1016/j.surfcoat.2009.07.032
http://doi.org/10.1016/j.bioactmat.2021.10.036
http://doi.org/10.1016/j.surfcoat.2005.05.023
http://doi.org/10.1016/j.jmst.2016.05.003
http://doi.org/10.1016/j.apsusc.2007.02.010
http://doi.org/10.1080/10667857.2020.1814061
http://doi.org/10.3390/ma15145031
http://www.ncbi.nlm.nih.gov/pubmed/35888498
http://doi.org/10.1016/j.msec.2021.112491
http://www.ncbi.nlm.nih.gov/pubmed/34857277
http://doi.org/10.1093/rb/rbu014
http://www.ncbi.nlm.nih.gov/pubmed/26816635
http://doi.org/10.3390/ijms21093098
http://doi.org/10.3390/ijms222212567
http://doi.org/10.1097/SCS.0000000000003383
http://doi.org/10.3390/biomedicines8120636
http://doi.org/10.1007/s00784-017-2309-6


J. Funct. Biomater. 2022, 13, 298 16 of 16

29. Mir-Mari, J.; Wui, H.; Jung, R.E.; Hammerle, C.H.; Benic, G.I. Influence of blinded wound closure on the volume stability of
different GBR materials: An in vitro cone-beam computed tomographic examination. Clin. Oral Implant. Res. 2016, 27, 258–265.
[CrossRef]

30. Ezechieli, M.; Meyer, H.; Lucas, A.; Helmecke, P.; Becher, C.; Calliess, T.; Windhagen, H.; Ettinger, M. Biomechanical Properties of
a Novel Biodegradable Magnesium-Based Interference Screw. Orthop. Rev. (Pavia) 2016, 8, 6445. [CrossRef]

31. Zhen, Z.; Xi, T.-f.; Zheng, Y.-f. A review on in vitro corrosion performance test of biodegradable metallic materials. Trans.
Nonferrous Met. Soc. China 2013, 23, 2283–2293. [CrossRef]

32. Yan, Z.Y.; Zhu, J.H.; Liu, G.Q.; Liu, Z.C.; Guo, C.B.; Cui, N.H.; Han, J.M. Feasibility and Efficacy of a Degradable Magnesium-Alloy
GBR Membrane for Bone Augmentation in a Distal Bone-Defect Model in Beagle Dogs. Bioinorg Chem. Appl. 2022, 2022, 4941635.
[CrossRef] [PubMed]

33. Lin, D.J.; Hung, F.Y.; Yeh, M.L.; Lui, T.S. Microstructure-modified biodegradable magnesium alloy for promoting cytocompatibility
and wound healing in vitro. J. Mater. Sci. Mater. Med. 2015, 26, 248. [CrossRef] [PubMed]

34. Razavi, M.; Huang, Y. Assessment of magnesium-based biomaterials: From bench to clinic. Biomater. Sci. 2019, 7, 2241–2263.
[CrossRef]

35. Ng, W.F.; Chiu, K.Y.; Cheng, F.T. Effect of pH on the in vitro corrosion rate of magnesium degradable implant material. Mater. Sci.
Eng. C 2010, 30, 898–903. [CrossRef]

36. Song, G.; Atrens, A.; John, D.S.; Wu, X.; Nairn, J. The anodic dissolution of magnesium in chloride and sulphate solutions. Corros.
Sci. 1997, 39, 1981–2004. [CrossRef]

37. Salleh, S.H.; Thomas, S.; Yuwono, J.A.; Venkatesan, K.; Birbilis, N. Enhanced hydrogen evolution on Mg (OH)2 covered Mg
surfaces. Electrochim. Acta 2015, 161, 144–152. [CrossRef]

38. Durisin, M.; Reifenrath, J.; Weber, C.M.; Eifler, R.; Maier, H.J.; Lenarz, T.; Seitz, J.-M. Biodegradable nasal stents (MgF2-coated
Mg–2 wt %Nd alloy)—A long-term in vivo study. J. Biomed. Mater. Res. Part B Appl. Biomater. 2017, 105, 350–365. [CrossRef]

39. Robinson, D.A.; Griffith, R.W.; Shechtman, D.; Evans, R.B.; Conzemius, M.G. In vitro antibacterial properties of magnesium metal
against Escherichia coli, Pseudomonas aeruginosa and Staphylococcus aureus. Acta Biomater. 2010, 6, 1869–1877. [CrossRef]

40. Rider, P.; Kacarevic, Z.P.; Elad, A.; Rothamel, D.; Sauer, G.; Bornert, F.; Windisch, P.; Hangyasi, D.; Molnar, B.; Hesse, B.; et al.
Analysis of a Pure Magnesium Membrane Degradation Process and Its Functionality When Used in a Guided Bone Regeneration
Model in Beagle Dogs. Materials 2022, 15, 3106. [CrossRef] [PubMed]

41. Waizy, H.; Diekmann, J.; Weizbauer, A.; Reifenrath, J.; Bartsch, I.; Neubert, V.; Schavan, R.; Windhagen, H. In vivo study of a
biodegradable orthopedic screw (MgYREZr-alloy) in a rabbit model for up to 12 months. J. Biomater. Appl. 2013, 28, 667–675.
[CrossRef] [PubMed]

42. Dziuba, D.; Meyer-Lindenberg, A.; Seitz, J.M.; Waizy, H.; Angrisani, N.; Reifenrath, J. Long-term in vivo degradation behaviour
and biocompatibility of the magnesium alloy ZEK100 for use as a biodegradable bone implant. Acta Biomater. 2013, 9, 8548–8560.
[CrossRef]

43. Höh, N.V.D.; Bormann, D.; Lucas, A.; Denkena, B.; Hackenbroich, C.; Meyer-Lindenberg, A. Influence of Different Surface
Machining Treatments of Magnesium-based Resorbable Implants on the Degradation Behavior in Rabbits. Adv. Eng. Mater. 2009,
11, B47–B54. [CrossRef]

44. Song, G.; Atrens, A. Understanding Magnesium Corrosion—A Framework for Improved Alloy Performance. Adv. Eng. Mater.
2003, 5, 837–858. [CrossRef]

45. Thomann, M.; Krause, C.; Bormann, D.; von der Höh, N.; Windhagen, H.; Meyer-Lindenberg, A. Comparison of the resorbable
magnesium. alloys LAE442 und MgCa0.8 concerning their mechanical properties, their progress of degradation and the
bone-implant-contact after 12 months implantation duration in a rabbit model. Mater. Und Werkst. 2009, 40, 82–87. [CrossRef]

http://doi.org/10.1111/clr.12590
http://doi.org/10.4081/or.2016.6445
http://doi.org/10.1016/S1003-6326(13)62730-2
http://doi.org/10.1155/2022/4941635
http://www.ncbi.nlm.nih.gov/pubmed/35371192
http://doi.org/10.1007/s10856-015-5572-6
http://www.ncbi.nlm.nih.gov/pubmed/26411444
http://doi.org/10.1039/C9BM00289H
http://doi.org/10.1016/j.msec.2010.04.003
http://doi.org/10.1016/S0010-938X(97)00090-5
http://doi.org/10.1016/j.electacta.2015.02.079
http://doi.org/10.1002/jbm.b.33559
http://doi.org/10.1016/j.actbio.2009.10.007
http://doi.org/10.3390/ma15093106
http://www.ncbi.nlm.nih.gov/pubmed/35591440
http://doi.org/10.1177/0885328212472215
http://www.ncbi.nlm.nih.gov/pubmed/23292720
http://doi.org/10.1016/j.actbio.2012.08.028
http://doi.org/10.1002/adem.200800273
http://doi.org/10.1002/adem.200310405
http://doi.org/10.1002/mawe.200800412

	Introduction 
	Materials and Methods 
	Materials Preparation 
	Alloy Preparation 
	Coating Fabrication 

	Microstructural Characterization 
	Electrochemical Test 
	Immersion Test 
	Cell Tests 
	Cytotoxicity 
	ALP Test 

	In Vivo Test 

	Results 
	Microstructural Characterization 
	Electrochemical Test 
	Immersion Test 
	Immersion Experiment 
	In Vitro Experiments 
	Cell Proliferation 
	ALP Activity Measurement 

	In Vivo Experiments 

	Discussion 
	Conclusions 
	References

