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ement in the mechanical
properties of polydopamine/polyacrylamide
hydrogel mediated human amniotic membrane
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Xiu-Zhi Tang, c Jing Wang *d and Zenghui Mao*a

Human amniotic membrane (hAM) is a promising material for tissue engineering due to several benefits,

including desirable biocompatibility, stem cell source, antibacterial activity, etc. However, because of its

low elasticity, the clinical application of hAM is severely restricted. To solve this issue, we employed

polydopamine/polyacrylamide (PDA/PAM) hydrogels to toughen hAM. The test results indicated that the

PDA/PAM hydrogel can enhance the toughness of hAM dramatically due to the formation of abundant

chemical bonds and the strong mechanical properties of the hydrogel itself. Compared to pure hAM, the

break elongation and tensile strength of PDA/PAM-toughened hAM rose by 154.15 and 492.31%,

respectively. And most importantly, the fracture toughness was almost 15 times higher than untreated

hAM. In addition, the cytotoxicity of the PDA/PAM-coated hAM was not detected due to the superior

biocompatibility of the chemicals used in the study. Treating hAM with adhesive hydrogels to increase its

mechanical characteristics will further promote the application of hAM as a tissue engineering material.
1 Introduction

The prevalence of intrauterine adhesions, a troublesome gyne-
cological disease that poses a signicant risk to women's
reproductive health, is one of the most pressing issues facing
gynecologists today.1–5 Human amniotic membrane (hAM) is an
ideal material with great potential to prevent postoperative
adhesion because of its natural biocompatibility and unique
properties, such as self-contained stem cells, antibacterial
properties, and exibility. Clinical studies have demonstrated
that hAM can treat moderate and severe intrauterine adhesions
with specic feasibility and safety benets, as the stem cells in
hAM could effectively promote the repair of endometriosis.6–9

Furthermore, treating intrauterine adhesions with hAM can
restore the self-repairing ability of the endometrium and restore
the normal menstrual and reproductive functions of
women.10–14 However, the mechanical properties, particularly
the tensile property of the hAMs used in surgeries, are insuffi-
cient, severely restricting the promotion and application of
hAMs.15–18
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Hydrogel is a material that contains a large amount of water
in an internal three-dimensional network, and it has similar
physical and biological properties to the extracellular matrix,
making it an ideal bioadhesive material for various tissues.19–26

Hydrogels' superior adhesion, biocompatibility, degradation,
and antibacterial properties have led to rapid advancements in
the eld of bioadhesion in recent years.27 Hydrogel's adjustable
adhesion strength and designed surface chemical groupmake it
applicable in various substrates, and the biocompatibility of the
hydrogel can prevent negative effects on the body, which is ex-
pected to enhance the further development of hydrogel in the
biomedical eld.28–30 Combining high-toughness adhesive
hydrogel with hAM by optimizing the interface is supposed to
improve the mechanical properties of hAM and maintain the
biocompatibility of hAM.27,31–34

In recent years, with the in-depth study of the natural bio-
adhesion mechanism, many biomimetic adhesion surfaces
have been designed to solve problems such as wet tissue
adhesion, which provides a research basis for the surface
adhesion and toughening of hAM. Inspired by the adhesion
mechanism of mussels, scientists have studied a series of
substances containing catechol groups.35–37 Previous studies
have shown that hydrogels containing catechol groups form
covalent bonds, metal coordination bonds or hydrogen bonds
with different materials, forming strong adhesion.33,35,36,38–41 In
principle, catechol is easily oxidized to form active quinones,
which could trigger secondary reactions with macromolecules
containing amino or sulydryl groups through Michael addi-
tion reactions or Schiff base reactions, resulting in protein
RSC Adv., 2023, 13, 3635–3642 | 3635
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Fig. 1 Synthetic route of PDA/PAM hydrogel.
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View Article Online
crosslinking and tissue adhesion. Therefore, amino groups in
biological tissues can react with catechol groups in hydrogels to
form imine bonds at the interface.36

Polyacrylamide (PAM), an easy-to-fabricated and low-cost
hydrogel with abundant active –NH2 group, is feasible for
tissue engineering due to its conformal characteristic and
biocompatibility. Nevertheless, the pure PAM is usually brittle
and weak when suffering from external tensile strain because of
the low crosslinking points and weak interaction among poly-
mer chains. Therefore, the poor stretchability of PAM makes it
hard to meet the essential requirement of adhesion for most
so tissues. Previous works have conrmed that incorporating
polydopamine (PDA, containing abundant catechol groups) into
PAM chains could improve the mechanical and adhesive
performances of PDA/PAM hydrogel remarkably.42–45 The highly
ductile PDA/PAM hydrogel exhibits excellent self-healing ability,
strong cell affinity and desirable wound closure.46 Whereas the
application environment for the PDA/PAM hydrogel in Lu's
work is restricted to in vitro skin, which is distinctly different
from the so and wet tissue such as hAM. Traditional hydrogels
typically have weak adhesion to moisture and exible biological
tissues.47,48 Hydrogels have poor surface energy and adhesion
strength because the high water content of the matrix prevents
the hydrogels from making direct contact with the substrates.48

Consequently, it is clinically signicant to design and fabricate
a bioadhesive material that can rmly adhere to wet tissues to
prevent tissue adhesion.48–51 Despite the PDA/PAM and its
derivative being exploited for tissue engineering, the previous
works mainly focused on the function of hydrogels themselves.
However, the capacity of adhesive hydrogels to endow
substrates with improved stretchability has failed to demon-
strate, which is vital to the application of hAM.

Therefore, in this work, PDA/PAM hydrogel is fabricated and
adhered to hAM. Due to the introduction of PDA increasing the
number of hydrophilic groups, the swelling performance was
improved accordingly. Moreover, more hydrogen bonds
between hydrogels and substrates enhance the adhesion
strength compared to pure PAM. For the mechanical property,
as compared to the unmodied PAM, the PDA/PAM-toughened
hAMs have more than twice the elongation at break and tensile
strength. In particular, the fracture toughness is about 10 times
higher than the hAM. Because of the elaborately selected
chemicals for the fabrication of PDA/PAM, the treated hAM has
no cytotoxicity.

2 Results and discussion

In the experiment of preparing PDA/PAM hydrogel, dopamine
will be oxidized, and catechol on the benzene ring will be
oxidized to benzoquinone in an aerobic alkaline environment.
Aer the self-polymerization, the polydopamine was success-
fully obtained and the solution gradually changed from color-
less to brown, thus forming the rst hydrogel network. Aer
introducing PAM networks, the phenolic hydroxyl groups of
polydopamine interact with the amino groups of acrylamide via
covalent bonds or hydrogen bonds; meanwhile, the oxidized
benzoquinone also reacts with the amino groups by a Schiff
3636 | RSC Adv., 2023, 13, 3635–3642
base reaction. Thus, the PDA/PAM double network hydrogel can
be obtained, as shown in Fig. 1.

Similarly, in the experiment of toughening amniotic
membrane with PDA/PAM hydrogel (Fig. 2), the Schiff base
reaction and Michael addition reaction are two primary reac-
tions between hydrogel and tissue surface nucleophile (−SH, –
NH2). Specically, the formed semi-benzoquinone or benzo-
quinone structure can react with amino groups and sulydryl
groups on the amniotic membrane surface by Michael addition
reaction or Schiff base reaction. At the same time, phenol on
PDA and carbonyl on PAM can also form hydrogen bonds with
amino groups, providing a non-covalent interaction and
enhancing surface adhesion to tissues.

Fig. 3 is the FTIR of PDA, PAM, pure hAM and PDA/PAM-
treated hAM. For the PDA, three peaks located at 1286, 1508
and 1602 ascribed to the –OH, aromatic ring and –C–N,
respectively. For PAM, 1415, 1452 and 1625 corresponding to –

C–N (stretching of primary amide), –CH2 (in-plane scissoring)
and –C–N– (primary amine) can be observed.46 Five character-
istic absorption peaks appeared in the curve of pure hAM:
amide A band, amide B band, amide I band, amide II band, and
amide III bands. Specically, the absorption peak of the amide
A band located at 3296 cm−1 belongs to the N–H characteristic
vibration. And the absorption peak of the amide B band
appeared at 3076 cm−1 is ascribed to the CH2 asymmetric
stretching vibration. While the absorption peak of the amide I
band centered at 1636 cm−1 is the C]O stretching vibration.
The collagen molecule's characteristic peak of a-helix structure
is also observed from 1600 to 1700 cm−1.52,53 Since all peptide
bonds in the peptide chain can form hydrogen bonds, the
structure of a-helix is believed to be very stable. The absorption
peak corresponding to the typical amide II band is 1541 cm−1

due to the C–N stretching and the N–H bending vibration.
Furthermore, the peak at 1237 cm−1 is caused by the N–H

bending vibration. All the peaks mentioned above implies the
hAM contains numerous hydrophilic groups, which is conve-
nient for the subsequent hydrogel attachment. Aer being
© 2023 The Author(s). Published by the Royal Society of Chemistry
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Fig. 2 Schematic illustration of hydrogel-modified hAM.

Fig. 3 (a) FTIR of hAM and PDA/PAM modified hAM; (b) digital photos
of hAM before and after treatment; surface morphologies of hAM (c
and d) and PDA/PAM treated hAM (e and f).

Fig. 4 Adhesion state of PAM and PDA/PAM toward the glass substrate
(a); peel curves of PAM and PDA/PAM hydrogel attached on glass (b),
polyethylene terephthalate (PET) (c) and pig skin (d); adhesion strength
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treated by PDA/PAM hydrogel, the peak of the amide A band
shied to 3281 cm−1, which is lower than that of pure hAM,
suggesting the strong interaction between the N–H group of
collagen molecule and the C]O group of the hydrogel.
Compared to the FTIR curve of hAM, there are two peaks at
1325 cm−1 (amide III band) and 1080 cm−1 (C–C asymmetric
stretching) originating from PAM can be seen in the curve of
hydrogel-treated hAM. Accordingly, the absorption peak of the
amide B band shis from 3076 to 3089 cm−1. The absorption of
the amide I band blue shis to 1647 cm−1 as compared to the
pure hAM, which may be caused by partial denaturation of
collagen to reduce the bond length of C]O. Based on the
principle of FTIR, the stretching vibration is inversely
© 2023 The Author(s). Published by the Royal Society of Chemistry
proportional to the square root of the bond length, so the typical
blue shi occurred. Correspondingly, the amide II is 1534.
Moreover, the photo permeability of the modied hAM samples
was generally lower than that of pure hAMs due to the thicker
PDA/PAM-treated hAM and the darker color (Fig. 3b).

Furthermore, the surface morphologies of as-received hAM
and hydrogel-modied hAM were investigated by SEM images.
As shown in Fig. 3c, the surface of freeze-dried pure hAM is
rough and many holes with very thin walls formed as a result of
a serious dehydration process. Observed from the insert map of
Fig. 3c, many brous stands regarded as collagenous bers
protruded from the membrane. The at areas without wrinkles
presented in Fig. 3d are clean and smooth, but several brous
structures can still be seen. Comparatively, for the PDA/PAM
treated hAM, both Fig. 3d and partially enlarged details dis-
played relatively at surfaces, due to the lled effect from the
attached polymer. The further magnied image shown in
Fig. 3d indicated the rough hAM surface decorated with
agglomerated polymers.

The surface hydrophilicity and abundant precursor of
hydrogen bonds would offer the hydrogel desirable adhesion to
substrates (Fig. 4a). The test details for evaluating adhesion
property were described in the experimental section, and the
stress–strain curves of PAM and PDA/PAM were recorded
through the lap shear test (Fig. 4b–e). As shown in Fig. 4b, the
adhesion strength provided by PDA/PAM hydrogel for the glass
substrate is 7.73 Pa, much higher than 4.8 Pa of PAM hydrogel.
When the substrate was changed to the typical plastic material,
for example, a PET board, we found the adhesion strength of
PET-PDA/PAM fell to 2.55 Pa, which is still higher than PET-
PAM of 0.68 Pa (Fig. 4c). In comparison, the adhesive strength
of PDA/PAM to pig skin is calculated to be 6.14 Pa (Fig. 4d),
while PAM hydrogel cannot adhere to pigskin at all. The
experimental results show that PDA/PAM hydrogel exhibits
broad adhesion towards glass plate (inorganic material), PET
plate (organic material) and pigskin (biological material).
Moreover, compared to pure PAM hydrogel, PDA/PAM hydrogel
shows stronger adhesive strength, suggesting that
of PAM and PDA/PAM on glass substrate, PET and pig skin (e).

RSC Adv., 2023, 13, 3635–3642 | 3637
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Fig. 6 Tensile curves (a), mechanical performances of (b) and swelling
performances of hAM and PDA/PAM modified hAM (c).
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incorporating PDA can effectively improve the interaction
between hydrogel and substrate.

The adhesive hydrogel is supposed to be the ideal tough-
ening material for the weak hAM, and its intrinsic mechanical
property plays a vital role in the nal toughness performance.
Fig. 5a shows that the neat PAM hydrogel can be stretched from
an initial 5 cm to a breaking length of 9.5 cm with a corre-
sponding elongation of 90%. While the PDA/PAM hydrogel can
be stretched from 3 cm to 8 cm (Fig. 5b) and realize a further
improved elongation of 166%, indicating the introduction of
PDA can improve the tensile property of hydrogel signicantly.
As shown in Fig. 5c–d, in addition to the elongation, the tensile
strength values of PAM and PDA/PAM hydrogel are 0.026 and
0.084 M076Pa, respectively. This is because the added DA is
readily oxidized under the alkaline condition to generate active
dopaquinone groups. These active groups could further self-
polymerize or react with –NH2 via Michael addition or Schiff
base reaction, thereby forming a crosslinked and dual network
structure between PDA and PAM chains. Moreover, many
physical crosslinking points generate via p–p interactions or
hydrogen bonds due to the catechol group from polydopamine
and –NH2 groups from PAM. In principle, the interlocked
structure and the intensive hydrogen bonds in the hydrogel
could dissipate external stress and increase the stretch property
during the deformation.

The hAM has excellent potential in tissue engineering due to
its superior biocompatibility and abundant stem cells.
However, the poor mechanical performance, especially for its
tensile property, has severely impeded the further application of
the hAM.54–57 Fig. 6a shows the toughening effect of hAMs
modied by PDA/PAM. According to the calculated results
(Fig. 6b), the elongation at break, the tensile strength, and the
fracture toughness of pure hAM are 24.10%, 0.13 MPa, and
1.25 MPa m1/2, respectively. In striking contrast, the elongation
at break, the tensile strength, and the fracture toughness of the
PDA/PAM hydrogel toughened hAM rise to 61.25%, 0.77 MPa,
and 18.39 MPa m1/2, respectively. Therefore, the elongation at
break and the tensile strength increased by 154.15% and
492.31%, respectively, compared to pure hAM. Notably, the
fracture toughness is about 15 times higher than the as-received
hAM. The above results demonstrate that the PDA/PAM hydro-
gel has a remarkable toughening effect on the tensile property
of the hAM.

As the application environment of hydrogel is usually wet,
the swelling property of hydrogel must be investigated.
Fig. 5 Initial and fracture stage of PAM (a) and PDA/PAM upon
stretching (b); stress–stain curves of PAM and PDA/PAM (c); tensile
strength and elongation of PAM and PDA/PAM (d).

3638 | RSC Adv., 2023, 13, 3635–3642
According to the swelling curves plotted in Fig. 6c, the swelling
rate of the hydrogel is very fast in the rst few hours, and then
the increase of the mass decerebrated remarkably. Finally, the
typical plateau appears for all curves because the absorption
and release of water reach a dynamic equilibrium. Throughout
the whole swelling procedure, the Ws value of PDA/PAM
hydrogel is higher than that of PAM. This phenomenon can
be explained by the more crosslinking points and hydrophilic
groups, leading to the enhanced absorption capacity and
maintaining the capacity of water in the dual network of PDA/
PAM.

Fig. 7a and b shows the rheological performances of PAM
hydrogel and PDA/PAM hydrogel tested under condition 1. The
storage modulus G′ and loss modulus G′′ of PAM together with
the G′′ of PDA/PAM decrease with the increase of strain, indi-
cating that the intermolecular association of the polymer is
unstable and can be destroyed under high strain. Nevertheless,
the G′ of the PDA/PAM is higher than that of PAM and decreases
more slowly, implying the intermolecular association structure
of PDA/PAM hydrogel is more stable than that of PAM hydrogel.
Fig. 7c and d shows the rheological curve of PAM hydrogel and
PDA/PAM hydrogel recorded under condition 2. In the scanning
frequency range of 0.1–100 Hz, the G′ for both PAM and PDA/
PAM increases with frequency, while the G′′ decreases. This is
because the polymer molecules are relaxed at a low frequency
and the intermolecular association is weak. Thus, most of the
Fig. 7 Rheological properties of PAM and PDA/PAM test under
condition 1 (a and b) and 2 (c and d).

© 2023 The Author(s). Published by the Royal Society of Chemistry
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energy is released through viscous ow. Nonetheless, as the
frequency of interactions increases, some intramolecular asso-
ciations are broken to form intermolecular associations
and increase the number of intermolecular entanglement
points. The crosslinked state produced may increase G′ and
decrease G′′. Moreover, the G′ of PDA/PAM hydrogels is signi-
cantly lower than that of PAM, which is a common occurrence in
hydrogels containing PDA due to its inhibitory effect on free
radical polymerization.58 Nevertheless, the storage modulus
G′ of the PDA/PAM hydrogel is still larger than the loss modulus
G′′, indicating the superior rheological property of dual network
hydrogel.

The cytotoxicity is necessary and critical for the practical
application of modied hAMs. Fortunately, the results in Fig. 8
conrm that the absorbances of the (DMEM/F12 + 10% FBS +
bFGF) and (extraction solution + 10% FBS + bFGF) groups were
0.67 and 0.78 (p < 0.05, n= 5), respectively. Since the absorbance
of the (DMEM/F12 + 10% FBS + bFGF) is lower than that of the
(extraction solution + 10% FBS + bFGF) group, the number of
living cells in the extractions solution of hydrogel-modied
hAM increased rather than decreased. The increased cell
number demonstrates the extraction solution provides a more
protable environment for cell proliferation, suggesting the
modied hAM has no cytotoxicity.
3 Conclusions

In summary, a dual network hydrogel incorporated PDA with
PAM was fabricated and successfully attached to the hAM. The
addition of PDA increases the hydrophilic groups and promotes
the formation of hydrogen bonds between hydrogels and
substrates. Therefore, PDA/PAM hydrogel shows better adhe-
sion ability towards PET board, glass plate and pigskin than
pure PAM. The mechanical property of PDA/PAM is also supe-
rior to PAM because of the crosslinked and dual network
structure. The elongation at break and tensile strength of PDA/
Fig. 8 The cytotoxicity results of the extraction liquid for the PDA/
PAM treated hAM and a corresponding blank group, *p < 0.05.

© 2023 The Author(s). Published by the Royal Society of Chemistry
PAM toughened hAMs are enhanced dramatically. Notably, the
fracture toughness of PDA/PAM-modied hAM is approximately
15 times greater than the as-received hAM. Owing to the more
crosslinking points and hydrophilic groups, compared with
PAM hydrogels, the PDA/PAM hydrogel shows a remarkably
improved mechanical behavior and more stable rheological
property aer adding dopamine. In conclusion, this study on
the PDA/PAM hydrogel provides a new idea for the toughening
hAM and broadens the application scope of hAM in
biomedicine.
4 Experimental
4.1 Materials

Fatal Bovine serum (FBS, Gibco), CellTiter 96® AQueous One
Solution Cell Proliferation Assay(a) (Sigma), 3-(4,5-diethylth-
iazol-2-yl)-5-(3-carboxymethoxy-phenyl)-2-(4-sulfophenyl)-2H-
etrazolium, inner salt (MTS), Dulbecco's Modied Eagle
Medium/F12(DMEM/F12,Gibco) and Basic Fibroblast Growth
Factor (bFGF, Sigma) were used without further processing.
Dopamine hydrochloride (DA), N,N′-methylene diacrylamide
(MBA), tetramethyl ethylenediamine (TEMED) and sodium
hydroxide (sheet) were purchased from Shanghai Aladdin
Biochemical Technology Co., Ltd, China. Acrylamide (AM),
ammonium persulfate (APS) and potassium persulfate (KPS)
were provided by National Pharmaceutical Group Corporation,
China. Normal saline was commercially obtained from Renhua
Pharmaceutical Group Co. LTD, China. All the chemicals were
analytical grade and were used without further purication. All
aqueous solutions were bubbled under nitrogen for more than
30 minutes.
4.2 Preparation of polyacrylamide (PAM) hydrogel

Acrylamide (AM, 2.5 g) was placed into a beaker and mixed with
1 mL of APS solution (0.0038 g mL−1). Aer that, more deion-
ized water was supplemented until the volume reached 10 mL.
Subsequently, 2 mL tetramethylethylenediamine (TEMED) as the
co-initiator was added and sonicated for 2 minutes. The poly-
mer precursor solution was slowly poured into the mold, and
the polymerization was carried out in a refrigerator at 4 °C to
suppress bubble formation. When the hydrogel was formed, the
mold was taken out and the reaction was continued for another
4 days to produce the pure PAM hydrogel.
4.3 Preparation of PDA/PAM hydrogel

Firstly, 3.75 mg dopamine hydrochloride (DA) was dissolved in
15 mL NaOH aqueous solution (pH ∼ 9) under a 20 min stir.
Then, 2.5 g AM and 20 mg cross-linker N,N′-methyl-
enebisacrylamide (MBAA) were added and sonicated until the
solids were dissolved. Aerwards, the initiator potassium per-
sulfate (KPS, 200 mg) and 10 mL co-initiator TEMED was intro-
duced. Subsequently, PDA/PAM hydrogel polymerization was
operated according to the same steps as the fabrication of PAM
hydrogel. Finally, a yellow-brown PDA/PAM hydrogel was
obtained.
RSC Adv., 2023, 13, 3635–3642 | 3639
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4.4 Fabrication of PDA/PAM hydrogel toughened hAM

Firstly, a piece of pretreated AM with a size of 5 cm × 5 cm was
soaked in 50 mL saline solution, the pH value of which was
adjusted to 9–10 with 0.1 mol L−1 NaOH solution. Aerwards,
100 mg DA was dissolved in the alkaline saline solution via
sonication. Aer being stirred for 40minutes at a speed of 200 r/
min, 1 g AM, 0.5 mL KPS (0.0038 g mL−1) and 2 mL TEMED were
added to the solution, and the reaction was carried out for 2
hours under mild stirring. Finally, a piece of hAM treated by
PDA/PAM hydrogel was obtained.
4.5 Tensile test

The tensile properties of the prepared hydrogel and lm
samples were tested by a universal tensile testing machine
(WBE-9010B) from Dongguan Weibang Instrument Equipment
Co., Ltd. The hydrogel was cast into typical dumbbell-shaped
test strips with a size of 10 mm × 75 mm × 3 mm. For the
hAM and modied hAM, the samples were cut down into the
geometry with a length of 50 mm and a width of 40 mm
according to the method proposed by Koh et al.59 The crosshead
speed was 40 mmmin−1. All tensile tests were performed under
room conditions.
4.6 Adhesion performance test

The adhesive performance of various hydrogels was measured
using a universal testing machine (Instron 5567). The hydrogels
with the dimension of 10 mm × 50 mm × 2 mm were sand-
wiched between glass plates, stainless steel plates, and pigskin,
respectively. The surface of fresh pig skins was cleaned to
remove liquids and grease before testing. The contact area (S)
between the hydrogel and the adherend is 500 mm2. All tests
were carried out at room temperature with a tensile speed of 10
mm min−1, and the adhesion value (P) was given by

P(Pa) = F(N)/S(m2)

where F is the force when the hydrogel is torn off.
4.7 Swelling performance test

The hydrogels were soaked in distilled water at room tempera-
ture and taken out every other hour. Before weighting, the
absorbed water on the surface of hydrogels was removed
entirely. The hydrogel swelling degree (Ws, %) was calculated
according to the following formula:

Ws = (m1 − m0)/m0 × 100%

where m1 is the weight of the soaked hydrogels, and m0 is the
initial weight of the hydrogels.
4.8 Rheological property

The hydrogel was processed into a cylindrical shape with
a diameter of 25 mm and a thickness of 5 mm before placing on
a rotational rheometer (Physical MCR301, MCR50). The test was
operated based on the following two conditions: (1) the normal
3640 | RSC Adv., 2023, 13, 3635–3642
force was set as 20 N, the sweep frequency was xed at 1 rad s−1,
and the strain ranged from 0.1% to 1000%; (2) the strain was
1% strain, and sweep frequency is in the range of 0.1–100 Hz.
4.9 Cells toxicity test

4.9.1 Toughening amniotic membrane extraction uid
collection. As-synthetic hAM was soaked in DMEM/F12 (the
basal medium used for cell culture) for 48 hours. Then the
soaking liquid (extract) was collected and ltered by a 0.22 mm
sterile needle lter. The extraction liquid was stored at 4–7 °C
for one week.

4.9.2 Cytotoxicity test. MTS assay was used to detect cell
viability and evaluate the cytotoxicity of toughened amniotic
membrane. P2 human umbilical cord mesenchymal stem cells
(hUMSCs) were seeded into 96-well plates at a density of 2× 103

cells per well and cultured overnight. When the cells were
attached to the wall, they were replaced with the following
medium: DMEM/F12 + 10% FBS + bFGF (10 ng mL−1), extrac-
tion liquid + 10% FBS + bFGF (10 ng mL−1), and blank wells
(DMEM/F12 and extraction liquid were added, respectively). 100
mL medium was added to every well. Then, the 96-well plates
were incubated at 37 °C, 5% CO2 for 24 hours, 20 mL MTS was
added to each well. Aer 3 hours of incubation, the absorbance
value of each well was detected by an enzyme-linked immuno-
detection at 490 nm wavelength. The study was approved by the
Ethics Committee of Changsha Hospital for Maternal and Child
Health Care in China (No. 2022014).
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