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rushiol derivative and its use for
hydrolysis resistance in dentin adhesive

Ying Zhao, a Xi He,a Han Wang,a Jiufu Zhu,b Huimin Wang,a Yan Zheng,b Song Zhu*a

and Zhanchen Cui *b

Hydrolysis resistance is essential to the durability of the dentin bonding interface. Urushiol is a natural

monomer that has been used in different fields over thousands of years but has the disadvantage of

a long drying time. In this study, we evaluated a novel photocurable derivative of urushiol as the main

monomer for polymerization in dentin adhesive and its effect on hydrolysis resistance. The derivative

was characterized by Fourier transform infrared spectroscopy and 1H nuclear magnetic resonance

spectroscopy. Compared with the Adper Single Bond 2, the experimentally synthesized adhesives had

higher contact angles. In particular, the water sorption/solubility of the experimental samples were

significantly lower than that of Adper Single Bond 2. The microtensile bond strengths of the test groups

were higher than that of the control group, even after 5000 thermocycles. Cytotoxicity test results

showed that adhesives based on the original derivative induced low toxicity to L929 cells. The results of

this study may shift the focus of future research to natural monomers and even their derivatives which

may perform well in dentistry.
1. Introduction

Dental caries is a common disease in dentistry that is widely
treated using an adhesive and composite resin.1 Increasing the
service life of restorative materials is becoming amajor research
focus. When the etch- and-rinse adhesive is used, aer etching,
the mechanical interlocking between the exposed network of
collagen brils and the inltrated monomers aer polymeri-
zation form the ‘hybrid layer’, which contributes to the bond
strength. But polymerization shrinkage of composite resin aer
curing leads to microleakage at the resin–dentin interface,
creating a gap where saliva can enter and the bacteria in it can
produce acid that activates MMPs and CTs.2,3 These enzymes
destroy collagens, triggering the degradation of the hybrid layer;
consequently, this whole process of hydrolysis causes secondary
caries, which is the major reason for the failure of composite
restoration.4 Because of the complex oral environment, which
includes saliva and bacteria, hydrolysis resistance is important
for these adhesives to be effective. To improve the durability of
dentin adhesives, antibacterial ingredients, cysteine cathepsins
and matrix metalloproteinase inhibitors, collagen cross-linkers
and remineralization-promoting components are carried out
extensive researches.5–7 Bisphenol A-glycerolatedimethacrylate
(Bis-GMA) as the main component is used in resin-based
ol and Hospital of Stomatology, Jilin

. E-mail: zhusong1965@163.com

and Materials, College of Chemistry, Jilin

457
materials, but it is highly viscous because of the hydrogen
bonding, a large quantity of hydrophilic monomers are required
to dilute it, resulting in phase separation.8,9 Bis-GMA is also
more toxic than other monomers.10 However, the ideal alter-
native monomer has not been explored to date.

Botanicals, which are antibacterial, antioxidant and anticancer
with little drug resistance or side effects, are conventionally used as
medicinal materials.11–14 Lacquer sap is tapped from a common
plant that mainly grows in Asia. The sap contains many different
components, among which urushiol is the main compound.15

Urushiol possesses hydrophobicity, exibility and antibacterial
activity as a coating material.16,17 So it has been used for thousands
of years in China to coat cultural relics and furniture, showing
excellent aging resistance performance.18 However, uses of
urushiol are limited by the long time and very harsh conditions
required for drying.19 Therefore, modied derivatives with new
chemical structures were synthesized to reduce the drying
time.20–23 Even though urushiol has antibacterial, anticancer,
antioxidant and hydrophobic properties because of its catechol
structure and alkyl chain, it is rarely used in dentistry.16,24–26

Urushiol nanolmwas used in dentistry to create a clear overlay
on appliances that improved their durability by increasing the
mechanical strength and intrinsic hydrophobicity while reducing
the cytotoxicity for antimicrobial applications.27 Moreover, 0.01%
urushiol was reported to exhibit strong antibacterial capacity
against Streptococcus mutans and had little effect on the shear bond
strength of self-etch adhesives.28 Likewise, urushiol exhibited as
a cavity disinfectant and almost did not affect the adhesive
microtensile bond strength in a class I cavity.29 Thus far, urushiol
© 2021 The Author(s). Published by the Royal Society of Chemistry
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has been mainly applied in dentistry for its antibacterial activity,
with its other properties unexploited.

In this study, a original photocurable derivative of urushiol that
had an immediate curing time was synthesized and applied to
dentin adhesives with its hydrophobicity (Fig. 1). Different propor-
tions of derivative were used to replace Bis-GMA when preparing
total-etch adhesives. The hypothesis of this study was that the
experimental adhesives would have higher hydrolysis resistance and
persistent bond strengths than Bis-GMA containing adhesive.
Fig. 2 General structure of urushiol; R represents a long unsaturated
or saturated alkyl chain.
2. Experimental
2.1 Materials

Urushiol was obtained from Wuhan National Lacquer Co., Ltd.
(Wuhan, China). 2-Hydroxyethyl methacrylate (HEMA), cam-
phorquinone (CQ), ethyl-4-dimethylaminobenzoate (4-EDMAB),
triethyl amine and acryloyl chloride were purchased from
Aladdin. The control, a commercial control adhesive, Adper
Single Bond 2 (SB2), and a composite resin ESPE Filtek Z350 XT,
were purchased from 3 M (St.Paul, MN, USA).
2.2 Synthesis of novel urushiol derivative

The structure of urushiol is shown in Fig. 2. Besides the basic
structure, it consists of a side chain differing in the degree of
Fig. 1 Schematic diagram of experiment process and the advantage of

© 2021 The Author(s). Published by the Royal Society of Chemistry
unsaturation. The derivative was synthesized by an acyl chloride
reaction, with ethyl acetate as a solvent and triethylamine as an
acid-absorbing agent, as shown in Fig. 3. First, 12.92 ml acryloyl
chloride was diluted with 20 ml ethyl acetate in a constant
pressure funnel and was added dropwise to the reaction
mixture of 17.89 ml urushiol, 150 ml ethyl acetate and 29.47 ml
triethylamine at-10 �C, where a thermometer was used to
monitor the temperature in real time. Acryloyl chloride was
the derivative.

RSC Adv., 2021, 11, 18448–18457 | 18449
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Fig. 3 Synthetic route of the urushiol derivative.
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added in excess and the reaction was carried out under nitrogen
for 12 h in a three-necked, round-bottomed ask equipped with
a magnetic stirrer. Second, vacuum ltration, liquid separation,
water removal and rotary evaporation were carried out on the
product. Third, aer simple separation and purication, the
product was analyzed by thin layer chromatography. Finally, silica
gel column chromatography was used to purify the product.

2.3 Characterization of the novel monomer

The optical properties of the puried derivative were charac-
terized using Fourier transform infrared spectroscopy (FTIR)
and 1H nuclear magnetic resonance spectroscopy (NMR). The
derivative was diluted with CDCl3, and the monomer structure
was characterized.

2.4 Evaluation of monomer thermal stability

The stability of the derivative aer curing was tested by measuring
the thermal transmission temperatures (Tg) with a differential
scanning calorimeter (DSC TA Instruments DSC Q20). The temper-
ature was increased from 40 to 200 �C at a rate of 10 �C min�1.

2.5 Preparation of total-etch adhesives

Original photocurable total-etch adhesives were prepared by
diluting the derivative with different quantities of HEMAs and
mixing with photoinitiators (3%mass fraction, CQ and EDMAB)
and ethanol (10% mass fraction). Four groups of adhesives
containing different derivative contents are shown in Table 1.

2.6 Degree of conversion

The degrees of conversion (DCs) of four experimental adhesives
and one commercial adhesive were determined by FTIR over
a wavelength range of 500–4000 cm�1 at a resolution of 4 cm�1,
Table 1 Formulation of the four types of experimental adhesives

Groups

Monomers (wt%)
Other components (mol%
of the monomeric phase)

Urushiol derivative HEMA Photoinitiator Ethanol

U55% 55 45 3 10
U60% 60 40 3 10
U65% 65 35 3 10
U70% 70 30 3 10

18450 | RSC Adv., 2021, 11, 18448–18457
where 10 scans were performed with ve samples of each group
(n ¼ 5). The adhesives were cured for 20 s, and FTIR scannings
were performed before and aer polymerization. An infrared
absorption peak of the carbon–carbon double bonds at
1637 cm�1 (C]C) appeared, and the peak of the aromatic
double bond at 1608 cm�1 was used as a reference. The DC was
calculated using the following equation:

DC% ¼
�
1� ðA1637=A1608Þpeak area after curing

ðA1637=A1608Þpeak area before curing

�
� 100%
2.7 Contact angle measurement

Disc-shaped specimens (15 mm diameter and 1 mm thickness, n ¼
5) were fabricated for the ve groups and tested. The contact angle
wasmeasured using a DataPhysics instrument (OCA-20, DataPhysics
Co., Germany) and a 6 ml drop of deionizedwater, where both the le
and right contact angles of the water drop were obtained.
2.8 Water sorption and solubility

ISO 4049:2009 was followed to determine the water sorption
and solubility of the samples. Specimens were prepared as the
same procedure used for the contact angle tests. Specimens
were stored in a desiccator containing silica gel at 37 �C, and the
silica gel was changed daily until the weights of specimens
remained constant (M1). The volume (V) of each specimen was
calculated from electronic digital caliper measurements of the
diameter and thickness. All specimens were immersed in
distilled water at 37 �C for 7 d. The specimens were rinsed under
running water, and lter paper was used to absorb water from
the samples; the weight of sample was then determined (M2).
Finally, the specimens were redried in desiccators at 37 �C until
weights of samples remained constant (M3). Wsp and Wsl were
calculated using the equations given below:

Wsp ¼ M2 �M3

V

Wsl ¼ M1 �M3

V

2.9 Microtensile bond strength (mTBS) and fracture mode

A total of 50 extracted caries-free human molars were stored in
0.5% chloramines-T at 4 �C within a month and prepared for
a mTBS test. The protocol utilized in the present study [no.
KT202003081] was reviewed and approved by the Ethics
Committee for Human Studies of the School and Hospital of
Stomatology, Jilin University, China. Teeth were cut from the
coronal enamel using a low-speed saw under water for cooling
to expose the occlusal dentin. The dentin was sanded under
running water with 600-grit silicon carbide papers and teeth
were randomly allocated into ve groups (four groups of
experimental adhesives and a Single Bond 2 group). Aer acid
etching, specimens were rinsed with different adhesives and
© 2021 The Author(s). Published by the Royal Society of Chemistry
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Fig. 4 FTIR spectra of the urushiol and the derivative. U-AC represents
the FTIR spectra of the derivative.

Fig. 5 1H NMR spectra of the derivative in CDCl3.
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cured for 20 s with an LED light. Two 2 mm thick layers of the
commercial composite ESPE FiltekZ350 XT were built up on the
dentinal surface. All specimens were soaked in distilled water at
37 �C for 24 h. Each tooth was cut perpendicularly to the bonded
interface into sticks with a sectional area of approximately 1
mm2 by a low-speed diamond saw (SYJ-150; Kejing Auto-
Instrument, Shenyang, China). The mTBS was tested using
a universal test machine (AG-X plus, Shimadzu Corporation,
Japan) with a cross-head speed of 1 mmmin�1. The results were
presented as the maximum load (N) divided by the interfacial
area (mm2).

The fracture mode was determined by observation with
a stereomicroscope. Three sample types were observed. These
types included interfacial adhesive failure, cohesive failure
(including cohesive fracture of the dentin and the composite
resin) and mixed fracture.

2.10 Morphology

The hybrid layer and resin tags were characterized using scan-
ning electron microscopy (SEM; S4800, Hitachi Ltd, Tokyo,
Japan). The samples were etched by a 37% phosphoric acid gel
for 30 s and then immersed in a 5.25% sodium hypochlorite
(NaClO) for 15 min. Finally, the samples were dehydrated with
50%, 70%, 90%, and 100% ethanol before dried in air. The
specimens were sprayed with platinum and observed in the
backscattered scanning detection mode at 5 kV.

2.11 Aging

One-half of the specimens used in the mTBS test (n ¼ 5) were
subjected to 5000 thermocycles (at 5 �C for 30 s and at 55 �C for
30 s) using a thermocycling instrument (PTC2c; Proto-tech,
Portland, ME, USA).

2.11.1 mTBS test. The microtensile bond strengths of the
specimens aer thermocycling were determined following the
procedure described above.

2.11.2 Nanoleakage. Aer thermocycling, the teeth were
sectioned into slabs perpendicular to the bonding interface. Two
slabs closest to the middle of teeth were selected and immersed in
a 50 wt% ammoniated silver nitrate solution for 24 h. The slabs
were rinsed and soaked in the photo development solution for 8 h
under uorescent light. All the specimens were polished with
1000-, 1200-, 1500-, 2000- and 2500- grit silicon carbide papers and
ultrasonically cleaned with distilled water for 30 min. Aer natural
air drying, the resin-dentin interface was observed under a SEM.
The surfaces of specimens were characterized by energy dispersive
X-ray spectroscopy (EDX).

2.12 Cytotoxicity test: cell counting Kit-8 and live/dead assay

The cured samples were placed in a 6-well plate and immersed
into a culture medium with a supercial area of 6 cm2 mL�1.
The extract was obtained from solution aer 24 h and was
diluted by 1000, 2000, and 4000 times.

L929 cells were used for the CCK-8 assay and incubated in
96-well culture plates at a density of 5000 cells per well using
100 ml of DMEM supplemented by 100 U mL�1 of penicillin,
100 mg mL�1 of streptomycin and 10% fetal bovine serum
© 2021 The Author(s). Published by the Royal Society of Chemistry
(FBS, Gibco, CA, USA) at 37 �C in 5% CO2 for 24 h. Aer 24 h,
the culture medium was replaced with 100 ml of the extract
solution, which was prepared as described above. The cells
were incubated for 1, 3 and 5 days. The CCK-8 assay was then
carried out. The absorbance was evaluated at 450 nm with
a microplate reader (Gene 5; BioTek Instruments, Winooski,
VT, USA).

For the live/dead assay, L929 cells were seeded in 6-well
culture plates at a density of 50 000 cells per well. Aer 24 h, the
culture medium was replaced by diluted extract solution. The
cells were stained using a Calcein-AM/PI double-stain kit (Bei-
jing Solarbio Science Technology, Beijing, China) following the
manufacturer's instructions. Aer staining, the live cells uo-
resced green, and the dead cells uoresced red. The cells were
observed under a uorescence microscope (Olympus IX71;
Olympus) and the number of cells were measured using IMAGE
J soware (National Institutes of Health, Bethesda, Maryland,
USA, http://imagej.nih.gov/ij/,1997e2014).
2.13 Statistical analysis

The results were analyzed by ANOVA using SPSS soware
(version 19.0, SPSS Inc., Chicago, IL, USA). Test data with
RSC Adv., 2021, 11, 18448–18457 | 18451
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Fig. 6 DSC thermograms of polymerized derivative. Data were taken
from the second heating cycle from 40 to 200 �C.

RSC Advances Paper

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 2

1 
M

ay
 2

02
1.

 D
ow

nl
oa

de
d 

on
 1

1/
1/

20
25

 5
:2

9:
32

 A
M

. 
 T

hi
s 

ar
tic

le
 is

 li
ce

ns
ed

 u
nd

er
 a

 C
re

at
iv

e 
C

om
m

on
s 

A
ttr

ib
ut

io
n-

N
on

C
om

m
er

ci
al

 3
.0

 U
np

or
te

d 
L

ic
en

ce
.

View Article Online
a normal distribution were analyzed using one-way ANOVA
followed by Tukey's test and Dunnett's T3 test. The statistical
signicance level was set at 5% (a ¼ 0.05).
2.14 Ethics statement

The study was approved by the Ethics Committee of the School
and Hospital of Stomatology at Jilin University. All the partici-
pating patients provided written informed consent.
Fig. 7 Degree of conversion (a), contact angle (b), water sorption (c) a
aDifferent lowercase letters represent statistically significant differences

18452 | RSC Adv., 2021, 11, 18448–18457
3. Results and discussion
3.1 Characterization of urushiol derivative

Tests were performed to characterize the novel photocurable
urushiol derivative for application in dentin adhesive. The
chloride of the acryloyl chloride reacted with the hydroxyl group
of urushiol producing the derivative containing two C]C
bonds.

3.1.1 Fourier transform infrared spectroscopy. The FTIR
spectra presented in Fig. 4 exhibited that the characteristic peak at
3400 cm�1 was corresponded to the –OH stretching vibration and
peaks at 2930 cm�1 and 2855 cm�1 were corresponded to the –CH
groups. Aer the reaction was carried out, the peak at 3400 cm�1

disappeared because –OH groups completely reacted with the
acryloyl chloride. An absorption band appeared at approximately
1637 cm�1 corresponding to the C]C bond. The C–O stretching
vibration appeared at approximately 1230 cm�1. These bands
indicated that the urushiol derivative was synthesized.

3.1.2 Nuclear magnetic resonance spectroscopy. The
typical structure of the derivative was characterized by 1H NMR
spectra and is shown in Fig. 5. The signals in the range of 7.18–
7.37 ppm corresponded to the hydrogens on benzene ring. The
peak at 5.95–6.15 ppm and 6.55–6.75 ppm were attributed to the
unsaturated hydrogens of carbon–carbon double bond at the end.
Additionally, another unsaturated hydrogens of the bond appeared
at 6.25–6.37 ppm. The peak at 5.35–5.5 ppm corresponded to the
nd solubility (d) of the four experimental groups and control group.
(P < 0.05).

© 2021 The Author(s). Published by the Royal Society of Chemistry
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Table 2 The microtensile bond strengths after 24 h and 6 m of the
experimental groups and control group (MPa, �x � s, n ¼ 9)a

Groups 24 h 6 m

U55% 28.56 � 0.73Ac 25.88 � 2.94Bb

U60% 31.79 � 2.22Ab,c 27.66 � 4.01Ba,b

U65% 39.00 � 1.82Aa 28.51 � 4.11Ba,b

U70% 35.80 � 1.21Aa,b 33.79 � 2.31Aa

SB2 26.53 � 2.75Ad 21.91 � 2.92Bb

a Different lowercase letters represent statistically signicant
differences within the same column (P < 0.05; vertical comparisons);
different capital letters represent statistically signicant differences
within the same line (P < 0.05; horizontal comparisons).

Fig. 8 Fracture mode of the samples in the mTBS tests after 24 h and 6
m.
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unsaturated hydrogens of the side chain. Because R is a composi-
tion based on alkyl chain, other small distant peaks such as
0.85 ppm, 1.3 ppm, 1.6 ppm, 2.1 ppm, 2.6 ppm and 2.82 ppmwere
ascribed to the hydrogens of the side chain.

3.2 Thermal stability of the derivative

As shown in Fig. 6, inexions corresponding to the glass tran-
sition temperature (Tg) of the polymerized derivative appeared
in the temperature range from 40 to 200 �C. The benzene ring
and the cross-linking of C]C bonds may lead to a high Tg.
Many factors affect the thermal stabilities of polymers. High
cross-linking may result in a high glass transition tempera-
ture.30 Thermally stable restorative materials are required in
a complex oral environment. The Tg of the polymerized deriv-
ative was 151.07 �C which is sufficient for oral use.

3.3 Degree of conversion

The degree of conversion is a measure of the degree of polymeri-
zation, which directly inuences mechanical properties of mate-
rials.31 A large quantity of monomers can dri away from an
adhesive with a low DC leading to higher toxicity and even
affecting gene expression.32 As different monomers affect the DC,
a newmonomer should be tested before application.33,34 The DC of
Single Bond 2 was approximately 43%. Fig. 7a displays that
experimental groups had higher degree of conversion than the
commercial control, for which the results for group U65% and U70%

were signicantly different (P < 0.05) among the investigated
groups. A higher content of C]C bonds may increase the DC.

3.4 Contact angle

As shown in Fig. 7b, the wettability of the adhesive interface
aer curing, which was measured by the static water. When the
contact angle is higher than 90�, it manifests hydrophobicity of
material aer curing.

Single Bond 2 exhibited a contact angle of 65.06 � 1.60�. The
contact angles of experimental groups were all higher than 100�,
indicating that experimental samples were hydrophobic aer
curing. The derivative consists of a benzene ring and a long alkyl
chain, which are both hydrophobic groups. However, the C]C
bonds in both the chain and the benzene ring of the derivativemay
lead to a higher degree of cross-linking than that in the commer-
cial adhesive. The hydrophobic surface of the derivative prevents
saliva water from easily inltrating the adhesive interface.

3.5 Water sorption and solubility

The diluted monomer HEMA is the most frequently used type of
monomer for adhesives, especially etch- and-rinse adhesives.35

HEMA is hydrophilic and can absorb water.36 Consequently
degradations of the adhesive and collagen result from ‘water tree’.37

Mobile water in the ‘water tree’ causes unpolymerizedmonomers to
dri away from the adhesive, and the resulting channels enable
further degradation of the hybrid layer.38 As the derivative is
hydrophobic and has a low viscosity, the Wsp and Wsl of the
experimental etch- and-rinse adhesives were signicantly lower (P <
0.05) than those of the commercial adhesive (Fig. 7c and d).
© 2021 The Author(s). Published by the Royal Society of Chemistry
The derivative content of the adhesive was increased from 55%
to 70% in this study. The increasing content may be the reason
that the Wsp of the experimental adhesives gradually and signi-
cantly decreased to a level lower than that of SB2 (P < 0.05). Fig. 7d
displays that the Wsl of experimental groups are compliant with
international standards. The degree of cross-linking in adhesives
consisting of the derivative may be higher than that of the
commercial control group, which may affect water dynamics.
3.6 Microtensile bond strength and failure mode

The microtensile bond strengths before and aer aging are
important indexes to assess the durability of adhesive mate-
rials.39 In this study, 5000 thermocycles is considered to be
equivalent to 6 months of service time. As shown in Table 2 the
bond strengths aer both 24 h and 6 m for experimental groups
were higher than those of the commercial control group. Aer
RSC Adv., 2021, 11, 18448–18457 | 18453
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Fig. 9 SEM images of the resin tag (a) and hybrid layer (b) of the group U70%. Nanoleakage images of the group U70% (c) and control group (d) by SEM.
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immersed in water 24 h, microtensile bond strength of group U65%

was the highest. All the samples except these of group U70%

decreased signicantly aer aging process of 6 m (P < 0.05). So
group U70% was the most stable group displaying the highest
performance during the aging. That might be caused by the little
phase separation or not enough DC of the highly hydrophobic
derivative in the mTBS test aer 24 h. But because of the highest
content of derivative, aer 5000 thermocycles, group U70%

exhibited signicantly higher performance than the other groups
(P < 0.05). This result manifests that the hydrophobic derivative
had better durability in a complex oral environment.

The uses of natural materials are becoming increasingly
popular in medical elds. The natural monomer obtained from
the lacquer sap is renewable and environmentally friendly. As
dentin adhesives are photocurable or dual-curable, the ability to
polymerize the derivative under blue light is critical. In this
study, the original derivative was hydrophobic aer polymeri-
zation, so the hydrolysis resistant property of the derivative is
valuable for adhesive applications.

Mixed failure accounted for more than 70% of the total
number of fractures in the ve investigated groups before and
aer cycling as it showed in Fig. 8. This result shows that the
novel derivative has better adhesion property. The number of
interfacial fractures increased aer cycling, and changes in the
temperature and water content affected the hybrid layer.
Fig. 10 Surface elemental analysis by energy dispersive X-ray spec-
troscopy (EDX).
3.7 Scanning electron microscopy

The resin tag also makes effects on the bond strength of the
hybrid layer.40 As shown in Fig. 9a and Fig. 9b, the hybrid layer
was uniform and the resin tag was almost 100 mm long.
18454 | RSC Adv., 2021, 11, 18448–18457
3.8 Nanoleakage

In 1995, Sano reported a pore with diameter less than 50 nm
between the hybrid layer and dentin which was described as
“nanoleakage”.41 The presence of water in the hybrid layer
shows that external water can inltrate the hybrid layer.42

Nanoleakage occurs before microleakage and has more severe
repercussions.43 The silver nanoparticles in the control group
appeared bright white in the SEM images.

As shown in Fig. 9c, the nanoleakage in group U70% was less
than that in the control group and that silver particles were
found only in the hybrid layer. The energy dispersive X-ray
spectroscopy results conrmed the presence of Ag on the
surface of the control group (Fig. 10).
© 2021 The Author(s). Published by the Royal Society of Chemistry

http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d1ra00471a


Fig. 11 Cytotoxicity of the experimental groups and control group in culture medium for 1, 3, 5 day were determined by CCK-8 assay; images of
live/dead cell staining of L929 cells cultured for 24 h in culture medium (control) were compared with group U70% at different dilutions (1 : 1000,
1 : 2000 and 1 : 4000 (v/v) dilutions); living cells were stained by calcium-AM (green), and dead cells were stained by PI (red); scale bar¼ 100 mm.
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3.9 Cell cytotoxicity and morphology

L929 is an oral broblast and is the most common cell in the
mouth. The components of dentin adhesives may be toxic to
oral cells. The adhesive monomers may cause inammatory
responses in cells and even trigger apoptotic cell death.44

Fig. 11 displays that the proliferations of L929 cells in the
experimental adhesives were not signicantly higher than in
SB2 aer 24 h and were higher than 75%, indicating that the
experimental adhesives induced less cytotoxicity than SB2 in
© 2021 The Author(s). Published by the Royal Society of Chemistry
oral cells. With the increasing culture time, the cytotoxicity of
adhesives became a little lower. Cytotoxicity was evaluated by
calculating the live cells and observing their adhesion. The live/
dead assay results showed a lower cell density for the
commercial group than that of experimental groups, which
manifested the toxicities of the more unpolymerized monomers
or solvents in SB2 with lower DC and higher Wsl. The results of
ImageJ soware in group U70% and SB2 diluting 4000 times
were 93.07 � 4.65% and 84.53 � 8.96%. The morphology of the
live cells was uniform, and the cell adhesion of the commercial
RSC Adv., 2021, 11, 18448–18457 | 18455
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group was worse than that of the experimental group too. The
toxicities of SB2 components, such as Bis-GMA or HEMA have
been proven.
4. Conclusions

In summary, the performance of the etch- and-rinse adhesive
containing the urushiol derivative was evaluated for application
in restorative materials. The results indicate that the original
adhesive with derivative has suitable adhesion properties for
application especially the group U70%. The derivative may
increase the hydrolysis resistance and has acceptable biocom-
patibility. In future, the adhesive with 70% extent of the deriv-
ative will have a good performance in practical application.
Furthermore, this study may broaden the horizon of application
of natural monomers in dentistry.
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