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ABSTRACT

Hypertrophic scar (HS) is a serious skin fibrotic disease characterized by excessive
hypercellularity and extracellular matrix (ECM) component deposition. Autophagy
is a tightly regulated physiological process essential for cellular maintenance,
differentiation, development and homeostasis. However, during the formation of
HS, whether and how autophagy is regulated in dermal fibroblasts are still far from
elucidated. Here we detected the autophagic capacity in HS and normal skin (NS)
counterparts, explored and verified the key regulatory molecules of autophagy in
HS-derived fibroblasts (HSFs), and validated the data using rabbit ear scar model.
Transmission electron microscopy (TEM) and immunostaining data showed that LC3-
positive cells and autophagosomes in HS/HSFs were more intensive relative to those in
NS/NSFs groups. Knockdown of LC3 (shLC3) could significantly block the expressionof
type I collagen (Col 1, p < 0.01) and type III collagen (Col 3, p < 0.01) and thus
inhibit the fibrosis of HSFs. shLC3 resistant to autophagy was shown to be Bcl-xL-, not
Bcl-2-dependent, and silencing of Bcl-xL (sibcl-xL) significantly increased apoptosis
of HSFs (p < 0.01). Immunofluorescence results showed that instead of inhibiting
a-SMA protein expression, shLC3 could change its architecture arrangement in HSFs.
sibcl-xL showed that Bcl-xL was a key signaling molecule involved in HSFs autophagy.
More importantly, both shLC3 and sibcl-xL obviously improved the appearance and
architecture of the rabbit ear scar, and reduced scar formation on the rabbit ear.
Therefore, the aberration of LC3 protein processing compromised autophagy in HS
might associate with its pathogenesis in wound repair. LC3 regulated HS fibrosis by
controlling the expression of Bcl-xL in HSFs. Thus, Bcl-xL might serve as a potential
molecular target, providing a novel strategy for HS therapy.

INTRODUCTION destruction of cells [3, 4]. This process is physiologically
essential for the maintenance of cellular functions, cell

Autophagy is used as a cellular response in which viability, differentiation and development in mammals [5-
proteins, organelles, and portion of cytoplasm are engulfed, 8], and also serves as an adaptive mechanism to protect
digested, and recycled to sustain cellular metabolism during organisms against diverse pathological insults [5, 9, 10].
stress [1, 2]. However, prolonged autophagy activation can During autophagy, the cup-shaped pre-autophagosome
also result in dysfunction of cellular organelles and even self- engulfs cytosolic components to form an autophagosome,
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which subsequently fuses with a lysosome, leading to
the proteolytic degradation of internal components of the
autophagosome by lysosomal lytic enzymes [11, 12]. LC3,
an intrinsic component of autophagosomal membranes, has
been characterized as an autophagosomal marker during
mammalian autophagy [13, 14].

Hypertrophic scar (HS), which is raised, red,
inflexible, and responsible for serious functional and
cosmetic problems, is pathologically a significant skin
fibrotic disease and has negative impacts on patient
appearance, skeletal muscular functions, and quality of
life in general [15-19]. HS is characterized by excessive
hypercellularity and extracellular matrix (ECM) deposition
and its formation usually results from an abnormal
processing of the tightly regulated tissue repair after
traumatic injury to the skin. One major feature of HS
is the disorder of metabolism for collagen-based ECM
proteins [20-22], such as type I collagen (Col 1) and type
III collagen (Col 3). Generally, HS formation is regarded
as a consequence of the disruption of the homeostasis
mechanism of skin. Many studies [5-10, 23-27] have shown
that autophagy plays important roles for the pathogenesis
of many human diseases such as tumorigenesis,
neurodegenerative and neuromuscular diseases, aging,
cardiomyopathies, bacterial and viral infections, which
associate with homeostasis of tissue structures and
functions. Existing studies [23-27] suggest that autophagy
in skin dermis is associated with the maintenance, viability,
differentiation and survival of fibroblasts during wound
healing and repair, so as to lead to the pathogenesis of
pathological scars, such as HS and keloid.

Our previous studies [18, 28] show that IL-10 has
potential therapeutic benefits in terms of preventing and
reducing HS formation mainly because of IL-10-mediated
inhibition of autophagy in HS-derived fibroblasts (HSFs).
Therefore, we hypothesized that the abnormal autophagy
process in HSFs might underlay the pathological formation
of HS. However, the autophagy in dermal fibroblasts, which
is one of the most important effector cells responsible for
HS formation, is poorly understood. In this study, we
first compared the autophagic capacity in HS and normal
skin (NS) counterparts and explored the key regulatory
molecules of autophagy during the formation of HS. Then,
we sought to explore the possible involvement of autophagy
and the key regulatory molecules in HS formation. Finally,
we utilized gene over-expression, knockdown and silencing
technology to verify the key molecular function in HSFs (in
vitro), and further to validate the protective effects using a
rabbit ear scar model (in vivo).

RESULTS

LC3 was elevated in HS and HSFs

To verify the differences of autophagic capacity
in HS and HSFs, autophagosome was examined using

transmission electron microscopy (TEM). Ultra-structure
analysis showed that the numbers of autophagosome in
the fibroblast of HS was significantly elevated than those
in the fibroblast of NS (Figure 1A). But no significantly
differences were found in both cultured NSFs and HSFs
(Figure 1B). Immunocytochemistry data showed that
although LC3 was localized in both NS and HS (Figure
1C), its expression level was significantly higher in HS
(Figure 1C). Immunofluorescence results showed that
LC3 was localized in cell cytoplasm of NSFs and HSFs
(Figure 1D), and significantly higher expressed in HSFs
than in NSFs (Figure 1D). These results confirmed that
the expression of LC3 in HS/HSFs was higher than that
in NS/NSFs.

LC3 regulated Col 1 and Col 3 expression, and
affected a-SMA architecture arrangement in
HSFs

To verify the anti-fibrosis role of LC3 in HSFs,
AdLC3 (LC3 over expression), shLC3 (LC3 knock
down) and their negative controls (AdNT and shNT) were
constituted to infect HSFs in serum-free medium. Western
blot analysis showed that knockdown of LC3 (shLC3)
blocked the expression of Col 1 (p = 0.0000, Figure 2A
and 2C) and Col 3 (p = 0.0002, Figure 2A and 2D), but
had no effect on the expression of a-SMA in HSFs (p =
0.1030, Figure 2A and 2B). The up-regulation of LC3
(AdLC3) could suppress neither the expression of Col 1 (p
=0.1492, Figure 2A and 2C) or Col 3 (p = 0.5447, Figure
2A and 2D) nor the expression of a-SMA (p = 0.1760,
Figure 2A and 2D) in HSFs.

Alpha-SMA (0-SMA) has been considered a
reliable marker for differentiating between fibroblasts
and transformed myofibroblasts, as well as the level of
tissue fibrosis [29, 30]. To further understand the effect
of LC3 on a-SMA, we used immunostaining method to
observe the architecture arrangement of a-SMA. Our
results showed that in HSFs, a-SMA took the shape of
fiber filaments in the control (AdNT and shNT, Figure
2E and 2F) and AdLC3 (Figure 2E) groups, but in shLC3
group, the structure of a-SMA was appeared as a tadpole
and rod (Figure 2F). These results implied that knockdown
of LC3 (shLC3) not only blocked the expressionof Col 1
and Col 3, but also changed the architecture arrangement
of a-SMA (Figure 2F). Knockdown of LC3 (shLC3)
might change the function of a-SMA by its architecture
arrangement (Figure 2A and 2B), and further affect its
function.

Knockdown of LC3 inhibited the expression of
collagen matrix by blocking Bel-xL in HSF's

It has been reported that Bel-2 negatively regulates
autophagy and autophagic cell death, and Bcl-2 family
members may function as oncogenes by blocking apoptosis
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and autophagy [31-33]. To further understand whether also showed that AdLC3 upregulated the LC3-II/LC3-I

Bcl-2 family through LC3 regulates the expression ratio (p = 0.0019, Figure 3A and 3B), downregulated
of collagen matrix in HSFs, we utilized recombinant the expression of p62 (p = 0.0107, Figure 3A and 3D)
adenovirus AdLC3 and shLC3 to infect HSFs in serum- in AALC3-infected HSFs, but shLC3 had negative or no
depleted medium. As expected, Western blot analysis effect on them (p = 0.0022, p = 0.0001, p = 0.2291, Figure

D Cy3 DAPI Merge

NSFs

HSFs

Figure 1: Autophagic capacity was elevated in HS/HSFs. (A) Tissues were fixed and prepared samples by conventional TEM
for observation. There was more autophagosomes in HS (red arrow) than in NS. Scale bars, 2 pm, 0.5 pum. (B) Cells were digested,
washed, fixed and prepared samples. There were autophagosomes in HSFs similar to in NSFs. Scale bars, 2 um, 0.5 pm. (C) Streptavidin-
peroxidase DAB staining showed that LC3 was localized in HS tissue and NS tissue. LC3 was distributed in the cytoplasm, with more
intensive staining in HS than in NS tissue. Scale bars, 250 um, 100 um, 50 pm, 25 pm. (D) NSFs and HSFs were grown on coverslips until
they reached 70-80% confluence, fixed in 10% formaldehyde, washed, permeabilized, and blocked. Cells were incubated with an LC3B
monoclonal antibody, followed by incubation with a corresponding Cy3-conjugated secondary antibody. The nuclei of the fibroblasts were
stained with DAPI. Scale bars, 100 pm.
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3A-3D). Moreover, AALC3 only significantly inhibited
the expression of Bel-xL (p = 0.0002, Figure 3A and 3E),
not Bel-2 (p = 0.0762, Figure 3A and 3F), and shLC3
increased Bel-xL (p = 0.020, Figure 3A and 3E), not Bcl-2
(p=0.1262, Figure 3A and 3F). These results implied that
shLC3 blocked the expressionof Col 1 and Col 3 in HSFs
by Bcl-xL, but not by Bcl-2.

In view of the above results, we also detected
the expression level of Bcl-xL in HS/NS and HSFs/
NSFs. Immunocytochemistry results showed that Bcl-
xL localized in both HS/NS and HSFs/NSFs, with the
expression level was significantly higher in HS/HSFs
than in NS/NSFs, respectively (Supplementary Figure
1A and 1B).
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Silencing for Bel-xL inhibited the expression of
collagen matrix

To further test shLC3 blocked collagen matrix
expression by Bcl-xL, sibcl-xL and sibcl-2 were applied
to knockdown Bcl-xL and Bcl-2 in HSFs, followed by
observing the effect of them on collagen matrix. We
firstly validated the effects of sibcl-xL and sibcl-2 on their
protein levels in HSFs, and Western blotting showed that
sibcl-xL and sibcl-2 inhibited the target protein expression
(Supplementary Figure 2A, 2B and 2C).

Then, quantitative PCR (qRT-PCR) analysis
showed that sibcl-xL could suppress the transcription
levels of Col 1 (p = 0.0126, Figure 4A) and Col 3 (p =
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Figure 2: Knockdown of LC3 inhibited the expression of collagen matrix and affects the architecture arrangement of
a-SMA in HSFs. HSFs, with 50-70% confluent, were infected by AALC3, shLC3 and their negative control adenvirus vectors, cultured
in DMEM medium for 36-48 h, and then protein expression levels were detected by Western blot. (A, B) a-SMA protein expresses and
changes in the a-SMA/B-actin ratio. (A, C) Col 1 protein expresses and changes in the Col 1/B-actin ratio. (A, D) Col 3 protein expresses
and changes in the Col 3/B-actin ratio. Data expressed as the mean + SEM; n= 3, 4p >0.05, "p <0.05, "p < 0.01 compared with the negative
control. (E) The architecture arrangement of a-SMA in infected HSFs (with GFP protein) was analyzed using a specific mAb and a Cy3-
conjugated secondary antibody. Fibroblast nuclei were stained with DAPI. Scale bars, 50 pm.
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0.0157, Figure 4B) in HSFs, but sibcl-2 could not (p =
0.1941 and p = 0.1213, Figure 4A and 4B). Neither sibcl-
xL nor sibcl-2 changed the transcription level of a-SMA
(p = 0.1272 and p = 0.1535, Figure 4C). Western blot
analysis showed that sibcl-xL, but not sibcl-2 (p = 0.9604
and p = 0.4407, Figure 4D, 4F and 4G), remarkably
suppressed the expression of Col 1 (p = 0.0007, Figure
4D and 4F) and Col 3 (p = 0.0007, Figure 4D and 4G)
in HSFs. Neither sibcl-xL nor sibcl-2 changed the
expression of a-SMA (p =0.0597 and p = 0.8511, Figure
4D and 4E). All these results implied that Bel-xL was a
key signaling molecule involved in collagen metabolism
in HSFs.

Silencing for Bcel-xL suppressed autophagic
capacity in HSFs, and promoted apoptosis of
HSFs

It is well known that the LC3-II/LC3-I ratio is
indicative of autophagic capacity. So, the changes of
the LC3-II/LC3-I ratio in HSFs after Bel-xL and Bcel-
2 silencing were checked. Convincingly, Western
blotting results showed that sibcl-2 could, at least
to some extent, increase the LC3-II/LC3-I ratio (p =
0.0808, Figure 5A and 5B), sibcl-xL could apparently
decrease the LC3-II/LC3-I ratio (p = 0.0003, Figure
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5A and 5B), sibcl-xL+sibcl-2 (sibcl-2+xL) could also
decrease the LC3-1I/LC3-I ratio (p = 0.0003, Figure SA
and 5B). As for Beclin 1, it could be downregulated
only in sibcl-2 group (p = 0.0080, Figure 5A and 5C).
Moreover, the expression of p62 (Figure SA and 5D)
also supported the above results. Taken together, these
results confirmed that Bcl-xL was a key signaling
molecule involved in autophagy in HSFs.

In addition, a flow-based Annexin V assay was
conducted the effect of sibcl-xL-mediated LC3 silencing
on HSFs apoptosis. As shown in Figure SE-5J, the sibcl-
xL promoted apoptosis levels in HSFs subsequent to 48
h transfection, and the apoptosis rates of Lipofectamine
RNAIMAX Reagent alone, negative sequence
transfection, sibcl-xL, sibcl-2 and sibcl-2+xL groups were
7.22 £ 0.62% (Figure 5E), 8.12 + 0.32% (Figure 5F),
12.60 =+ 0.42% (Figure 5G), 14.71 + 0.36% (Figure 5H)
and 17.59 + 0.29% (Figure 51) respectively. Among them,
the apoptosis rates of HSFs transfected with sibcl-xL, or
sibcl-2, either alone or in combination, were significantly
elevated when compared with those of the control groups
(p = 0.0002 and p = 0.0011, Figure 5J). It seemed that
sibcl-xL played a stronger role in promoting apoptosis
compared with sibcl-2. These results further confirmed
that Bel-xL was also a key signaling molecule involved in
apoptosis of HSFs.
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Figure 3: Knockdown of LC3 inhibited both autophagic capacity and the expression of Bcl-xL in HSFs. HSFs, with 50-
70% confluent, were infected by AdLC3, shLC3 and their negative control adenovirus vectors, cultured in DMEM medium for 36-48 h, and
then analyzed with Western blot. (A, B) The ratio of LC3-1I/LC3-L changes in infected HSFs. (A, C) auophagy protein Beclin 1 expresses
and changes in the Beclin 1/B-actin ratio. (A, D) Autophagic flux protein p62 expresses and changes in the p62/B-actin ratio.(A, E) Bcl-xL
protein expresses and changes in the Bel-xL/B-actin ratio.(A, F) Bcl-2 protein expresses and changes in the Bel-2/B-actin ratio. Data are
representative of three experiments. n =3, 4p > 0.05, "p < 0.05, "p < 0.01 compared with the negative control group.
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Knockdown of autophagy protein LC3 (shL.C3)
via blocking the expression of Bel-xL (sibcl-xL)
inhibited scar formation on the rabbit ear

Our in vitro study has demonstrated that LC3
regulated HSFs fibrosis by controlling the expression
of Bel-xL. To further confirm the effects of LC3 and its
regulating molecule Bcl-xL on the continuous process of
wound healing and scar formation, cutaneous excision
wound models were established in Netherland rabbit,
which were treated with i.d. injections of AALC3, shLC3,
sibcl-xL and sibcl-2. Convincingly, the scar appearance
after treatment in shLC3 (Figure 6A) and sibcl-xL (Figure
6B) groups were smaller and flatter than those in AALC3
(Figure 6A), sibcl-2 (Figure 6B) groups and their controls
(Figure 6A and 6B). And more, Masson trichrome staining
showed that collagen fibers in rabbit ear scar model tissue
(Figure 7B) were more disordered structure and denser
compared to normal rabbit ear tissue controls (Figure
7A), and that shLC3 (Figure 7G) and sibcl-xL (Figure 7J)
treatment resulted in more neatly arranged and thinner
scar appearance compared with the control groups (PBS
and vehicle, Figure 7C, 7D, 7F and 7H). In contrast,
the AALC3 led to more disordered structure and denser
collagen fibers (Figure 7E) compared with shLC3 group
(Figure 7G), and sibcl-2 (Figure 71) compared with sibcl-
xL group (Figure 7J), and the latter was similar to the
normal tissue (Figure 7A). These results confirmed that
knockdown of LC3 (shLC3) via blocking the expression
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of Bel-xL (sibel-xL), which was a key molecule involved
in collagen metabolism, inhibited scar formation on the
rabbit ear (in vivo).

DISCUSSION

HS is a pathologically significant skin fibrotic
disease and the major characteristics of HS are the over-
proliferation and activation of dermal fibroblasts, as
well as the metabolic disorder of collagen-based ECM
proteins [18-22, 34-36]. HS formation usually results
from disturbance of the tightly controlled tissue repair
mechanism due to traumatic skin injury. HS is not only
aesthetically displeasing, but also obstructs normal
muscle function, thereby contributing to psychological
and physical suffering [15-18]. Statistically, the incidence
of HS ranges from 40-70% following surgery, and
up to 91% following burn injury [36]. Currently, no
effective therapeutically relevant targets have been
reported for HS treatment largely due to the undefined
molecular mechanism. During the normal wound healing
process, fibroblasts around the wound are activated and
transdifferentiated into myofibroblasts. Then they migrate
into the wound area, and facilitate wound healing by
increasing the synthesis and secretion of collagen. After
wound healing, myofibroblasts are removed by apoptosis
[19, 30, 37]. However, under pathological conditions, such
as prolonged inflammation and infection, myofibroblasts
persist in the wound, result in the excessive deposition of
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Figure 4: Silencing for Bcl-xL inhibited the expression of collagen matrix in HSFs. HSFs, with 70-80% confluent, were
transfected by siRNAs and their negative control, cultured in DMEM medium for 24 h and 48 h, then qRT-PCR and Western blot analyses.
(A, B, C) The mRNA level of Col 1, Col 3 and 0-SMA mRNA was analyzed by qRT-PCR and normalized against GAPDH. (D, E) a-SMA
protein expresses and changes in the 0-SMA/B-actin ratio. (D, F) Col 1 protein expresses and changes in the Col 1/B-actin ratio. (D, G) Col
3 protein expresses and changes in the Col 3/B-actin ratio. Data are representative of three experiments. n =3, 4p > 0.05, "p < 0.05, “p <

0.01 compared with the negative control group.
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ECM proteins and HS formation [19, 30, 37]. Thus, the
inhibition of collagen synthesis/secretion and promoted
apoptosis of myofibroblasts are rather important for the
treatment of HS.

Dermal fibroblasts, one of the most important
effector cells responsible for HS formation, are usually
in a quiescent status in NS while become activated after
skin injury [38]. Aberrant proliferation of fibroblasts and
excessive deposition of ECM often result in scarring [35].
Compared to the scarless healing, persistent activation of
fibroblasts and increasing deposition of ECM were usually
observed in pathological scars [34, 36]. As collagen is one
of the key components in ECM, the continuous expression
of Col 1 and Col 3, and the imbalance of Col 1/Col3 ratio
are important histological features to distinguish HS
from NS [35, 39, 40]. In addition, activated fibroblasts
overexpress o-SMA, which is a well-known marker
for myofibroblasts and promotes scar contraction [41].
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Therefore, the regulation of fibroblast proliferation/
activation and ECM protein synthesis are the main focus
to study the prevention and treatment of HS.

Currently, there is no effective therapy for
HS, largely because the mechanisms underlying HS
development are poorly understood [35, 42]. Recently,
more and more studies [3-10] show that dysregulation
of autophagy associates with the pathogeneses of many
diseases in mammals because autophagy is a lysosomal
degradation pathway essential for cellular survival,
differentiation, development, and homeostasis [5-
8], and autophagy principally serves an adaptive role
to protect organisms from pathogen infection, aging,
neurodegeneration, and cancer during disease pathogenesis
[9, 10, 23-26]. LC3, an indicator of autophagy induction
in mammals, is an autophagosomal ortholog of yeast
Atg8 and it is derived from a posttranslational cleavage
of carboxyl terminus amino acid residue of its precursor
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Figure 5: Silencing for Bel-xL inhibited the autophagic capacity in HSFs, and promoted the apoptosis of HSFs. HSFs,
with 70-80% confluent, were transfected by siRNAs and their negative control, cultured in DMEM medium for 48 h, then Western blot
analyses. (A, B) The ratio of LC3-II/LC3-L changes in transfected HSFs. (A, C) Autophagy protein Beclin 1 expresses and changes in
the Beclin 1/B-actin ratio. (A, D) p62 protein expresses and changes in the p62/B-actin ratio. (E-J) HSFs, with 70-80% confluent, were
transfected by siRNAs and their negative control, cultured in DMEM medium for 48 h. Apoptosis was measured by flow cytometric
analysis of Annexin V and propidium iodide staining. Blank cells were used as control. Data are representative of three experiments. n =3,

Ap>0.05, "p <0.05, "p < 0.01 compared with the negative control group.
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proLC3. This modification process results in the Upon starvation, LC3-I is further modified to LC3-II,
exposure of a carboxyl terminal glycine in LC3 and, which has greater electrophoresis mobility than LC3-1.
therefore, turns it into a soluble form LC3-I [43, 44]. Therefore,Conversion of LC3-I to LC3-II correlates

Figure 6: Knockdown of LC3 or Silencing for Bel-xL improved the appearances of rabbit scar model. The rabbits were
anaesthetized and created four full-thickness wounds which were then covered with sterile gauze. On postoperative day 28 and afterwards,
scars were randomly placed into eight groups: one PBS group, three control groups (AANT, shNT and siNT) and four treatment groups
(AdLC3, shLC3, sibcl-2 and sibcl-xL). They were applied to the scars two times in a week. After treatment 49 days, (A) the pictures of scar
appearance were shown that the scar appearance in shLC3 were smaller and flatter than in AdLC3 and its control. (B) The sibcl-xL group
was also smaller and flatter than in sibcl-2 and its control (n = 6).
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with the formation of autophagosomes [13, 14, 45]. And
the changes in the LC3-1I/LC3-I ratio are indicative of
autophagic capacity [13, 14, 45]. Our previous studies
[27, 28] show that autophagy plays an important role in
HS formation. In this study, our results showed that LC3
positive staining and autophagosomes in HS was more
intensive relative to those in NS group (Figure 1, 2).
Knockdown of LC3 (shLC3) inhibited the expressionof
Col 1 and Col 3 (Figure 3), and changed the architecture
arrangement of a-SMA in HSFs. But AALC3 could not
affect the expressionof Col 1, Col 3 or a-SMA in HSFs
(Figure 3). Interestingly, our results implied that shLC3
blocked autophagy through Bel-xL, but not Bel-2 (Figure
4), and showed that Bcl-xL was a key signaling molecule
involved in autophagy in HSFs.

Bcl-xL, an antiapoptotic member of the Bcl-2
family, is a transmembrane molecule in the mitochondria,
and acts as a pro-survival protein by preventing the
release of mitochondrial contents [46-48]. Bcl-2, an inner
mitochondrial membrane protein, is unique among proto-
oncogenes, being localized to mitochondria and interfering
with programmed cell death independent of promoting
cell division [46-48]. Many studies [49, 50] have reported
that Bcl-2 is the prototypical inhibitor of apoptosis (type
I programmed cell death) and is upregulated in 75% of
pancreatic cancers, and that the high levels of Bcl-2 in
pancreatic cancer confer a potent antiapoptotic signal
as well as confer chemoresistance, and that Bcl-2 also
regulates autophagy in pancreatic cancer [51]. To validate
whether LC3 regulate the expression of collagen matrix

by Bcl-2 and Bcl-xL, we utilized siRNA to silence Bcl-2
and Bcl-xL to check the changes of fibrotic factors and
autophagy in HSFs. The results implied that sibcl-xL,
but not sibcl-2, blocked the expressionof fibrotic factors
(such as Col 1 and Col 3) and changed the architecture
arrangement of a-SMA (Figure 4 and 2), and inhibited the
autophagy (Figure 5) in HSFs. Moreover, sibcl-xL could
increase the apoptotic function of HSFs (Figure 5). Based
on these findings, we proposed LC3 and Bcl-xL being
attractive anti-HS candidate targets. More persuasively,
Rabbit ear scar models injected either shLC3 or sibcl-xL
resulted in smaller and flatter scar appearance (Figure
6), and in more neatly arranged and thinner morphology
compared with the control groups (Figure 7). These
findings thus suggested Bcl-xL as a potential molecular
target, and disrupting autophagy by manipulating Bcl-
xL inactivation status (not Bcl-2), might be an effective
method to treat HS and related fibrotic diseases.

It is worth noticing that although immunofluorescence
analysis showed shLC3 could not significantly inhibit the
expression of a-SMA, it mainly changed the architecture
arrangement and function of a-SMA. Because in AdLC3-
infected HSFs, the structure of a-SMA took the shape of
clavite (Figure 2E), but not as the structure of fibers as in
untreated HSFs (Figure 2E). Knockdown of LC3 (shLC3)
changed the function of a-SMA because shLC3 did not
affect the expression of a-SMA in HSFs, but shLC3 resulted
in more neatly arrangement (Figure 7). The results implied
that both shLC3 and sibcl-xL blocked the expressionof
Col 1 and Col 3. But they were different in changing the

Figure 7: Knockdown of LC3 or Silencing for Bcl-xL reduced the deposition and improved the arrangement of
collagen fibers in rabbit scar model. Masson’s trichrome staining findings for collagen fibers. (A) Rabbit ear normal skin with
regularly arranged, small collagen fibers. (B) Rabbit ear scar model tissue with thicker, denser and disorganized collage fibers. (C-F, H, I)
In PBS, AANT, AdLC3, shNT, siNT and sibcl-2 groups, the amount of collagen fibers is far more than that in the normal group, and collage
fibers are thicker, denser and disorganized. (G, J) After treatment with shLC3 and sibcl-xL for 49 days, the collagen fibers were arranged
more regularly and sparser than those in the model, PBS and corresponding control groups. n = 6 scars in each group. Scale bars, a, c-i, 100

um; b, 250 um, 100 pm; j, 50 pm.
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Table 1: Sequences of siRNA

Type of gene Forward (5°—3°) Reverse (5°—3°)
Bcl-2 CCCUGUGGAUGACUGAGUATT UACUCAGUCAUCCACAGGGTT
Bel-xL AUUGGUGAGUCGGAAUGGCATT UGCGAUCCGACUCACCAAUTT

Nagative control

UUCUCCGAACGUGUCACGUTT

ACGUGACACGUUCGGAGAATT

Table 2: Primers of qQRT-PCR

Type of gene Forward (5°—3°) Reverse (5°—3°)

Col 1 GAGGGCAACAGCAGGTTCACTTA TCAGCACCA CCGATGTCCA
Col 3 CCACGGAAACACTGGTGGAC GCCAGCTGCACATCAAGGAC
a-SMA GACAATGGCTCTGGGCTCTGTAA TGTGCTTCGTCACCCACGTA
GAPDH GCACCGTCAAGCTGAGAAC TGGTGAAGACGCCAGTGGA

function of a-SMA. That is to say shLC3 could not only
decrease the expression of Col 1 and Col 3, but also
changed the function of a-SMA, repress the transformation
of fibroblasts to myofibroblasts, so as to protect against HS
fibrosis effect.

Since HS is a pathologically fibro-proliferative
disorder of dermal wound healing characterized by
excessive ECM accumulation, the exaggerated deposition
and attenuated degradation of Col 1 and Col 3 are the
major cause during HS formation [18-22, 34-36]. Based
on above findings, we were eager to reveal if the abundant
collagen deposition could be effectively attenuated
by manipulating LC3 and Bcl-xL. Combining gene
over-expression, knockdown and silencing, our results
revealed that only suppression of LC3 and Bcl-xL could
obviously downregulate the expression levels of both
Col 1 and Col 3, reduced ECM accumulation (Figure 2
and 4), and ameliorated collagen arrangement (Figure 7).
Suggesting the synergistic action of LC3 and Bcl-xL on
HS pathogenesis, and moreover, silencing for Bel-xL was
found to increase the apoptosis of HSFs (Figure 5), and
reduce the formation of HS after wound closing in a rabbit
ear scar model (Figure 6 and 7).

In conclusion, we identified a novel mechanism
by which autophagy protein LC3 regulated the fibrosis
of HS by controlling the expression of Bcl-xL in vitro
(in HSFs) and in vivo (in rabbit ear scar model). The
aberration of LC3 protein processing compromised
autophagy in HS might associate with the pathogenesis
of HS in wound healing because @ It was by Bcl-xL, but
not Bcl-2, that LC3 regulated the expression of Col 1 and
Col 3 in HSFs to block the secretion and accumulation
of ECM in order to inhibit HS formation and dermal
fibrosis. @ sibcl-xL significantly increased the apoptosis
of HSFs comparing to sibcl-2, better balance the
excessive proliferation of the fibroblasts in dermal
skin. ® Although LC3 via Bcel-xL could not change the

expression of a-SMA, but shLC3 significantly improved
the architecture arrangement and function of a-SMA,
which might change the function of myofibroblasts, so
as to reduce ECM secretion, the scar contraction and skin
fibrosis. As for the further mechanism of LC3 via Bel-xL
improved the arrangement and function of a-SMA, of
cause, this need to be further studied. In a word, Bel-xL
could serve as a key molecular target, and might be a
novel strategy for HS therapy. Meanwhile, our findings
might shed more light on the molecular mechanism
underlying HS formation and highlight the therapeutic
potential of HS.

MATERIALS AND METHODS

Collection and processing of HS tissues

HS and normal dermal skin (NS) tissues [18, 28]
were collected from patients who had undergone surgical
excision at Xijing Hospital (Xi’an). Written consents
were obtained from all participants before surgery. All
protocols used in the study were approved by the Ethics
Committee of Xijing Hospital, affiliated to the Fourth
Military Medical University of China. Each collected
skin tissue sample was split into two portions: one portion
was preserved in 10% buffered formalin solution for
immunostaining and the remaining portion was to isolate
fibroblasts for culture.

Immunostaining

Immunostaining wasperformed as previously reported
[18, 27, 28]. In brief, the skin tissues fixed in 10% buffered
formalin were embedded in paraffin blocks and cut into 4
pum-thick tissue sections. The processed tissue sections were
then dewaxed and treated with 3% hydrogen peroxide for
15 min, followed by blocking with goat serum for 30 min,
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incubation at 4°C overnight with a primary monoclonal
antibody (mADb) against LC3B (1:100, Cell Signaling) and
Bel-xL (1:100, Cell Signaling), and immunostained with a SP-
9000 Histostain™ Kit (ZSGB; SP-9000D), according to the
manufacturer’s instructions. Briefly, tissue sections/cells on
slide were incubated with a biotinylated secondary antibody,
treated with streptavidin-biotin-horseradish peroxidase for
signal amplification, and then stained with diaminobenzidine
(DAB). Finally, the tissue sections/cells on slide were
counterstained with hematoxylin. Isotype-matched IgG was
used as a negative control for each immunostaining procedure.

Immunofluorescence analysis was performed as
previously reported [18]. In brief, cells were grown on
coverslips for 24-36 h until 70-80% confluent, fixed in 4%
formaldehyde for 30 min, washed with phosphate buffered
saline (PBS), permeabilized with 0.1% Triton-X100 for 10
min at room temperature, blocked with 1% bovine serum
albumin (BSA), hybridized with a rabbit mAb specific for
LC3B (1:100, Cell Signaling) at room temperature for 1 h,
and then incubated with a Cy3-conjugated goat anti-mouse
secondary antibody (1:100 dilution; Cwbio) at 37°C for 1
h. Finally, the samples were stained with 4°,6’-diamidino-
2-phenylindole (DAPI, Sigma).

Transmission electron microscopy (TEM)

Ultrathin sections of HSFs were processed in
conventional methods [28]. The samples were fixed with
2.5% glutaraldehyde in PBS buffer, included in agar, rinsed
in Sorensen’s buffer, postfixed in 1% osmium tetroxide in
Sorensen’s buffer, dehydrated in ethanol, and embedded in
EPON resin. Ultrathin sections were cut and stained with
uranyl acetate and lead citrate, and examined using a JEM-
123 transmission electron microscope (JEOL) at 80 kV.

Cell culture and treatment

Cell culture was performed as previously described
[18, 28]. Briefly, fibroblasts were extracted from minced
HS tissues by incubation in a solution of collagenase
type I (0.1 mg/mL; Sigma) at 37°C for 2.5 h. Extracted
HSFs were collected and cultured at 37°C (in a 5% CO,-
humidified incubator) in Dulbecco’s Modified Eagle’s
Medium (DMEM, Gibco) supplemented with 10% fetal
calf serum (FCS, Gibco), 100 U/mL penicillin, and 100
U/mL streptomycin (Hyclone). All experiments were
performed with cells at passage 3-5. Biochemical analysis
was conducted on HSFs at 70-80% confluence after
incubation for 12-16 h in serum-free medium.

Infection of overexpression (Ad-) and
knockdown (sh-) adenovirus vectors, and the
transfection of silencing for RNA (siRNA)

The recombinant adenovirus vector for LC3B
(AdLC3), knockdown LC3B (shLC3) and the control

adenvirus vector containing non-targeting (AdNT) shRNA
(shNT) were purchased from Genomeditech Company
(Genomeditech, Shanghai, China). All vectors were
labeled with GFP, which served as a detecting marker.
HSFs, grown to 50-70% confluence, were incubated for
12 h in serum-free medium and infected with vector for
48 h to generate stable cells. As for siRNA (GenePharma,
Shanghai, China) transfection, HSFs were seeded in
complete media in 6-well dishes the day before the
experiment. For all assays, the concentration of siRNAs
during transfection was 10 nM. All transfections were
performed in a mixture of Opti-MEM and complete
media without antibiotics, as described previously [52,
53]. The siRNA duplexes for Bel-xL, Bcl-2 or scramble
control sequences were listed in Table 1. The transfection
incubation time for siRNA/Lipofectamine RNAIMAX
reagent complexes (Lifetechnologies) was 24 h. The total
incubation time before cell lysis and protein isolation
was 48 h. The efficiency of transfection was measured by
Western blot analysis.

qRT-PCR

qRT-PCR was performed as previously reported
[18, 28, 52, 53]. In brief, total RNAs were extracted
from cultured cells using an RNA isolation kit (Takara).
The purity of the RNA was calculated as follows: A260/
A280 (1.9-2.0). The primer pairs (human) used for
gene amplification from the cDNA template were listed
in Table 2. The relative expression of the target gene
transcripts was expressed as the mean abundance from
three independent reactions. Expression of target gene was
normalized against that of GAPDH.

Western blot analysis

Cultured HSFs were harvested, washed in PBS,
and resuspended in RIPA cell lysis solution (Beyotime)
supplemented with 200 pg/mL phenylmethylsulfonyl
fluoride (PMSF, Boster), phosphatase inhibitor cocktail
(Sigma), and protease inhibitor cocktail (Sigma). The
protein concentration of the cell lysates was determined
using the BCA assay (Pierce).

Western blotting was performed as previously
described [18, 28, 52, 53]. Briefly, cell lysates containing
equal amounts of protein were separated in 8% (for Col
1 and Col 3) or 14% (for LC3) SDS-PAGE gels and
transferred to polyvinylidene fluoride (PVDF, Millipore)
membranes at 100 V for 30 min (for LC3, Bcl-2 and Bcl-
xL) or 100 min (for Col 1, Col 3, Beclinl). Membranes
were then blocked with 5% non-fat milk in TBST (tris
buffered saline/0.5% Tween-20) at room temperature for
3 h, followed by incubation at 4°C overnight with rabbit/
mouse mAbs specific for Bel-2 (Cell Signaling, 15071),
Bcl-xL (Cell Signaling), Col 1 (Abcam), Col 3 (Abcam),
alpha-actin (Epitomics), LC3B (Cell Signaling). Finally,
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the membranes were washed and incubated with HRP-
conjugated secondary antibodies (1:3,000 dilution, Bioss).
The immunoreactive protein bands were detected using
ECL reagents (Millipore). The signal intensity of each
protein was quantified by scanning the membrane with an
image analyzer (Alpha Innotech). The membrane was then
stripped of antibodies and re-probed with a rabbit mAb
against B-actin (1:2,000 dilution, Cell Signaling) as an
internal loading control.

Rabbit ear scar model and treatment

We used a previously described rabbit ear scar
model in this study [53, 54]. New Zealand white rabbits
of male weighing 2.0-2.5 kg were purchased from the
Experimental Animal Center of the Fourth Military
Medical University and were maintained in separate
cages. The animal experiments were approved by the
Experimental Animal Committee of the Fourth Military
Medical University. The animals were anaesthetized
by intravenous administration of sodium pentobarbital
(30 mg/kg). In a sterile environment, four full-thickness
wounds down to the cartilage on each ear were created.
Four round wounds, 10 mm in diameter, were randomly
created on the ear. Each rabbit thus had 8 wounds. For
each wound, the epidermis, dermis and perichondrium
were completely removed. The wounds were then covered
with sterile gauze for 1 day. The rabbits were returned
to their cages after they recovered from anesthesia. On
postoperative day 28 and afterwards, scars were randomly
placed into eight groups (6 scars to each group): one PBS
group, two control groups (AdANT and shNT), siRNA
control (siControl/siNT) and four treatment groups
(AdLC3, shLC3, sibcl-2 and sibcl-xL). They were applied
to the scars two times in a week.

Flow cytometry

FITC Annexin V Apoptosis Detection Kit (BD
Pharmingen™, Cat: 556547) was used to measure cell
apoptosis after transfection [29, 55, 56]. Briefly, the
cells were treated with medium alone or in the presence
of siRNA specific for Bel-xL or with negative control
siRNA or with Lipofectamine RNAIMAX Reagent
(Lifetechnologies) only for 48 h. The cells were washed in
PBS, resuspended in 100 pl of binding buffer and stained
with 5 pl FITC-Annexin V, and 5 pl propidium iodide (PI)
for 15 min in the dark, then added 300 pl of binding buffer,
according to the manufacturer’s instructions. Analyses
were performed with flow cytometry (BD FACSAria™ I11
system; BD Pharmingen). The cells in the FITC-positive
fraction were regarded as apoptotic cells.

Statistical analysis

Quantitative data are expressed as the mean +
standard error of the mean (SEM). Student’s t-test

was used to compare data between two groups and
analysis of variance (ANOVA) was used for multiple-
group comparisons. A value of p < 0.05 was considered
statistically significant.

Abbreviations

ANOVA, analysis of variance; BCA, bicinchoninic
acid; BSA, bovine serum albumin; Col 1, type I collagen;
Col 3, type II collagen; DAB, diaminobenzidine;
DAPI, 4’,6’-diamidino-2-phenylindole; DMEM,
Dulbecco’s modified Eagle’s medium; ECL, enhanced
chemiluminescence; ECM, extracellular matrix; FCS,
fetal calf serum; GAPDH, glyceraldehyde-3-phosphate
dehydrogenase; GFP, green fluorescent protein; HRP,
horseradish peroxidase; HS, hypertrophic scar, HSFs,
hypertrophic scar derived fibroblasts; [gG, immunoglobulin
G; mAb, monoclonal antibody; LC3, microtubule-
associated protein 1 light chain 3; NS, normal skin; NSFs,
normal skin derived fibroblasts; PBS, phosphate-buffered
saline; PMSF, phenylmethylsulfonyl fluoride; PVDEF,
polyvinylidene fluoride membrance; gRT-PCR, quantitative
real-time polymerase chain reaction; SDS-PAGE, sodium
dodecyl sulfate-polyacrylamide gel electrophoresis; SEM,
standard error of the mean; TBST, tris buffered saline/0.5%
tween-20; TEM, transmission electron microscopy.

Author contributions

Study design: JS, HG, DH. Performing animal
erperiments: JS, YL, JZ, KW, WC, XB. Sample processing
and analysis: SS, BW, JZ, YL, XW, BZ. Writing of
manuscript: JS, HG, DH.

CONFLICTS OF INTEREST

The authors declare no conflicts of interest.

FUNDING

This work was supported by the National Natural
Science Foundation of China (Grant No. 81571914, and
81272098).

REFERENCES

1. Kondo Y, Kanzawa T, Sawaya R, Kondo S. The role of
autophagy in cancer development and response to therapy.
Nat Rev Cancer. 2005;5:726-734.

Hara T, Nakamura K, Matsui M, Yamamoto A, Nakahara
Y, Suzuki-Migishima R, Yokoyama M, Mishima K, Saito
I, Okano H, Mizushima N. Suppression of basal autophagy
in neural cells causes neurodegenerative disease in mice.
Nature. 2006;441:885-889.

www.impactjournals.com/oncotarget

93768

Oncotarget



10.

11.

13.

14.

16.

17.

19.

Bhoopathi P, Chetty C, Gujrati M, Dinh DH, Rao JS, Lakka
S. Cathepsin B facilitates autophagy-mediated apoptosis in
SPARC overexpressed primitive neuroectodermal tumor
cells. Cell Death Differ. 2010;17:1529-1539.

Portt L, Norman G, Clapp C, Greenwood M, Greenwood
MT. Anti-apoptosis and cell survival: a review. Biochim
Biophys Acta. 2011;1813:238-259.

Levine B, Kroemer G. Autophagy in the pathogenesis of
disease. Cell. 2008;132:27-42.

Meijer AJ, Dubbelhuis PF. Amino acid signaling and the
integration of metabolism. Biochem Biophys Res Commun.
2004;313:397-403.

Riddle DL, Gorski SM. Shaping and stretching life by
autophagy. Dev Cell. 2003;5:364-365.

Yoshimori T. Autophagy: a regulated bulk degradation
process inside cells. Biochem Biophys Res Commun.
2004;313:453-458.

Shintani T, Klionsky DJ. Autophagy in heath and disease: a
double-edged sword. Science. 2004;306:990-995.

Todde V, Veenhuis M, van der Klei 1J. Autophagy:
principles and significance in health and disease. Biochim
Biophy Acta. 2009;1792:3-13.

Kroemer G, Jaattela M. Lysosome and autophagy in cell
death control. Nat Rev Cancer. 2005;5:886-897.

Tanida I, Ueno T, Kominami E. LC3 conjugation system
in mammalian autophagy. Int J Biochem Cell Biol.
2004;36:2503-2518.

Asanuma K, Tanida I, Shirato I, Ueno T, Takahara H,
Nishitani T, Kominami E, Tomino Y. MAP-LC3, a
promising autophagosomal marker, is processed during
the differentiation and recovery of podocytes from PAN
nephrosis. FASEB J. 2003;17:1165-1167.

Tanida I, Minematsu-lkequchi N, Ueno T, Kominami E.
Lysosomal turnover, but not a cellular level, of endogenous
LC3 is a marker for autophagy. Autophagy. 2005;1:84-91.
Bayat A, McGrouther DA, Ferguson MW. Skin scarring.
BMJ. 2003;326:88-92.

Brown BC, McKenna SP, Siddhi K, McGrouther DA, Bayat
A. The hidden cost of skin scars: quality of life after skin
scarring. J Plast Reconst Aesthet Surg. 2008;61:1049-1058.

Aarabi S, Longaker MT, Gurtner GC. Hypertrophic scar
formation following burns and trauma: New Approaches to
Treatment. PLoS Med. 2007;4:e234.

Shi JH, Guan H, Shi S, Cai WX, Bai XZ, Hu XL,
Fang XB, Liu JQ, Tao K, Zhu XX, Tang CW, Hu DD.
Protection against TGF-B1-induced fibrosis effects of
IL10 on dermal fibroblasts and its potential therapeutics
for the reduction of skin scarring. Arch Dermatol Res.
2013;305:341-352.

van der Veer WM, Bloemen MC, Ulrich MM, Molema
G, van Zuijen PP, Middelkoop E, Niessen FB. Potential

cellular and molecular causes of hypertrophic scar. Burns.
2009;35:15-29.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

Sidgwick GP, Bayat A. Extracellular matrix molecules
implicated in hypertrophic and keloid scarring. J Eur Acad
Dermatol Venereol. 2012;26:141-152.

Zhang ZF, Zhang YG, Hu DH, Shi JH, Liu JQ, Zhao ZT,
Wang HT, Bai XZ, Cai WX, Zhu HY, Tang CW. Smad
interacting protein 1 as a regulator of skin fibrosis in
pathological scars. Burns. 2011;37:665-672.

Campaner AB, Ferreira LM, Gragnani A, Bruder JM,
Cusick JL, Morgan JR. Upregulation of TGF-b1 expression
may be necessary but is not sufficient for excessive scarring.
J Invest Dermatol. 2006;126:1168-1176.

Jin S, White E. Tumor suppression by autophagy
through the management of metabolic stress. Autophagy.
2008;4:563-566.

Orvadahl A, Levine B. Eating the enemy within: autophagy
in infectious diseases. Cell Death Differ. 2009;16:57-69.

Winslow AR, Rubinsztein DC. Autophagy
neurodegeneration and development. Biochim Biophys
Acta. 2008;1782:723-729.

Yen WL, Klionsky DJ. How to live long and prosper:
autophagy, mitochondria, aging. Physiology.
2008;23:248-262.

Shi JH, Hu DH, Zhang ZF, Bai XZ, Wang HT, Zhu XX,
Su YJ, Tang CW. Reduced expression of microtubule-
associated protein 1 light chain 3 in hypertrophic scars.
Arch Dematol Res. 2012;304:209-215.

Shi J, Wang H, Guan H, Shi S, Li Y, Wu X, Li N, Yang C,
Bai X, Cai W, Yang F, Wang X, Su L, et al. IL10 inhibits
starvation-induced autophagy in hypertrophic scar fibroblasts
via cross talk between the IL10-IL10R-STAT3 and IL10-AKT-
mTOR pathways. Cell Death Dis. 2016;7:¢2133.

Hinz B. Formation and function of the myofibroblast during
tissue repair. J Invest Demmatol. 2007;127:526-537.

Hinz B. The myofibroblast: paradigm for a mechanically
active cell. ] Biomech. 2010;43:146-155.

Burton TR, Gibson SB. The role of Bcl-2 member BNIP3
in cell death and disease: NIPping at the heels of cell death.
Cell Death Differ. 2009;16:515-523.

Ko JK, Choi KH, Peng J, He F, Zhang Z, Weisleder N,
Lin J, Ma J. Amphipathic tail-anchoring peptide and Bcl-2

in

and

homology domain-3 (BH3) peptides from Bcl-2 family
proteins induce apoptosis through different mechanisms. J
Biol Chem. 2011;286:9038-9048.

Gabriel B, Sureau F, Casselyn M, Teissié¢ J, Petit
PX. Retroactive pathway involving mitochondria
in electroloaded cytochrome c-induced apoptosis.
Protective properties of Bcl-2 and Bel-XL. Exp Cell Res.
2003;289:195-210.

Honardoust D, Kwan P, Momtazi M, Ding J, Tredget EE.
Novel methods for the investigation of human hypertrophic
scarring and other dermal fibrosis. Methods Mol Biol.
2013;1037:203-231.

Gauglitz GG, Korting HC, Pavicic T, Ruzicka T, Jeschke
MG. Hypertrophic scarring and keloids: pathomechanisms

WWw

.impactjournals.com/oncotarget

93769

Oncotarget



36.

37.

38.

39.

40.

41.

42.

43.

44,

45.

46.

and current and emerging treatment strategies. Mol Med.
2011;17:113-125.

Honardoust D, Ding J, Varkey M, Shankowsky HA, Tredget
EE. Deep dermal fibroblasts refractory to migration and
decorin-induced apoptosis contribute to hypertrophic
scarring. J Burn Care Res. 2012;33:668-677.

Klingberg F, Hinz B, White ES. The myofibroblast
matrix: implications for tissue repair and fibrosis. J Pathol.
2013;229:298-309.

Hinz B, Phan SH, Thannickal VJ, Galli A, Bochaton-Piallat
ML, Gabbiani G. The myofibroblast: one function, multiple
origins. Am J Pathol. 2007;170:1807-1816.

Cuttle L, Nataatmadja M, Fraser JF, Kempf M, Kimble
RM, Hayes MT. Collagen in the scarless fetal skin wound:
detection with picrosirius-polarization. Wound Repair
Regen. 2005;13:198-204.

Oliveira GV, Hawkins HK, Chinkes D, Burke A, Tavares
AL, Ramos-e-Silva M, Albrecht TB, Kitten GT, Herndon
DN. Hypertrophic versus non hypertrophic scars compared
by immunohistochemistry and laser confocal microscopy:
type I and III collagens. Int Wound J. 2009;6:445-452.

Moreels M, Vandenabeele F, Dumont D, Robben J, Lambrichts
I. Alpha-smooth muscle actin (alpha-SMA) and nestin
expression in reactive astrocytes in multiple sclerosis lesions:
potential regulatory role of transforming growth factor-beta 1
(TGF-betal). Neuropathol Appl Neurobiol. 2008:34:532-546.

Saito M, Yamazaki M, Maeda T, Matsumura H, Setoguchi
Y, Tsuboi R. Pirfenidone suppresses keloid fibroblast-
embedded collagen gel contraction. Arch Dermatol Res.
2012;304:217-222.

Kabeya Y, Mizushima N, Ueno T, Yamamoto A, Kirisako
T, Noda T, Kominami E, Ohsumi Y, Yoshimori T. LC3,
a mammalian homologue of yeast Apg8p, is localized in
autophagosome membranes after processing. EMBO 1.
2000;19:5720-5728.

Tanida I, Nishitani T, Nemoto T, Ueno T, Kominami E.
Mammalian Apg12p, but not the Apg12p-ApgSp conjugate,
facilitates LC3 processing. Biochem Biophys Res Commun.
2002;296:1164-1170.

Karim MR, Kanazawa T, Daigaku Y, Fujimura S, Miotto
G, Kadowaki M. Cytosolic LC3 ratio as a sensitive index
of macroautophagy in isolated rat hepatocytes and H4-11-E
cells. Autophagy. 2007;3:553-560.

Saxena N, Katiyar SP, Liu Y, Grover A, Gao R, Sundar
D, Kaul SC, Wadhwa R. Molecular interactions of Bcl-2

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

and Bcl-xL with mortalin: identification and functional
characterization. Biosci Rep. 2013;33. pii: ¢00073.

Petros AM, Olejniczak ET, Fesik SW. Structural biology
of the Bcl-2 family of proteins. Biochim Biophys Acta.
2004;1644:83-94.

Thomadaki H, Scorilas A. Bcl-2 family of apoptosis-related
genes: functions and clinical implications in cancer. Crit
Rev Clin Lab Sci. 2006;43:1-67.

Qian J, Voorbach MJ, Huth JR, Coen ML, Zhang H, Ng SC,
Comess KM, Petros AM, Rosenberg SH, Warrior U, Burns
DJ. Discovery of novel inhibitors of Bcl-xL using multiple
high-throughput screening platforms. Anal Biochem.
2004;328:131-138.

Huang Z. Bcl-2 family proteins as targets for anticancer
drug design. Oncogene. 2000;19:6627-6631.

Hari Y, Harashima N, Tajima Y, Harada M. Bcl-xL inhibition
by molecular-targeting drugs sensitizes human pancreatic
cancer cells to TRAIL. Oncotarget. 2015;6:41902-41915.
https://doi.org/10.18632/oncotarget.5881.

Bai X, Fan L, He T, Jia W, Yang L, Zhang J, Liu Y, Shi J,
Su L, Hu D. SIRT1 protects rat lung tissue against severe
burn-induced remote ALI by attenuating the apoptosis of
PMVECs via p38 MAPK signaling. Sci Rep. 2015;5:10277.
Hu X, Li N, Tao K, Fang X, Liu J, Wang Y, Wang H, Shi J,
Wang Y, Ji P, Cai W, Bai X, Zhu X, et al. Effects of integrin
avp3 on differentiation and collagen synthesis induced by
connective tissue growth factor in human hypertrophic scar
fibroblasts. Int J Mol Med. 2014; 34:1323-1334.

Hu X, Wang H, Liu J, Fang X, Tao K, Wang Y, Li N, Shi
J, Wang Y, Ji P, Cai W, Bai X, Zhu X, et al. The role of
ERK and JNK signaling in connective tissue growth factor
induced extracellular matrix protein production and scar
formation. Arch Dermatol Res. 2013;305:433-445.

Bai X, He T, Liu J, Wang Y, Fan L, Tao K, Shi J, Tang
C, Su L, Hu D. Loureirin B inhibits fibroblast proliferation
and extracellular matrix deposition in hypertrophic scar via
TGF-B/Smad pathway. Exp Dermatol. 2015;24:355-360.

Zhao B, Liu JQ, Yang C, Zheng Z, Zhou Q, Guan H, Su
LL, Hu DH. Human amniotic epithelial cells attenuate
TGF-B1-induced human dermal fibroblast transformation to
myofibroblasts via TGF-B1/Smad3 pathway. Cytotherapy.
2016;18:1012-1024.

www.impactjournals.com/oncotarget

93770

Oncotarget



