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Abstract

Background: Transplantation of adipose-derived stem cells (ADSCs) is a potential therapy for a variety
of liver diseases. Previous studies have shown that ADSC-based therapy is promising for liver fibrosis
treatment. Recently, many publications have suggested that pretreating ADSCs with growth factors
before transplantation can elevate the effectiveness of the therapy. Therefore, we hypothesize that
human ADSCs (hADSCs) pre-treated with platelet-rich plasma (PRP) and hepatocyte growth factor
(HGF), compared to ADSCs alone, would accelerate the treatment effects on liver fibrosis in mice.
Methods: The hADSCs were cultured solely with conventional media, or with HGF (human
recombinant; 20 ng/ml), or with HGF and PRP (from healthy human blood, 10%), concomitantly added
to the medium for 7 days before transplantation. Eight-week-old male mice were treated with CCl, (1
ml/kg) for 11 weeks to induce liver fibrosis. The mice were then subsequently divided into: 1) Placebo
group (PBS injection); 2) ADSCs/HGF+PRP (5x10° HGF and PRP pre-treated cells/mice); 3) ADSCs/
HGEF (5x10° HGF pre-treated cells/mice) and 4) ADSCs (5x10° non-pretreated cells/mice). Results: Seven
days post-transplantation, the alanine transaminase (ALT) level in the placebo was notably elevated
(143.10+14.96 TU/L), compared to ALT levels of ADSCs-, ADSCs/HGF+PR-, and ADSCs/HGF-
transplanted mice, which showed an improvement (67.94+18.57 IU/L, 49.44+7.56 IU/L, and 57.93+5.75
IU/L, respectively). The procollagen-al and alpha-smooth muscle actin (a-SMA) mRNA levels were
significantly down-regulated in the ADSCs-transplanted group compared to those of the placebo.
Importantly, these levels were lower in ADSCs/HGF+PR (procollagen-o1: 75.64+45.89; a-SMA: 36.17
+36.09) than those of ADSCs/HGF (procollagen-al: 212.8+84.35; a-SMA: 52.41+7.93) and ADSCs only
(procollagen-al: 310.50 + 55.36; 0-SMA: 184.70+14.06). Stem cell transplantation also improved
histological index, reducing inflammation and collagen/necrotic structure accumulation. However,
there were no statistical differences between three ADSCs treatment groups after 14 days after
transplantation. Conclusion: Pre-treatment with PRP and HGF for 7 days enhanced the efficacy of
ADSCs in alleviating liver fibrosis in vivo.
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1. Introduction

According to the World of Health Organization (WHO), liver fibrosis/cirrhosis is one of the major
global burdens. In 2010, liver fibrosis caused 1 million deaths and occupied 2% of total mortality
cases in the world [1]. Additionally, liver fibrosis has also been known as one of the leading causes
of hepatic carcinoma. Currently, orthotopic liver transplantation is a gold therapeutic standard
for liver fibrosis as it is a life-prolonging treatment [2]. In recent years, mesenchymal stem cell
(MSC)-based therapy for liver fibrosis has gained increased interest due to proliferative ability of
MSCs in vitro, and abundance of MSC source origins, which include adipose tissue [3-5], bone
marrow [6,7] , and umbilical cord blood [8,9]. Moreover, the paracrine effects and differentiation
capacity of MSCs are beneficial [10]. Indeed, MSC-based therapy has attained promising results in
liver fibrosis treatment [cite] For regenerative medicine, many research studies are now focusing
on ways to improve the impact of MSCs- on cell survival, homing, differentiation capability and
therapeutic efficacy. Many approaches have been investigated with the aim to enhance MSC
efficacy by pre-treatment with cytokines and growth factors [11], using 3D-scaffolds for MSC
culture [12] and assessing gene modifications [13]. In this study, we hypothesized that pre-
treatment with platelet-rich plasma (PRP) and hepatocyte growth factor (HGF) may augment
the effect of adipose-derived stem cells (ADSCs) on liver fibrosis treatment in mice. HGF is
known as a crucial factor for hepatocyte division [14,15]. Previous publications indicate that
HGF is an essential ligand for development and regeneration of hepatocytes [16-18]. Moreover, it
considered as a cytokine with abundant roles, such as cell division stimulator and morphogenesis
factor [16,19], HGF has been a significant growth factor in research and clinical applications,
and plays a crucial role in stimulating endogenous MSCs to move to sites of injury [20]. Indeed,
published data have shown that HGF in culture improves the homing capability of MSCs [21-23].
Over-expression of HGF gene in MSCs enhanced the therapeutic effect of MSCs in a liver fibrosis
mouse model . PRP is defined as the plasma which encompasses a high concentration of platelet-
derived growth factors (> 3-5 fold greater than whole blood) [24]. PRP contains an abundance of
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essential growth factors, including epidermal growth factor (EGF), platelet-derived growth factor
(PDGE), transforming growth factor beta (TGF-£), vascular endothelial growth factor (VEGF),
fibroblast growth factor (FGF), insulin growth factor (IGF), and Keratinocyte Growth Factor
(KGF) [25,26]. Presently, PRP has been investigated in applications for at least 30 diseases [26].
Studies have demonstrated that in medium supplied with PRP, MSCs showed an increase in
proliferation rate, stemness [27] and immunomodulatory ability [28]. Notably, recent data showed
that culturing with PRP enhanced the homing and immunomodulatory capacity of MSCs [29,30].

2. Methods

(a) Induction of fibrosis in mice

The protocol for inducing fibrosis in mice was followed as previous publication [31]. In brief,
healthy 8-week old male Swiss mice (weight of 25-28 g) were treated by 1.0 mL/kg CCl4 (99.5%
purity, UNI-CHEM Chemical Reagent, China) via oral administration three times per week (every
two days) for 11 consecutive weeks. Mice fasted for 4 hours before oral administration of CCl4.
This study was accepted by the Ethical Committee of Stem Cell Institute, University of Science,
Vietnam National University of Ho Chi Minh City (VNU-HCMUS) in Viet Nam.

(b) Culture of human adipose-derived stem cells (hnADSCs)

Frozen human adipose-derived stem cells (hADSCs) at passage 3 (Stem Cell Institute) was thawed
using Thawbest medium (Gene World. Co. Ltd, Ho Chi Minh City, Vietnam). Cells were cultured
in Dulbecco’s modified Eagle’s medium/F12 (Sigma-Aldrich, St. Louis, MO), 1X antibiotic-
antimycotic (Thermo Fisher Scientific, Waltham, MA) supplemented with 10% fetal bovine serum
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(FBS, EU Thermo Scientific, MA); or with HGF (20 ng/ml, Biolegend); or with HGF (20 ng/ml) +
PRP 10%; cells were named as ADSCs, ADSCs/HGF and ADSCs/HGF+PRP, respectively.

(c) Characterization of hAADSCs

Cell marker surface was analyzed by the FACS-Calibur machine (BD Biosciences, San Jose, CA)
using FITC- or PE-conjugated anti- CD34, anti-CD45, anti-CD14, anti-CD44, anti-CD90, or anti-
CD166 antibodies. The data were analyzed by FlowJo software (FlowJo LLC, Ashland, OR).

For adipogenic and osteogenic differentiation, cells were induced as previously described [32].
In brief, cells were cultured in DMEM/F12 medium (Sigma Aldrich, Louis, MO) supplemented
with 10% FBS, 1X antibiotic-antimycotic solution, 10 mM dexamethasone (Sigma Aldrich), 2.79
mM indomethacin (Sigma Aldrich), 5 mg/mL insulin (Sigma Aldrich), and 0.5 M 1-Methyl- 3-
isobutylxanthine (IBMX) (Sigma Aldrich) for adipogenic differentiation. Cells were stained with
Oil Red O (Sigma Aldrich) to determine lipid droplet at day 21 of the differentiation.

For osteogenic differentiation, cells were induced by medium supplemented with ascorbic
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acid, dexamethasone, and 6-glycerol phosphate (all purchased from Sigma-Aldrich). Calcium
deposits were visualized by staining with Alizarin Red (Sigma Aldrich).
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(d) Cell proliferation assay

The proliferation of cells was determined by MTT method. After 24 hours of culture, 20 ul of
3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyl tetrazolium bromide (MTT; 5 g/1; Sigma-Aldrich) was
added to the culture medium of each well. The plates were incubated in the dark for 5 minutes
and then, 50 ul of medium was discarded and 150 pl of DMSO (Sigma-Aldrich) added to each
well. Absorption values were measured after 48, 72 and 96 hours at a wavelength of 595 nm.

Doubling time was calculated by the following formula:

_ tlog(2)
DT = log(OD¢)—1og(O Dy,

(e) ADSC transplantation

Fibrosis-bearing mice were divided into four groups (n = 5 each group):
1) Placebo group (PBS injection);
2) ADSCs/HGF+PRP (5x105 HGF and PRP pre-treated cells/mice);
3) ADSCs/HGF (5x105 HGF pre-treated cells/mice) and
4) ADSCs ((5x105 non-pretreated cells/mice).

At 80% confluence, the ADSCs were obtained by using 0.25% trypsin/EDTA (Sigma-Aldrich)
then washed in PBS. The ADSCs were filtered using 70 pm pore size filter membranes (BD
Bioscience). Then, 5x105 cells were suspended in 150 pl PBS and injected into mice via tail vein.

(f) Biochemical Assessments

At 7 and 14 day post-transplantation, mice have examined the improvement of serum aspartate
transaminase (AST), alanine transaminase (ALT), and albumin (ALB) levels. Then, 200 ul of
serum from mice was collected for AST (IFCC Mod.LiquiUV test, Germany), ALT (IFCC Mod.
LiquiUV test, Germany) and ALB (QuantiChrom Bilirubin Assay Kit, Bioassay Systems, CA,
USA) measurements, according to the manufacturers’ instructions.

(9) Quantitative reverse transcription PCR (RT-gPCR)

(i) Expression of fibrosis-related genes

The partial left liver lobes of mice from each group were collected. Total RNA was isolated using
Easy-BLUE Total RNA Extraction Kit (INTRON Biotechnology, Korea) and then evaluated for the
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expression of genes by RT-qPCR method (Brilliant II QRT-PCR Master Mix kit 1-step, Agilent,
CA) using the primers listed in Table 1.

Table 1. List of primer sequences

Genes Primer sequences (5’-3") Refs

hGapDH F: AGAAGGCTGGGGCTCATTTG [33]
R: AGGGGCCATCCACAGTCTTC

mGapDH F: AAGTTGTCATGGATGACC [34]
R: TCACCATCTTCCAGGAGC

Pro-collagen F: CCTGGACGCCATCAAGGTCTAC [31]

al R: CCAAGTTCCGGTGTGACTCG

a-SMA F: GCATCCACGAAACCACCTA [35]
R: CACGAGTAACAAATCAAAGC

Ck18 F: GAGATCGAGGCTCTCAAGGA [36]
R: CAAGCTGGCCTTCAGATTTC

Ck19 F: ATGGCCGAGCAGAACCGGAA [37]

R: CCATGAGCCGCTGGTACTCC

(i) Expression of CK18 and CK19

HGF and PRP pre-treated cells were used to isolated total RNA using Easy-BLUE Total RNA
Extraction Kit (INTRON Biotechnology) and then evaluated for expression of genes using the
respective specified primers listed in Table 1.

(h) Histological examination

Liver tissues (approximately 1 cm2) were obtained from left liver lobes. The samples were washed
with PBS twice and fixed in paraformaldehyde (Merck Millipore, Germany) for 24 hours before
sectioning in paraffin.

For hematoxylin & eosin (H&E) staining, liver sections were deparaffinized in xylene,
dehydrated using alcohol, and washed with PBS. Slides were then stained with hematoxylin
(Merck Millipore, Germany) for 5 min, washed quickly, and then differentiated by 1% acid alcohol
for 30 seconds then washed for 10 minutes.

For counterstaining, slides were stained with eosin (Merck Millipore). For Sirius Red staining,
liver sections were deparaffinized in xylene and hydrated in deionized (DI) water, and then
stained with Picrosirius Red Stain Kit (Polysciences Asia-Pacific, Inc.), according to the protocol
of the manufacturer.

(i) Statistical Analysis

Data analysis was conducted using GraphPad Prism 6 (Graphpad Software, La Jolla, CA, USA).
Statistical significance was set at p<0.05.

3. Resulis

(a) Characteristic of ADSCs

Third-passage ADSCs were defrosted and cultured in DMEM/F12 10% FBS and 1% antibiotics-
antimycotics. Forty-eight hours after defrost, cells began to adhere to the surface of the
plastic culture wells, and had the distinct appearance (long, fibroblast-like shape) of MSCs
(Figure 2A).Forty-eight hours after thawing, ADSCs were harvested and validated for certain
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surface markers using flow cytometry. The cultured cells were CD44+, CD90+, and CD166+, and
CD14-, CD34-, and CD45- (Figure 2D).

(b) Differentiation into osteocytes and adipocytes

Twenty-one days after differentiation, cultured ADSCs transformed from the initial, distinct
appearance into round-shaped cells, accumulating red-stained lipids with Oil red staining
(Figure 2B). Similarly, ADSCs became positive with Alizarin red staining after 21 days of
induction (Figure 2D).

(c) HGF and PRP enhance cell proliferation

Doubling-time analyses amongst groups indicate that cells cultured in medium supplemented
with HGF had the most expanded doubling-time (48.287+1.954 h). Cells cultured in medium
supplemented with both HGF and PRP were the quickest to proliferate, with the shortest
doubling time (36.339+0.559 h). All differences amongst groups were statistically significant
(p<0.05) (Figure 3A).

(d) HGF and PRP alter the expression of CK18 and CK19 genes

After seven days, expression of CK18 and CK19 was analyzed at the transcriptional level.
In HGF treated group, gene expression of both Ck18 and Ck19 were significantly elevated
compared to control (DMEM/F12 10% FBS) (Figure 3B-C). The increase of Ck18 and Ck19 gene
expression in the ADSCs/HGF+PRP-treated group was each significantly different compared to
ADSCs/DMEM F12 10% FBS-treated group.

(e) Transplantation of ADSCs pretreated with HGF and PRP improve
weight loss in liver cirrhosis mouse model

There was a systemic weight loss in all mice treated with CCl4. The mean weight of CCl4-induced
mice decreased by 12% (p<0.05) as compared with vehicle control (olive oil treatment). This result
might suggest an effect of CCl4 on body weight; hence, the body weight was recorded as an initial
criterion for evaluating the general physiology of the mice before and after receiving treatment
Figure 4.

After seven days of transplantation, the placebo group did not improve in body weight.
In fact, body weight decreased by 2.0440.91% as compared to that before commencing the
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FL1-H :: CO34 FL1-H :: CD4S

FL2-H :: CD44

Figure 2. Thawed ADSC-p3 retains the characteristics of mesenchymal stem cells. A) ADSCs adhered on the
surface after 48 hrs of thawing; B) ADSCs has the ability to differentiate into fat cells, which are positive for the oil red
dye; ADSCs are capable of differentiating into osteoblast-like cells for Ca2 + storage with Alizarin Red dye positive (C);
D) Surface markers of ADSCs: Positive (CD44, CD90, CD166), Negative (CD14, CD34, CD45).

treatment. Meanwhile, ADSC-treated group showed an enhancement of body weight, increasing
by 0.2740.61%. Moreover, ADSCs/HGF-treated and ADSCs/HGF+PRP-treated groups had
increases in body weight of about 1.42 & 0.85% and 2.85 +0.85%, respectively (Figure 4A). After
14 days, the body weight of cell-treated mice was significantly improved. The body weight of
ADSCs-treated group, ADSCs/HGF-treated group, and ADSCs/HGF+PRP-treated group were
increased by 3.00+0.80%, 3.234+0.29%, and 6.25+1.15%, respectively, which were significant
differently compared with the placebo (0.604-0.70%). In general, the cell-treated groups showed
improvement in body weight as compared with the placebo; notably, the increase of body weight
of mice treated with ADSCs/HGF+PRP was significantly higher compared to the other groups.

Biomed. Res. Ther. 2018, 5(5):2332-2348
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Figure 3. Doubling-time, ck18 and ck19 gene expression modification of ADSCs pre-treated in HGF and HGF +
PRP.A) Doubling-time of cells; B) CK18 gene expression level; C) CK19 gene expression level (* p<0.05, Student’s t-test)

%

Figure 4. Percentage of body weight change. A) Percentage of body weight change at day seven after transplantation.
B) At day 14 after the transplantation. (* p <0.05, Student’s t-test)

(f) ADSCs cultured in medium supplemented with HGF and PRP improve
hyper-leukocytosis in liver-damaged mice

The leukocyte count of the experimental mice was conducted on days 1, 3, 7 and 14 after cell
transplantation. The total leukocyte count tended to drop down at 1-day post-transplantation
in the 3 groups transplanted with cells as compared with the placebo (p<0.05). Importantly,
ADSCs/HGF+PRP-treated group had the most decreased leukocyte count among the groups
(p<0.05).

By days 3 and 7, all three ADSC-transplanted groups had a lower leukocyte count as compared
with the placebo. By day 14, after cell transplantation, the leukocyte count of 3 cell-transplanted
groups were not significantly different from each other Figure 5.
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Figure 5. Total leukocytes of mice. A) The total number of leukocytes at day 1st post-transplantation; B) Total number
of leukocytes at day 3th post-transplantation; C) Total number of leukocytes at day 7th post-transplantation. D) The total
number of leukocytes at 14-day post-transplantation. (* p <0.05, Student’s t-test)

(9) Transplantation of ADSCs cultured in media supplemented with HGF
and PRP improve biochemistry indexes in a liver cirrhosis mouse
model

After 7 days of transplantation, the ALT index in the placebo group (143.10+£14.96 IU/L) was
as equivalent as that in the CCl4-treated mouse model (144.00+10.85 IU/L) Figure 6. On
the other hand, all three groups transplanted with ADSCs had ALT index notably reduced;
the ALX index was 67.9418.57 TU/L, 57.935.75 IU/L and 49.44+7.56 IU/L for the ADSCs-,
ADSCs/HGEF- and ADSCs/HGF+PRP-treated groups, respectively. After 14 days, ALT index was
significantly elevated in all 4 experiment groups. Interestingly, the ALT level in the placebo group
reached the highest point (682.64+55.55 IU/L). There was no statistical difference among the
ADSCs-treated group (482.00+£63.49 IU/L), ADSCs/HGF-treated group (470.60+118.20 IU/L),
and ADSC/HGF+PRP-treated group (500.20£155.20 IU/L). These results indicate that the cell
therapies used in this study could not significantly maintain their protective effect against
progressing necrotic hepatocytes after 14 days of treatment.

Biomed. Res. Ther. 2018, 5(5):2332-2348
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Figure 6. Level of ALT in mice. A) 7 days after post-transplantation; B) 14 days after post-transplantation. (* p <0.05,
Student’s t-test)

(h) ADSCs cultured with HGF and PRP improve fibrosis-related gene-
expression in mice

At day 7 post-transplantation, the gene-expression of procollagen-a1 had increased from 645.30
=+ 320.10 to 572.6 £ 291.5 in the placebo group. On the contrary, the reduction of procollagen-
ol expression was observed for all cell treatment groups. The procollagen-al expression of
ADSCs/HGF+PRP group (75.64 & 45.89) was lower than placebo group by 8.53-fold. Compared
to ADSCs (310.50 + 55.36), and ADSCs/HGEF ((212.8 + 84.35) treatment groups, the procollagen-
a1 expression in ADSCs/HGF+PRP group was also significantly improved (lower) (p<0.05).

These results show that stem cell transplantation contributed to the downregulation of alpha-
smooth muscle actin (a-SMA) gene expression. There was a significant difference (p<0.05) in
a-SMA gene-expression between the placebo versus each of the cell treatment group. Notably,
ADSCs pretreated with HGF and PRP showed a greater decrease in a-SMA gene expression (36.17
=+ 36.09), compared to placebo, than ADSCs group (184.70 £ 14.06) or ADSCs/HGF group (52.41
=+ 7.93) Figure 7.

(i) ADSCs cultured in medium supplemented with HGF and PRP reduce
the formation of bridging fibrosis

After 7 days of treatment, ADSC transplantation significantly improved the overall histological
structure as compared with placebo treatment. Notably, liver tissues of placebo-treated mice
developed inflammation and numerous areas of fibrosis with necrotic cells (Figure 8). In contrast,
the conditions of the ADSC-treated groups were notably improved; there were fewer destructured
zones and necrotic cells. There was no significance difference between the ADSC/DMEM F12 10%
FBS-treated and ADSC /HGF-treated groups.

On day 14, the liver histology of all experiment groups seemed to be progressively affected
during the examining period. Notably, bridging fibrosis emerged in the placebo group; however,
the liver structure in the ADSCs-treated groups were intact.

Biomed. Res. Ther. 2018, 5(5):2332-2348
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Figure 7. Procollagen and «-SMA gene-expression of experimental groups. A) Levels of Procollagen gene-
expression at day 7th post-transplantation; B) Levels of a-SMA gene-expression at day 7th post-transplantation; C)
Levels of Procollagen gene-expression at day 14th post-transplantation; D) Levels of a-SMA gene-expression at day
14th post-transplantation (* p <0.05, Student’s t-test).

Liver structures in the ADSC/DMEM F12 10% FBS-treated group still had fibrosis or
inflammation bands in the proximity of the portal triad. There was no significant difference in
transplanting ADSCs/HGF and ADSCs/HGF+PRP into the mice.

4. Discussion

Third-passage frozen ADSCs maintained the distinct characteristics of MSCs, including long-
spreading, fibroblast-like shape. The ADSCs were also positive for markers CD44, CD90 and
CD166, and negative for CD14, CD34 and CD45.

As well, they were capable of differentiating into osteocytes and adipocytes. Hence, after
thawing, the ADSCs were suitable for further experiments. Adding either HGF or HGF+PRP to

Biomed. Res. Ther. 2018, 5(5):2332-2348 2341
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the culture medium altered several features of the cultured ADSCs. Firstly, the doubling time of
cells cultured in the medium supplemented with 20 ng/ml HGF was elevated, as compared to the

those cultured in DMEM F12 10% FBS. HGF plays an essential role in the differentiation of MSCs
into hepatocytes, and this might be the cause for the increase in doubling time of cells cultured in
HGF-supplemented media. The expression of CK18 and CK19, genes involved in the early process
of hepatocyte differentiation, was evaluated after 7 days of treatment. The results revealed that
treating cells with either HGF or HGF+PRP both enhanced the expression of the CK18 and CK19
genes significantly, as compared with that of cells in the DMEM F12 10% FBS. Culture medium.
Specifically, the expression level in the cells receiving both HGF and PRP was approximately
3-fold higher than that for cells cultured in DMEM F12 10% FBS. Therefore, supplementing 20
ng/ml HGF and PRP as an alternative for FBS might have several additive effects on the cultured
ADSCs. These might include maintaining the proliferation rate and orienting cells to differentiate
into hepatocytes.

Regarding potential treatments for liver cirrhosis, recent studies have revealed that ADSC
transplantation ameliorated pathological structures and functions of the liver.

Studies on ADSCs have indicated a variety of mechanisms in which they could contribute
to relieving the disease conditions. Notably, some primary mechanisms of MSCS in fibrosis
treatment are the migration of MSCs to the injured areas [38], MSC differentiation into functional
hepatocyte-like cells in vitro and in vivo [39], and the capability of MSCs to exert immune
modulation.
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Moreover, in studies evaluating fusing and enhancing liver regeneration through secreting
growth factors and/or fibrosis associated gene modulation [25,40], it was that shown that
ADSC-based therapies in clinical applications could be efficacious and safe. Many studies
have focused on signaling pathways (chemokines) and growth factors which could alter
ADSC characteristics, including their mobility, proliferation, and stemness maintenance through
enhancing the expression of gene-related chemokines and growth factors of ADSCs [13,38].

Research studies using HGF-overexpressing ADSCs have demonstrated liver regeneration
and fibrosis reduction effects in mouse models [13]. Growth factors contained in PRP have been
proven to elevate the healing and anti-inflammation processes [39]. PRP supplemented in culture
medium was shown to accelerate the proliferation, mobility, and immune-modulating capability
of hADSCs [2,4,8,27]. PRP has also been widely used as an alternative for FBS in various areas,
such as cosmetics industry or osteoarthritis therapies [7,30].

In this study, HGF and PRP were co-added into the culture medium and the effect of HGF and
PRP on liver cirrhosis was assessed both in vitro and in vivo. Mouse models of liver cirrhosis
induced by CCl4 showed the characteristics of liver cirrhosis including hepatocyte necrosis,
alterations in molecular signaling pathways, and formation of fibrotic structures. In this study,
procedures for establishing the liver fibrosis model was adapted from previous publication by
Nhung H. Truong et al. [31]. Oral administration of CCl4 to mice caused an elevation in ALT
indexes and overexpression of fibrosis-associated genes (procollagen-al, a-SMA, etc.), as well as
the formation of fibrotic areas in the liver. These results are consistent with those in the study
conducted by Nhung H. Truong et al [31].

The weight gain in mice receiving cell treatments (5.10° of hADSCs, or hADSCS/HGF, or
hADSCs/HGF+PRP) showed initial recovery. It is noteworthy that the untreated mice tended to
lose weight. Notably, weight gain indicates a positive effect of cell transplantation. Regarding
liver injury, the ALT index is an indicator of the level of necrosis in the liver. In the CCl4-
induced cirrhosis mouse model, free radicals cause cell membrane damage and lead to necrosis.
The consequence of hepatocyte necrosis is an elevation of ALT enzymes. At day 7 post-
transplantation, there was a reduction of ALT level in all treated groups, which infers an
alleviation of hepatocyte necrosis. ADSC transplantation could play several distinct roles in the
inhibition of the oxidization caused by CCI4. In a study by Pan et al. (2015), human ADSCs were
transplanted into a mouse model of non-alcoholic liver cirrhosis. The results showed that ADSCs
efficiently reduced the lipid peroxidation process via elevating the expression of superoxide
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dismutase (SOD) and decreasing malondialdehyde (MDA) levels in the liver [25]. Many studies
also indicate the anti-oxidization effect of human ADSC transplantation which is consistent with
the reduction of ALT indexes in our study [41-43]. In this study, the total number of circulating
leukocytes was considered as an indication for immune cell mobilization. By the 7th day after cell
transplantation, the total number of leukocytes in the placebo group was significantly higher
than in the ADSC groups. These results were consistent with the elevation of ALT activities
in the placebo group. It was also demonstrated in the literature that ADSCs have an anti-
inflammation effect via inhibition of CD4 T cells and macrophages [44]. Moreover, ADSCs could
stimulate regulatory T cells (T-regs) and inhibit Thl, Th2 and Th17 cells, through regulation
of inflammation-related cytokines (e.g. IL-4, IL-12, IL-17, TNF-a, IFN-y, CD80, CD85, CD86,
etc.) or immune-modulating cytokines (e.g. IL-10, TGF-3, Indolamine-2, 3-dioxygenase (IDO),
etc.) [45-48]. Regarding fibrosis reduction, we evaluated gene expression (at the transcriptional
level) of procollagen-al and a-SMA, which play essential roles in fibrosis formation. Fibrosis
is characterized by an increase in the a-SMA positive cell population. Studies have revealed
that activated-HSCs become myofibroblasts leading to a substantial collagen production [49-51].
This consequence could be explained by the over-expression of procollagen-la and increase in
the activity of enzymes which contribute to the transformation from procollagen into collagen,
such as prolyl hydroxylase, lysyl hydroxylase, collagen galactosyltransferase, and collagen
glucosyltransferase. In this study, overexpression of procollagen-lae and a-SMA at mRNA levels
were observed in the CCl4 induced fibrosis mouse model, for the placebo treatment group.
Interestingly, in the ADSCs-treated groups, there was a significant decrease in the expression
procollagen-1ae and a-SMA as compared to the placebo. These results are consistent with other
studies which have shown that ADSCs possess an anti-fibrosis ability [52,53]. Due to secreting
mechanisms, ADSCs could inhibit the proliferation as well as enhance the apoptosis of HSCs
in vitro, and reduce the expression of procollagen-1a and a-SMA mRNA levels in liver fibrosis
mice [53]. Notably, the down-regulation of procollagen-lae and a-SMA in ADSCs/HGF+PRP
showed that HGF and PRP enhance anti-fibrosis ability of ADSCs. At the 14th day, there remained
a low level gene expression of fibrosis-associated mRNA levels as compared with the placebo.
Notably, the mRNA level of procollagen-1la in the groups treated with ADSCs was significantly
lower than that of the placebo (p<0.05). This result indicates that ADSCs could sustain the
preventative effect of collagen accumulation through reducing the expression of procollagen-la
and a-SMA after two weeks of treatment. Our results further provide evidence for positive effects
of ADSCs in alleviating fibrosis condition in the liver.

5. Conclusions

In this study, ADSCs pre-treated with HGF and PRP for 7 days increased cell doubling time and
enhanced expression of ck18 and ck19 genes. At 7-day post-transplantation, ADSCs pre-treated
with HGF and PRP improved in body weight, total leukocytes, gene expression of pro-collagen
and a-SMA, and in histological structure. At 14 days post-transplantation, there was an observed
increase in the ALT enzyme and structure of collagen (caused by ongoing treatment of CCl4 at
low dose). However, mice treated with ADSCs/HGF+PRP had a lower level of liver damage than
the non-pretreated groups. Therefore, pre-treatment with PRP and HGF for 7 days enhanced the
efficacy of ADSCs; these ADSCs were capable of alleviating liver fibrosis in vivo.
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