
 1 

Overexpression of SPARC obliterates the in vivo tumorigenicity of human 

hepatocellular carcinoma cells. 
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Novelty and impact of this paper. 

This work shows the ability of SPARC to exert novel antitumoral effects on human 

hepatocellular carcinoma cells. Cancer cells acquire a less aggressive-like phenotype 
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partially through the induction of a mesenchymal-to-epithelial transition. Transient 

forced SPARC overexpression in HCC cells led them more susceptible to standard 

chemotherapy. In addition, in vitro and in vivo results further suggest SPARC 

overexpression as an strategy for controlling HCC tumor growth.    

 

Abbreviations used: HCC: hepatocellular carcinoma; SPARC: Secreted protein, acidic 

and rich in cysteine; TAM: tumor associated macrophages; MET: mesenchymal-to-

epithelial transition; FBS, fetal bovine serum; TGF-β1, transforming growth factor beta 

1; rSPARC, recombinant human SPARC. 
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ABSTRACT   

Hepatocellular carcinoma (HCC) is the sixth most common cancer and the third leading 

cause of cancer-related death worldwide. Current treatments are extremely 

disappointing. SPARC (Secreted protein, acidic and rich in cysteine) is a matricellular 

glycoprotein with differential expression in several tumors, including HCC, which 

significance remains unclear. We infected HCC cells (HepG2, Hep3B and Huh7) with 

an adenovirus expressing SPARC (AdsSPARC) to examine the role of SPARC 

expression on HCC cells and its effect on tumor aggressiveness. The in vitro HCC cells 

substrate-dependent proliferation and cell cycle profile were unaffected; however, 

SPARC overexpression reduced HCC proliferation when cells were grown in spheroids. 

A mild induction of cellular apoptosis was observed upon SPARC overexpression. 

SPARC overexpression resulted in spheroid growth inhibition in vitro while no effects 

were found when recombinant SPARC was exogenously applied. Moreover, the 

clonogenic and migratory capabilities were largely decreased in SPARC-overexpressing 

HCC cells, altogether suggesting a less aggressive HCC cell phenotype. Consistently, 

AdsSPARC-transduced cells showed increased E-cadherin expression and a 

concomitant decrease in N-cadherin expression. Furthermore, SPARC overexpression 

was found to reduce HCC cell viability in response to 5-FU-based chemotherapy in 

vitro, partially through induction of apoptosis. In vivo experiments revealed that SPARC 

overexpression in HCC cells inhibited their tumorigenic capacity and increased animal 

survival through a mechanism that partially involves host macrophages. Our data 

suggest that SPARC overexpression in HCC cells results in a reduced tumorigenicity 

partially through the induction of mesenchymal-to-epithelial transition (MET). These 

evidences point to SPARC as a novel target for HCC treatment. 
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INTRODUCTION. 

HCC is the sixth most common cancer and the third leading cause of cancer-related 

death in the world 
1
. Unfortunately, the incidence and mortality associated with HCC is 

increasing steadily in USA as in Europe 
2
. Current curative options can be applied to a 

paucity of patients and, in general, the prognosis of HCC is dismal due to underlying 

cirrhosis as well as to poor tumor response to chemotherapeutic regime 
3, 4

. Therefore, 

novel therapies are urgently needed for advanced HCC 
5
.  

There is a complex cross-talk between cancer cells and different tumor 

microenvironmental components, such as fibroblasts, endothelial cells, tumor associated 

macrophages (TAM) and matricellular proteins 
6
. Accumulating evidence indicates that 

this dynamic cross-talk can modulate tumor cell capacity to invade and disseminate 
6
. It 

is therefore highly relevant to assess whether and how those environmental factors are 

able to regulate tumor cellular processes in cancer disease. With this regard and 

especially in the case of HCC, in which cirrhosis is the underlying disease of most 

patients 
4
, the focus is placed on analyzing cellular events triggered by cell-matrix 

interactions.  

SPARC, also named BM40 or osteonectin, is a secreted multifunctional matricellular 

glycoprotein involved in a wide number of biological processes during development, 

tissue repair and remodeling 
7-10

. Among them, it was shown to inhibit cell cycle in 

fibroblasts and endothelial cells, by arresting cells at G1 
11

. In certain cell types, SPARC 

has also been shown to reduce cell adhesion to integrin-ligand coated surfaces due to 

disruption of focal adhesion complexes, causing inhibition of cell spreading 
12

. SPARC 

is known to interact with several extracellular matrix components and to bind to, and 

modulate the expression and activity of several growth factors and matrix 

metalloproteinases 
13-15

. For instance, SPARC has been shown to induce anti-
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angiogenesis likely through blockade of the VEGF- and FGF-2 induced endothelial cell 

proliferation, or to block tumor stromal cell growth through inhibition of PDGF activity 

16-18
.  

Changes in SPARC expression levels were evidenced in several malignant tumors of 

epithelial and non-epithelial origin 
19-22

. Nevertheless, the role of SPARC in cancer is 

controversial and it seems to depend on the type of tumor 
23

. For example, 

overexpression of SPARC in neuroblastoma 
24

, pancreatic adenocarcinoma cells
25

, 

ovarian cancer 
26

, colorectal carcinoma 
27

 and acute myeloid leukemia 
28

 was associated 

with good prognosis. Induction of cancer cell apoptosis  and enhanced sensitivity to 

chemotherapeutic drugs are mechanisms likely involved in the beneficial antitumoral 

effects observed upon SPARC enhanced expression in colon cancer cells 
29

.  

In spite of beneficial effects of SPARC overexpression in certain tumor types, the 

induction of SPARC has been positively associated with increased aggressiveness in 

melanoma 
30, 31

, glioblastoma 
32

, prostate 
33

 and breast cancer 
34

 . It seems that SPARC 

effects on different cancer types might depend on whether SPARC acts directly on 

tumor cells or indirectly, by influencing adjacent stromal cells 
23

.   

The expression of SPARC was shown to be induced in myofibroblasts of cirrhotic livers 

in HCV chronically infected patients 
35

 and in experimental liver cirrhosis 
36

. Similarly, 

SPARC overexpression was observed in HCC, along capillaries present in the tumor 

capsule
 37

. Lau et al. showed HCC antitumoral effects of SPARC forced expression in 

human tumor xenografts which correlated with a decreased neo-angiogenesis 
22

, but no 

mechanism was proposed. Thus, even though some authors showed SPARC 

overexpression in HCC 
22, 35, 37, 38

 and others reported some antitumor effects
22

 the 

significance of SPARC expression changes in HCC still remains unclear and the 

mechanisms involved, unknown.  
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Cadherins are a superfamily of transmembrane glycoproteins that mediate intercellular 

adhesion as well as other signaling events 
39

. Disruptions in E-cadherin expression have 

been associated with enhanced aggressiveness of certain types of tumors including HCC 

40-42
. Moreover, enhanced expression of mesenchymal-associated cadherins, such as N-

cadherin, in cancer cells increased tumor cell aggressiveness and facilitated tumor 

dissemination 
43

.  

In an effort to assess the role and action mechanisms of SPARC in HCC, we transiently 

overexpressed SPARC in HepG2 HCC cells by transduction with an adenoviral vector 

(AdsSPARC). Our results hereby show for the first time that a transient increase in 

SPARC expression levels on HCC cells reduced their spheroid growth, clonogenic, 

migratory and adherent capabilities. The in vivo growth capacity of SPARC- 

overexpressing HCC cells was strongly inhibited in nude mice, a feature now associated 

with an increased number of host macrophage cells. Interestingly, up-regulation of 

SPARC expression decreases HCC cell viability in response to 5-FU-based 

chemotherapy. More importantly, overexpression of SPARC was associated with an up-

regulation of E-cadherin and a consistent down-regulation of N-cadherin, a tandem that 

likely results in a less aggressive HCC cell phenotype. 
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MATERIAL AND METHODS.  

Generation of recombinant adenoviral vectors. 

AdsSPARC, a first-generation replication-defective adenovirus was constructed and 

produced as previously described 
36

. Briefly, a 1.7 kb Sa/I fragment containing the 

coding sequence of human SPARC or a 527 bp SalI fragment containing the bacterial β-

galactosidase gene were cloned in pADPSY-LTRSVpolyA vector to generate 

adenoviral vectors carrying SPARC cDNA in sense orientation (AdsSPARC) or Ad-

βgal, respectively. AdsSPARC and Ad-βgal were expanded in HEK-293 cells, purified 

by cesium chloride density gradient, desalted using a PD-10 Sephadex G-25 column 

(Amersham Biosciences, Piscataway, NJ), and stored at -80°C. The concentration of 

recombinant vector was expressed as 50% tissue culture infectious doses (TCID50) per 

milliliter 
44

. For SPARC downregulation experiments, adenoviral vectors carrying 

SPARC cDNA in antisense orientation (AdasSPARC) were generated and 

experimentally applied 
36

. 

 

Cells and cell culture. 

HepG2, Hep3B and HuH7 human hepatocellular carcinoma cells (kindly provided by 

Prof. Prieto, University of Navarra) were grown in Dulbecco’s Modified Eagles 

Medium (DMEM) supplemented with 10% v/v fetal bovine serum (FBS) and 

antibiotics. Cell cultures were maintained at 37C in a 5% CO2 humidified incubator. 

HCC cells, transduced with AdsSPARC, AdasSPARC or Adβgal at MOI of 100 or non-

transduced cells were used in different experiments. 

 

Immunofluorescence assays.  
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For immunofluorescence studies of SPARC expression HepG2 cells were fixed in 4% 

paraformaldehyde and blocked with 10 % goat serum in phosphate buffered saline 

(PBS)-0.2%Tween for 60 min at room temperature, followed by overnight incubation at 

4ºC in a humid chamber with a polyclonal rabbit anti-SPARC antibody (32 µg/mL; 

Hybridoma ). After 3 washes with PBS, bound antibodies were detected with FITC-

conjugated goat anti-mouse IgG (Jackson Immuno Research, West Grove, PA). 

Secondary antibody was diluted 1:40 in PBS-0.2% Tween and incubated for 2h at 37ºC. 

Nuclear morphology was examined by staining with DAPI. Images were captured from 

a Nikon E800 microscope coupled to a CCD camera. Control experiments without 

primary antibody showed only a faint background staining (not shown).  

 

Three-dimensional spheroids 

Ninety-six-well tissue culture plates were coated with 75 µl of 1% agarose in PBS. 

Nearly confluent non-transduced HCC, HCC/AdsSPARC, HCC/AdasSPARC or 

HCC/Ad-βgal (HepG2 and Hep3B) were washed twice with PBS, trypsinized, and 

seeded at 5x10
3
 cells/well in 150 µl of 2% FBS DMEM  to obtain a single homotypic 

spheroid per well. Seventy-five microliters of supernatant were carefully removed from 

each well every 3 days and replaced with fresh medium. Spheroid size was measured at 

days 2  and 6 using an inverted microscope and photographed. Length and width were 

measured using the ImageJ program (NIH). Spheroid volume was expressed as arbitrary 

units. Non-infected HepG2 cells were seeded at 5x10
3
 cells/well in 150 µl of 2 % FBS 

DMEM with or without 0,5 µg/ml of recombinant SPARC. Spheroids volume was 

measured as described above 

 

Proliferation assays and in vitro apoptosis assessment. 
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Cell proliferation was measured using the colorimetric MTT assay (Invitrogen). Briefly, 

3x10
3
 HCC cells (HepG2, Hep3B and Huh7)/well were seeded onto 96-well plates in a 

final volume of 100 µl per well. At each time point, culture medium was replaced with 

100 µl of 5 mg/ml 3-(4,5-dimethylthiazol-3-yl)-2,5-diphenyl tetrazolium bromide. Four 

hours later, the formazan dye was solubilized and read at 490nm optical density as 

described (Denizot and Lang, 1986). Each assay was performed three times in triplicate. 

HepG2 spheroids were trypsinized and proliferation was similarly analyzed. For in vitro 

chemotherapy assays, HepG2 cells were transduced with AdsSPARC, Ad-βgal or left 

non transduced for 2 days, washed and further incubated for 24 h with no 5-FU or with 

different doses of 5-FU ranging from 0.1 to 10 µg/ml. Cell viability was assessed by 

MTT assay as described above.  

Morphological changes associated with apoptosis were assessed by acridine orange-

ethidium bromide mixture staining (Sigma). Single cell suspensions were stained with 

10 µg/ml of the mixture and cells were visualized under a fluorescence microscope. 

Apoptotic cells were defined as those stained in yellow and showing cytoplasmic and 

nuclear shrinkage and chromatin condensation or fragmentation. At least 100 cells were 

counted from 4 independent experiments and the percentage of apoptotic and necrotic 

cells was determined. Apoptosis analysis was performed on HepG2 cells infected with 

AdsSPARC, Ad-βgal or left uninfected by flow cytometry at 48 h using an apoptosis 

detection kit based on annexin-V staining (eBioscienceTM, SanDiego, CA). Briefly, 

HepG2 cells (1x10
6
) were collected with EDTA, washed twice in PBS, centrifuged and 

incubated with 5µl of annexin-V in binding buffer at room temperature for 15 min. 

Cells were vortexed and centrifuged, and the resultant pellets were washed and stained 

with 1µl propidium iodide in binding buffer. The percentage of apoptotic cells were 

immediately analyzed in a FACSCalibur (Becton Dickinson). Results are representative 
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of 4 different experiments. For quantifications, mean values from each independent 

experiment were normalized to their respective control values, prior to statistical 

comparisons.  

 

Cell cycle analysis  

For cell cycle analysis, 2x10
6
 cells were collected, washed in PBS and fixed in a 

mixture of ice-cold 70% (v/v) ethanol, FBS and distill water. Fixed cells were 

centrifuged and stained with propidium iodide (PI) solution (50 mg/ml PI, 180 U/ml 

RNAse). DNA content was determined using a FACScan flow cytometer (Becton 

Dickinson Immunocytometry Systems, San Jose, CA, USA). 

 

Colony formation and cell migration assay. 

For colony formation assay, 1x10
3
 HCC cells (HepG2, Hep3B and Huh7) left untreated 

(control) or transduced with AdsSPARC, AdasSPARC or Ad-βgal were plated onto 60-

mm dishes and incubated for 2 weeks before staining with crystal violet. Colonies, 

composed by 20-25 cells, was quantified under phase-contrast light microscopy. Three 

independent experiments were performed, in triplicates. For transwell cell migration 

assays, non-transduced or AdsSPARC or Ad-βgal transduced HepG2 or Huh7 cells 

(5x10
4
 in 100 µl of 0.1% FBS DMEM) were seeded on the upper chambers of 48-well 

chamber plates (Neuroprobe). In the lower chamber, 5 ng/ml TGF-β1 was added as the 

chemoattractant. After 16 hours incubation at 37°C in 5% CO2, the cells that remained 

on the upper surface of the membrane were removed by wiping with a cotton bud.  

Migrated cells attached to the lower surface of the membrane were fixed with 2% 

formaldehyde/PBS and stained with 10% May Gründwald-Giemsa. The number of 

migrated cells on each membrane was counted under a microscope (x100), for ten 
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random microscopic fields per membrane, and averaged. In order to analyze the 

differential adhesive capacity of treated cells onto polycarbonate membranes, HepG2 

cells were seeded on the upper chambers and four hours later, the cells attached to the 

upper surface of the membrane were fixed and stained.  

 

Western blot analysis. 

Human SPARC was detected in supernatants by monoclonal anti-SPARC antibody 

(diluted 1:500). Supernatants were collected and centrifuged twice at 4ºC for 20 min at 

10000 x g. After centrifugation, cleared supernatants were stored at -80ºC until analysis. 

E-cadherin was detected in HepG2 extracts by mouse monoclonal anti-E-cadherin 

antibody (diluted 1:2000; kindly provided by Dr Berasain,University of Navarra). 

Briefly, cells were collected and incubated in lysis buffer with protease inhibitors 

(50mM Tris-HCI buffer, ph7.4, containing 0.1%Tween-20, 150mM NaCl, 10μg/ml 

aprotinin, 5μg/ml leupeptin, 1mM PMSF) 30 min on ice. Measurement of total protein 

concentration was performed using Bradford assay 
45

. For immunoblotting, 100 μg of 

total protein was loaded and separated on 10% SDS-PAGE gels and transferred to 

polyvinylidene difluoride membranes as described previously 
31

. Blots were then 

developed with HRP-conjugated goat anti-mouse IgG (Jackson ImmunoResearch Labs, 

West Grove, PA) diluted 1:5000 in blocking buffer 
31

. Bands were detected using the 

ECL detection system. Protein loading and transfer for E-cadherin was monitored using 

an anti-actin antibody (diluted 1/700, Santa Cruz Biotechnology, Santa Cruz, CA, USA) 

and incubated with horseradish peroxidase-conjugated goat anti-mouse antibody 

(diluted 1/5000, Santa Cruz Biotechnology, Santa Cruz, CA, USA). For SPARC protein 

loading membranes were stained with Ponceau Red. Bands intensities were measured 

by densitometer analysis using the Scion Image software (Scion Corporation, USA).  
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N-cadherin flow cytometry. 

For flow cytometry analysis, HepG2 cells grown for 48 and 72 h in medium 

supplemented with 2% FBS were washed and detached with 1.25 mM EDTA in PBS. 

After washing with ice-cold medium, cells were incubated with 2 mg/mL of a 

monoclonal anti-N-cadherin antibody (anti-A-CAM, clone CG-4, Sigma, St. Louis, 

MO) for 30 min, washed twice with PBS 0.1% BSA. After washings, samples were 

incubated for 30 min with a secondary goat FITC-conjugated anti-mouse IgG antibody 

(Jackson Immuno Research, West Grove, PA) and fixed in 4% w/v paraformaldehyde in 

PBS for 10 min at room temperature. Cells were washed, resuspended in PBS and 

subjected to flow cytometry using a FACSCalibur (Becton Dickinson) flow cytometer.  

 

Animal studies. 

For assessment of the in vivo tumor growth, HepG2 or HuH7 HCCs were left 

untransduced or were ex vivo-transduced with AdsSPARC, AdasSPARC or Ad-βgal, at 

a MOI of 100. Twenty hours later, cells were trypsinized, counted, and resuspended in 

100 µl of saline. Six- to 8-week-old male athymic N:NIH(S)-nu mice were 

subcutaneously injected into the right flank with 1.5x10
6
 HepG2 cells or 5x10

6
 Huh7  

cells. Perpendicular diameters were used to determine tumor volume (V=(dlxds2x0.52), 

where ds is the smaller diameter and dl is the larger one. Ten animals were allocated to 

each treatment group. For histological analysis, tumor tissue was obtained at day 5 post 

HCC cells inoculation. All procedures were performed according to the "Guide for the 

Care and Use of Laboratory Animals" published by the U.S. National Research Council 

(National Academy Press, Washington, D.C. 1996) and approved by the School of 

Biomedical Sciences of the Austral University. 
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Histology and immunocyto/histochemistry 

Tumor sections from individual mice were fixed in 10% formalin, embedded in 

paraffin, sectioned, and stained with hematoxylin-eosin for morphological evaluation.  

Five-micrometer-thick tumor sections were de-paraffinized in xylene and rehydrated in 

graded ethanol. Endogenous peroxidase activity was blocked by incubating with 3% 

hydrogen peroxide in methanol for 20 minutes. Nonspecific primary antibody binding 

was blocked by incubating sections in normal goat serum (10% in PBS). Endogenous 

biotin and avidin was blocked with blocking agent complex (Vectastain ABC Elite; 

Vector Labs., Burlingame, CA). For detection of macrophages, tissue sections were 

incubated with a rat anti-F4/80 monoclonal antibody (1:100; Serotec) overnight at 4ºC 

in PBS containing 0.1% triton 0.1% bovine serum albumin. Slides were incubated with 

peroxidase-linked biotinylated goat anti-mouse secondary antibodies for 60 min, 

washed and further incubated with the ABC kit (Vector Laboratories). Sections were 

washed and incubated in a mixture of 3.3-diaminobenzidine (DAB) and nickel-

ammonium salt for enhancement of the signal 
46

. Controls for immunostaining 

specificity in which the primary antibody was replaced by non-immune mouse serum or 

omitted, were negative. Quantitative analysis of immunohistochemical staining for 

F4/80 was performed using the ImageJ software, from 400x magnification images.  

For N-cadherin and smooth muscle actin (SMA) immunocytochemistries, 1000 HepG2 

cells/well were plated onto poli-L-lysine/fibronectin coated coverslips placed on 24-

well plates for 8 hours and then fixed in 4% paraformaldehyde. Cells were incubated 

overnight with a mouse anti-N-cadherin antibody (1:50; Zymed) or a mouse anti-α-

SMA (1:200, Sigma), and specific antibody binding was evidenced by incubation with a 

donkey anti-mouse secondary antibody (1:50; Jackson Immunoresearch) followed by 
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chromogenic reaction (ABC kit, Vector Laboratories) with nickel salt enhancement of 

the signal 
46

. At least two independent experiments were performed, with similar results. 

For quantifications, only spread cells were considered. The N-cadherin and α-SMA 

immunostaining intensities were measured using the ImageJ software by analyzing 20 

randomly sampled cells per condition. For this purpose, a mean intensity value per cell 

was obtained from 5 random values taken from similar areas of the cytoplasm. Cell 

morphology was determined by establishing similar cultures of HepG2 cells after 16 

hours of incubation.  

 

In vivo apoptosis. TUNEL assay. 

For apoptosis assay, 5-micrometer-thick tumor sections were fixed with 10% formalin 

for 20m and the terminal deoxynucleotidyl transferase–mediated DUPT nick-end 

labeling (TUNEL) assay was done following the manufacturer’s protocol (Fluorescein-

FragEL™ DNA Fragmentation Detection Kit, Calbiochem, Darmstadt, Germany). 

TUNEL-positive cells were analyzed by using a standard fluorescein filter (465-495) 

and were viewed with a microscope (Nikon). 

 

Statistical analysis. 

Data are expressed as mean ± SEM. Statistical analysis was performed using Student's t, 

Mann-Whitney tests or Kruskal-Wallis, when appropriate. Differences at P<0.05 were 

considered to be significant. Survival rates were calculated with the Kaplan–Meier 

method and their differences were evaluated by the log-rank test. Data analysis was 

performed with the Prism GraphPad (GraphPad Software, Inc., San Diego, CA). 
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RESULTS.  

Endogenous SPARC overexpression inhibits HCC cell spheroid growth. 

As shown by western blot (Fig. 1A) and by immunofluorescense (Fig. 1B), SPARC 

expression was identified in HepG2 cells. AdsSPARC transduction (MOI 100) resulted 

in a significant SPARC overexpression at 3 days after gene transfer (Figure 1A).  

To establish the role of SPARC overexpression in HCC cells we initially performed in 

vitro studies growing HCC cells in tri-dimensional spheroids. A profound inhibitory 

effect on spheroid growth of HepG2 cells was observed following SPARC 

overexpression (Figure 2A, upper panel; 2B). On the contrary, transduction of HCC 

cells with Ad-βgal or AdasSPARC had no effects on spheroid growth capacity 

comparable to untransduced cells. Interestingly, when HepG2 cells were exogenously 

treated with recombinant SPARC (Figure 2C) spheroid growth rate was not affected, 

indicating that only endogenous increased levels of this protein was able to induce the 

inhibitory effects on HCC growth. A similar inhibition in spheroid growth formation 

was found in SPARC-overexpressing Hep3B cells (Figure 2A, lower panel). 

 

Increased endogenous SPARC expression levels do not affect proliferation of HCC 

cells.  

To examine whether SPARC overexpression on HCC cells (HepG2, Hep3B and Huh7) 

could influence tumor cell substrate-dependent proliferation capacity, cells were 

assessed for their in vitro growth capacity in plastic. No significant differences were 

found in between groups up to 72 h (Figure 3A). Similar results were observed at 120 h 

(not shown). We next aimed to address whether AdsSPARC transduction on HCC cells 

could induce apoptosis. For this purpose, HepG2 cells were stained with acridine 

orange-ethidium bromide mixture solution and they were subsequently visualized under 
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immunofluorescence microscope. SPARC overexpression resulted in a mild and non-

significant increased induction of cellular apoptosis (Fig. 3B). However, this effect was 

shown to be significant by flow cytometry when the annexin V staining was used 

instead (Fig. 3C). Thus, in order to confirm the lack of significant effects of SPARC 

overexpression on HCC cell proliferation and to address the extent of apoptosis events, 

the pattern of cell cycle progression was analyzed. No differences were found among 

treatments (Fig. 3D). Similarly, when cell cycle analysis was performed on Hep3B cells 

no differences were found in between conditions (G1 phase= 55.5%, 61% and 66%; S 

phase = 35.6%, 31% and 24.5%; G2 phase= 8.9%, 7.2% and 9.1%; for untransduced, 

Ad-βgal and AdsSPARC transduced cells, respectively). Since both the proliferation 

rate and the cell cycle pattern remained unaffected, we conclude that SPARC 

overexpression-mediated increase in HCC cellular apoptosis was not remarkable in 

terms of substrate-dependent cell growth.  

We next wonder whether substrate-independent growth of HCC cells might be 

influenced by SPARC overexpression. To address this issue, HepG2 cells were grown 

in spheroids. Interestingly, and contrarily to what we have observed in monolayer-

cultured HCC cells, a significant reduction in proliferation activity was observed in 

spheroids composed by AdsSPARC-treated cells (Fig. 3E). In order to exclude the 

partial involvement of indirect mechanisms mediated by cellular apoptosis, HepG2 

spheroids were dissociated and stained with acridine orange-ethidium bromide mixture 

solution. No significant differences were found, which overall suggests that an increase 

in endogenous levels of SPARC in HCC cells reduces their substrate-independent 

proliferation capacity, therefore resulting in a partial inhibition of their tridimensional 

growth capacity.  
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Clonogenic and migratory capabilities of HCC cells are inhibited by SPARC over-

expression. Possible implications on HCC cell aggressiveness. 

To assess whether SPARC overexpression in HCC cells might affect their colony 

formation capacity, a feature of cell aggressiveness, cells were plated at a density of 10
3
 

cells per 60-mm dish. After 15 days of incubation, the number of colonies was 

significantly decreased (16-fold) in cells with forced SPARC overexpression when 

compared with Ad-βgal- or AdasSPARC-treated cells (Figure 4A).  

Considering the ability of SPARC to modulate adhesiveness of certain tumor cells, we 

next wonder whether the increased SPARC expression in HCC cells could affect cell 

adhesiveness. For this purpose, cells were placed on fibronectin for 4 hours. AdsSPARC 

overexpressing cells showed a reduced ability to adhere to fibronectin (data not shown).  

Migration is considered to be a critical mechanism in tumor cell dissemination. SPARC 

was previously shown to act as a chemotactic factor for prostate and breast carcinoma 

cell migration towards bone extracts 
47, 48

; nevertheless, endogenous SPARC expression 

was reported to have opposite effects in glioma cells 
49

 or to render no effects on MDA-

MB-231 breast cancer cells 
50

. Therefore, we decided to explore whether overexpression 

of SPARC might affect HCC cells chemotactic capacity towards TGF-β1. As shown in 

figure 4B, AdsSPARC-HepG2 cells exhibited significantly less chemotactic migration 

capacity than cells transduced with Ad-βgal or untransduced cells. Similar results were 

obtained when Hep3B cells were used instead (not shown). Importantly, no differences 

in transwell membrane adherence of HepG2 cells were found among conditions. 

Therefore, the reduced migration capacity of SPARC-overexpressing cells seems not to 

be principally related to differential adherence of HCC cells (Fig.4B upper).Thus, 

overall these data, including colony formation capacity, cell adhesiveness and cell 
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migration capacity results, suggest that intracellular SPARC overexpression likely 

diminishes the aggressive-like behavior of HCC cells.  

E-cadherins are involved in maintaining the epithelial structure of a number of tumor 

types and their down-regulation was associated with an increased invasiveness of 

human hepatocellular carcinomas 
51, 52

. In addition, N-cadherin expression is frequently 

induced in highly aggressive tumors 
43

. To further investigate the potential involvement 

of cadherins in SPARC-induced effects, changes in both E- and N-cadherin expression 

levels were investigated. Western blot analysis of AdsSPARC-HCC cells showed 

increased E-cadherin expression levels at day 3 (Fig. 5A). On the other hand, a 50% 

reduction in N-cadherin cell surface expression levels was observed in AdsSPARC-

transduced HepG2 cells when compared to Ad-βgal-transduced or untransduced cells 

(Fig. 5B and C). A similar degree of N-cadherin inhibition was found in SPARC-

overexpressing HCC cultured cells by immunocytochemistry (Figure 5D-H). To 

confirm the previous result, we have performed another experiment and immunostained 

cultures against α-SMA, another mesenchymal marker. Consistently, α-SMA 

expression was also inhibited in AdsSPARC-treated cells (Figure 5I). From previous 

results, we conclude that SPARC overexpression in HepG2 cells results in the 

upregulation of E-cadherin levels and in the downregulation of N-cadherin as well as of 

α-SMA levels, which further suggest they have acquired a less aggressive phenotype. In 

addition, the finding of cell rounding in HCC overexpressing SPARC could be the 

result of its counteradhesive
 
properties. 

 

Upregulation of SPARC expression decreases HCC cells viability and increases 

their apoptosis in response to 5-FU-based chemotherapy. 
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HCC cells are naturally resistant to any chemotherapeutic drug. One of the proposed 

mechanisms responsible for the observed antitumoral effects of SPARC is its ability to 

induce apoptosis of cancer cells 
29

. In order to assess whether SPARC overexpression 

might led HCC cells more susceptible to chemotherapeutic agents, we tested the effects 

of 5-FU and adriamycin on HepG2 cells proliferation capacity and cell apoptosis. 

SPARC overexpression resulted in an increased sensitivity to 5-FU chemotherapy since 

both a 50% decreased cellular viability (Fig. 6A) and an increased apoptosis (~70% at 

10 µg/ml 5-FU) (Fig. 6B) were observed. No changes were found when adriamycin was 

used as a chemotherapeutic agent instead (not shown).  

 

The in vivo growth capacity of SPARC-overexpressing HCC cells is strongly 

inhibited in nude mice.  

We aimed to explore whether transient SPARC overexpression in two different HCC 

cell lines might affect their in vivo growth. Nude mice injected with control HepG2 cells 

showed an average tumor volume of 500-600 to 900 mm
3
 at day 40. Contrarily, 

transient overexpression of SPARC in HepG2 cells significantly inhibited tumor growth 

(reaching an average maximum tumor volume value of 30 mm
3
) (Figure 7A) and 

significantly increased animal survival (log rank test p<0.05) (Figure 7B). No effects in 

vivo were observed on tumor growth upon transient SPARC downregulation. Similar 

results although less potent resulted when Huh7 HCCs were used instead, with an 

increased in animal survival (Figure 7C and D). H&E staining of HepG2 tumors 

overexpressing SPARC showed a decreased rim of viable tumor cells in comparison 

with tumors of untransduced or Ad-βgal- or AdasSPARC treated cells (Figure 8A and 

not shown). In addition, we have observed a reduced number of cells with fibroblast 

morphology in the AdsSPARC-HCC treated group in comparison with controls. 
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Over-expression of SPARC in HCC cells results in increased macrophage 

infiltration.  

Considering the importance of macrophages in the progression of tumors, we assessed 

their possible involvement in the in vivo observed SPARC effects. Interestingly, the 

number of infiltrating macrophages (F4/80
+
 cells) was significantly higher in 

AdsSPARC-HepG2 HCC tumors in comparison with control animal groups (F4/80 

labeled area: 56463±7209 vs. 17072±2767 vs. 20785±2634 pixels
2
; AdsSPARC vs. Ad-

βgal vs. Control; p<0.0001; Fig.8B). Significantly higher numbers of F4/80-positive 

cells were found in the core region of tumors from AdsSPARC-treated animals than in 

those from mice injected with HepG2 or Ad-βgal HepG2 cells (Figure 8D). This feature 

could be a consequence of enhanced tumor cell apoptosis, since an increase in apoptosis 

induction was observed by TUNEL in SPARC overexpressing tumors (Figure 8C). 
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DISCUSSION.  

In this paper, we provide for the first time, clear evidence that SPARC has a role on the 

invasive potential of HCC. Transient, overexpression of SPARC in HCC cells 

transduction resulted in a phenotype indicative of decreased tumor cell aggressiveness. 

Moreover, increases endogenous SPARC expression in HepG2 cells resulted in: i) 

reduced capacity to form three-dimensional spheroids and decreased substrate-

independent proliferation, ii) decreased ability to migrate and to generate cellular 

colonies; iii) increased expression of E-cadherin and a concomitant decrease in N-

cadherin expression, iv), increased susceptibility to 5-FU-based chemotherapy and v) a 

potent inhibition of tumorigenicity in vivo leading to increased animal survival. The 

results from key experiments were also confirmed in other two HCC cell lines (Hep3B 

and Huh7) demonstrating that these findings do not correspond to cell specific 

phenomena.  

HCC is a complex disease that often progresses as a consequence of genetic anomalies 

in cancer cells affecting many cell-growth regulatory pathways and also as a result of 

tumor cell interactions with microenvironmental factors 
53

. In this context, we have 

addressed the role of SPARC, a matricellular glycoprotein with a complex regulatory 

function associated with increased aggressiveness in a number of human cancers 
54

. 

There is contrasting evidence in the literature regarding SPARC influence on cancer cell 

behavior 
54

. Although SPARC has been shown to be expressed by cancer cells, in 

certain tumors it is produced as well and at much higher levels by fibroblasts and 

endothelial cells 
55

. SPARC is almost undetectable in normal hepatic tissue by 

immunohistochemistry, whereas substantial induction of its expression is observed in 

the HCC stroma 
37

. Our data indicate that only endogenous increased levels of SPARC 

could exert a beneficial effect on HCC growth. Even though there is abundant 
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information on the role of SPARC in other cancer types 
23

, little is known about its 

involvement in hepatocarcinogenesis. 

In order to analyze the effects of increasing SPARC expression levels on HCC cells we 

chose to take advantage of available gene therapy vectors 
56

. Among them, replication 

deficient-recombinant adenoviruses have been widely used for gene transfer to the liver 

and especially for HCC experimental treatment 
57-59

. In particular, Type 5 adenoviruses 

very efficiently infect hepatic cells including HCC cells 
59, 60

.   

SPARC has been previously shown to induce the inhibition of cancer cells 

proliferation
61

, arresting cells at G0. The mechanisms by which SPARC inhibits 

proliferation were previously associated with alteration of growth factor signaling 

events through diverse mechanisms including interaction with PDGF receptors 
62

 with 

the result of Mitogen-Activated Protein Kinase (MAPK) inhibition, cyclin E-Cyclin 

Dependent Kinase 2 (CDK2) inactivation, cyclin A down-regulation, and maintenance 

of RB activation 
18

. Anti-proliferative effects of SPARC were also associated with 

indirect effects on IGF signals 
63

. Interestingly, we show here that SPARC 

overexpression in HCC cells did not affect substrate-dependent cell proliferation. In 

addition, SPARC overexpression has been shown to slightly induce cellular apoptosis in 

HepG2 cells. It is noteworthy that the AdsSPARC-mediated induction of SPARC 

inhibited spheroid formation of HCC cells, whereas its knock-down using SPARC 

antisense mRNA had no effects on spheroid growth. Moreover, when cultured as 

monolayer and even though cellular growth was unaffected by SPARC overexpression 

(not shown), a clear inhibitory effect on their clonogenic capacity was noted. 

Furthermore, no effects on spheroid growth were observed when recombinant SPARC 

was exogenously applied, indicating that SPARC effects on HCC tumor cells largely 

rely on the modulation of its cellular levels. 
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Migration is a key step for the invasive and disseminating capabilities of cancer cells. In 

our study, forced upregulation of SPARC expression inhibited migration of HCC cells 

towards TGF-β1, used as a chemoatractant. Although the mechanisms have been 

unknown, some evidences in glioma cell lines suggested that cell migration capability 

may depend on the type of extracellular matrix proteins present in their 

microenvironment (41).  

One of the key processes providing cancer cells with the capacity to migrate, invade and 

metastasize is their ability to undergo an epithelial to mesenchymal transition (EMT) 
64

. 

EMT is characterized by loss of intercellular adhesion (E-cadherin to N-cadherin 

swicht) 
64

, downregulation of epithelial markers (cytokeratins), upregulation of MMP-2 

and MMP-9 and the acquisition of a fibroblast-like motile phenotype. In fact, the 

induction of an EMT has been implicated in the malignant progression of HCC 
41, 42

. 

We observed that SPARC overexpression resulted in E-cadherin upregulation and N-

cadherin downregulation as well as in a reduced expression of α-SMA protein 

altogether suggesting the involvement of mesenchymal to epithelial transition (MET) 

events. However, no significant changes were observed on MMP-2 and MMP-9 

activities which might be due to low frequency of EMT events in HepG2 cells as 

suggested by the low levels of N-cadherin expression found in this specific cell line (not 

shown). These data are in contrast with our and others previous observations in 

melanoma cells, in which high levels of SPARC are associated with N-cadherin 

upregulation and E-cadherin downregulation 
65, 66

; however, they are consistent with the 

increase of tumor aggressiveness observed in other melanoma models when SPARC is 

overexpressed 
30, 31

 Thus, SPARC overexpression in different kinds of cancer cells 

seems to be differently involved in modulating EMT or MET, likely affecting cells 

migratory properties. Together, our data suggest that SPARC overexpression in HCC 
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cells induces a MET in HCC cells, a mechanism which is likely involved in differences 

in cell behavior hereby shown, which are indicative of a less aggressive-like phenotype.  

Many chemotherapeutic agents have been applied in the treatment of HCC 
67

. High 

doses of chemotherapeutic drugs are necessary to obtain a low rate of response. One of 

the chemotherapeutic agents most extensively studied is 5-FU, a pyrimidine 

antimetabolite which has an overall response rate lower than 10% 
67

. Chemotherapy in 

cirrhotic patients is poorly tolerated and it is no longer applied to patients with advanced 

or metastatic HCC 
67

. It is clear that there is a need for new non-toxic agents or new 

strategies that can re-sensitize HCC cells to standard chemotherapy. Based on the 

present data SPARC appears to function as a tumor suppressor in some cancer cells and 

one of the mechanisms is the induction of cellular apoptosis. For instance, SPARC has 

been shown to reverse chemotherapy resistance in colorectal carcinoma cells through 

induction of caspase-8 activation 
29

. Consistent with those results, we found that 

SPARC overexpression in HCC cells resulted in a decreased proliferation and increased 

apoptosis when cells were subjected to lower concentrations of 5-FU. This evidence 

provides a proof-of-principle that the reversal of resistance to 5-FU-based chemotherapy 

can potentially be exploited therapeutically for HCC. Thus, increasing SPARC 

expression on HCC cells through gene therapy could be an attractive strategy to render 

cells more susceptible to standard chemotherapy or to combined treatments. 

Confirming previous results 
22

, nude animals inoculated with SPARC-overexpressing 

HCC cells showed a strong inhibition of tumor and significant increase in long-term 

survival when compared to controls. In agreement with in vitro effects, knock-down of 

SPARC had no effects on in vivo tumor growth. It still remains unclear to a certain 

extent why SPARC is able to inhibit tumor growth in certain types of tumor while in 

others it has the opposite effect 
23

. The timing of SPARC expression might partially 
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explain those contrasting results; thus, in our work, high but transient SPARC 

overexpression seems to be a sufficient stimulus to decrease the aggressive-like 

behavior of HCC cells. The induction in E-cadherin and downregulation of N-cadherin 

by SPARC overexpression might be partially involved in the decreased growth ability 

of tumor cells likely through interfering with other microenvironmental factors in the 

cell-cell context. We observed that the density of host tumor invading macrophages is 

increased in AdsSPARC-HCC cells treated animals. This feature might be the 

consequence of in vivo apoptosis induction in SPARC overexpressing HCC cells and/or 

it could be an active event mediated by the enhancement in SPARC expression. Another 

particular observation emerging from histological analysis of HCC tumors is the 

reduced number of cells with fibroblast morphology in the AdsSPARC-HCC treated 

group, suggesting that SPARC might have a role in extracellular matrix organization 

and/or fibroblast invasiveness to tumor mass periphery. On the other hand, only mild 

changes in tumor vasculature were observed after CD31 or von-Willebrand 

immunostainings, at 5 days after tumor cell injection, although it is well known that 

SPARC has antiangiogenic properties. 

In summary, our study implicates SPARC as a HCC tumor modulator protein able to 

inhibit volumetric tumor growth both in vitro and in vivo and to influence several other 

morphological and behavioral cellular features intimately linked to cancer cell 

aggressiveness. In addition, we show that SPARC overexpression in HCC cells likely 

increase tumor cells sensitivity to 5-FU-based chemotherapy. For previous reasons, the 

enhancement of SPARC expression in HCC cells is proposed as a potential strategy for 

the treatment of HCC, a disease in which other therapeutic approaches are nowadays 

mostly neglected.  

Page 25 of 44

John Wiley & Sons, Inc.

International Journal of Cancer



 26 

 

ACKNOWLEDGMENTS. 

This work was supported by grants from Universidad Austral and Agencia Nacional de 

Promoción Científica y Tecnológica (PICT-2006-1882; PICT-2005-34788, PICTO-

CRUP-2005-31179), CTE-06, AECI 2007 and 2008. We acknowledge the continuous 

support from Inés Bemberg. We thank Soledad Arregui and Guillermo Gastón for their 

expert technical assistance; Dr. Fernando Pitossi (Fundación Instituto Leloir) for gently 

sharing some reagents and Leonardo Sganga for flow cytometry analysis.  

Page 26 of 44

John Wiley & Sons, Inc.

International Journal of Cancer



 27 

REFERENCES. 

 1. Parkin DM, Bray F, Ferlay J, Pisani P. Global cancer statistics, 2002. CA 

Cancer J Clin 2005;55:74-108. 

 2. El-Serag HB, Mason AC. Rising Incidence of Hepatocellular Carcinoma in 

the United States. N Engl J Med 1999;340:745-50. 

 3. El-Serag HB, Marrero JA, Rudolph L, Reddy KR. Diagnosis and treatment of 

hepatocellular carcinoma. Gastroenterology 2008;134:1752-63. 

 4. Llovet JM, Burroughs A, Bruix J. Hepatocellular carcinoma. Lancet 

2003;362:1907-17. 

 5. Llovet JM, Di Bisceglie AM, Bruix J, Kramer BS, Lencioni R, Zhu AX, 

Sherman M, Schwartz M, Lotze M, Talwalkar J, Gores GJ, for the Panel of Experts in 

HCCDCT. Design and Endpoints of Clinical Trials in Hepatocellular Carcinoma. J. 

Natl. Cancer Inst. 2008;100:698-711. 

 6. Liotta LA, Kohn EC. The microenvironment of the tumour-host interface. 

Nature 2001;411:375-9. 

 7. Termine JD, Kleinman HK, Whitson SW, Conn KM, McGarvey ML, Martin 

GR. Osteonectin, a bone-specific protein linking mineral to collagen. Cell 1981;26:99-

105. 

 8. Sage EH, Bornstein P. Extracellular proteins that modulate cell-matrix 

interactions. SPARC, tenascin, and thrombospondin. J Biol Chem 1991;266:14831-4. 

 9. Bradshaw AD, Sage EH. SPARC, a matricellular protein that functions in 

cellular differentiation and tissue response to injury. J Clin Invest 2001;107:1049-54. 

 10. Mann K, Deutzmann R, Paulsson M, Timpl R. Solubilization of protein BM-

40 from a basement membrane tumor with chelating agents and evidence for its identity 

with osteonectin and SPARC. FEBS Lett 1987;218:167-72. 

 11. Funk SE, Sage EH. Differential effects of SPARC and cationic SPARC 

peptides on DNA synthesis by endothelial cells and fibroblasts. J Cell Physiol 

1993;154:53-63. 

 12. Barker TH, Baneyx G, Cardo-Vila M, Workman GA, Weaver M, Menon 

PM, Dedhar S, Rempel SA, Arap W, Pasqualini R, Vogel V, Sage EH. SPARC 

regulates extracellular matrix organization through its modulation of integrin-linked 

kinase activity. J Biol Chem 2005;280:36483-93. 

 13. Barker TH, Baneyx G, Cardo-Vila M, Workman GA, Weaver M, Menon 

PM, Dedhar S, Rempel SA, Arap W, Pasqualini R, Vogel V, Sage EH. SPARC 

regulates extracellular matrix organization through its modulation of integrin-linked 

kinase activity. J Biol Chem 2005;280:36483-93. Epub 2005 Aug 22. 

 14. Brekken RA, Sage EH. SPARC, a matricellular protein: at the crossroads of 

cell-matrix communication. Matrix Biol 2001;19:816-27. 

 15. Sage EH, Bornstein P. Extracellular proteins that modulate cell-matrix 

interactions. SPARC, tenascin, and thrombospondin. J Biol Chem 1991;266:14831-4. 

 16. Yunker CK, Golembieski W, Lemke N, Schultz CR, Cazacu S, Brodie C, 

Rempel SA. SPARC-induced increase in glioma matrix and decrease in vascularity are 

associated with reduced VEGF expression and secretion. Int J Cancer 2008;122:2735-

43. 

 17. Hasselaar P, Sage EH. SPARC antagonizes the effect of basic fibroblast 

growth factor on the migration of bovine aortic endothelial cells. J Cell Biochem 

1992;49:272-83. 

 18. Motamed K, Funk SE, Koyama H, Ross R, Raines EW, Sage EH. Inhibition 

of PDGF-stimulated and matrix-mediated proliferation of human vascular smooth 

Page 27 of 44

John Wiley & Sons, Inc.

International Journal of Cancer



 28 

muscle cells by SPARC is independent of changes in cell shape or cyclin-dependent 

kinase inhibitors. J Cell Biochem 2002;84:759-71. 

 19. Porte H, Chastre E, Prevot S, Nordlinger B, Empereur S, Basset P, Chambon 

P, Gespach C. Neoplastic progression of human colorectal cancer is associated with 

overexpression of the stromelysin-3 and BM-40/SPARC genes. Int J Cancer 

1995;64:70-5. 

 20. Porte H, Triboulet JP, Kotelevets L, Carrat F, Prevot S, Nordlinger B, 

DiGioia Y, Wurtz A, Comoglio P, Gespach C, Chastre E. Overexpression of 

stromelysin-3, BM-40/SPARC, and MET genes in human esophageal carcinoma: 

implications for prognosis. Clin Cancer Res 1998;4:1375-82. 

 21. Ledda MF, Adris S, Bravo AI, Kairiyama C, Bover L, Chernajovsky Y, 

Mordoh J, Podhajcer OL. Suppression of SPARC expression by antisense RNA 

abrogates the tumorigenicity of human melanoma cells. Nat Med 1997;3:171-6. 

 22. Lau CP, Poon RT, Cheung ST, Yu WC, Fan ST. SPARC and Hevin 

expression correlate with tumour angiogenesis in hepatocellular carcinoma. J Pathol 

2006;210:459-68. 

 23. Podhajcer OL, Benedetti LG, Girotti MR, Prada F, Salvatierra E, Llera AS. 

The role of the matricellular protein SPARC in the dynamic interaction between the 

tumor and the host. Cancer Metastasis Rev 2008;27:691-705. 

 24. Chlenski A, Liu S, Crawford SE, Volpert OV, DeVries GH, Evangelista A, 

Yang Q, Salwen HR, Farrer R, Bray J, Cohn SL. SPARC is a key Schwannian-derived 

inhibitor controlling neuroblastoma tumor angiogenesis. Cancer Res 2002;62:7357-63. 

 25. Sato N, Fukushima N, Maehara N, Matsubayashi H, Koopmann J, Su GH, 

Hruban RH, Goggins M. SPARC/osteonectin is a frequent target for aberrant 

methylation in pancreatic adenocarcinoma and a mediator of tumor-stromal interactions. 

Oncogene 2003;22:5021-30. 

 26. Said N, Motamed K. Absence of host-secreted protein acidic and rich in 

cysteine (SPARC) augments peritoneal ovarian carcinomatosis. Am J Pathol 

2005;167:1739-52. 

 27. Cheetham S, Tang MJ, Mesak F, Kennecke H, Owen D, Tai IT. SPARC 

promoter hypermethylation in colorectal cancers can be reversed by 5-Aza-

2'deoxycytidine to increase SPARC expression and improve therapy response. Br J 

Cancer 2008;98:1810-9. 

 28. DiMartino JF, Lacayo NJ, Varadi M, Li L, Saraiya C, Ravindranath Y, Yu 

R, Sikic BI, Raimondi SC, Dahl GV. Low or absent SPARC expression in acute 

myeloid leukemia with MLL rearrangements is associated with sensitivity to growth 

inhibition by exogenous SPARC protein. Leukemia 2006;20:426-32. 

 29. Tang MJ, Tai IT. A novel interaction between procaspase 8 and SPARC 

enhances apoptosis and potentiates chemotherapy sensitivity in colorectal cancers. J 

Biol Chem 2007;282:34457-67. 

 30. Massi D, Franchi A, Borgognoni L, Reali UM, Santucci M. Osteonectin 

expression correlates with clinical outcome in thin cutaneous malignant melanomas. 

Hum Pathol 1999;30:339-44. 

 31. Ledda F, Bravo AI, Adris S, Bover L, Mordoh J, Podhajcer OL. The 

expression of the secreted protein acidic and rich in cysteine (SPARC) is associated 

with the neoplastic progression of human melanoma. J Invest Dermatol 1997;108:210-

4. 

 32. Golembieski WA, Ge S, Nelson K, Mikkelsen T, Rempel SA. Increased 

SPARC expression promotes U87 glioblastoma invasion in vitro. Int J Dev Neurosci 

1999;17:463-72. 

Page 28 of 44

John Wiley & Sons, Inc.

International Journal of Cancer



 29 

 33. Thomas R, True LD, Bassuk JA, Lange PH, Vessella RL. Differential 

expression of osteonectin/SPARC during human prostate cancer progression. Clin 

Cancer Res 2000;6:1140-9. 

 34. Minn AJ, Gupta GP, Siegel PM, Bos PD, Shu W, Giri DD, Viale A, Olshen 

AB, Gerald WL, Massague J. Genes that mediate breast cancer metastasis to lung. 

Nature 2005;436:518-24. 

 35. Nakatani K, Seki S, Kawada N, Kitada T, Yamada T, Sakaguchi H, Kadoya 

H, Ikeda K, Kaneda K. Expression of SPARC by activated hepatic stellate cells and its 

correlation with the stages of fibrogenesis in human chronic hepatitis. Virchows Arch 

2002;441:466-74. Epub 2002 Apr 26. 

 36. Camino AM, Atorrasagasti C, Maccio D, Prada F, Salvatierra E, Rizzo M, 

Alaniz L, Aquino JB, Podhajcer OL, Silva M, Mazzolini G. Adenovirus-mediated 

inhibition of SPARC attenuates liver fibrosis in rats. J Gene Med 2008;10:993-1004. 

 37. Le Bail B, Faouzi S, Boussarie L, Guirouilh J, Blanc JF, Carles J, Bioulac-

Sage P, Balabaud C, Rosenbaum J. Osteonectin/SPARC is overexpressed in human 

hepatocellular carcinoma. J Pathol 1999;189:46-52. 

 38. Goldenberg D, Ayesh S, Schneider T, Pappo O, Jurim O, Eid A, Fellig Y, 

Dadon T, Ariel I, de Groot N, Hochberg A, Galun E. Analysis of differentially 

expressed genes in hepatocellular carcinoma using cDNA arrays. Mol Carcinog 

2002;33:113-24. 

 39. Wheelock MJ, Johnson KR. Cadherins as modulators of cellular phenotype. 

Annu Rev Cell Dev Biol 2003;19:207-35. 

 40. Takeichi M. Cadherins in cancer: implications for invasion and metastasis. 

Curr Opin Cell Biol 1993;5:806-11. 

 41. Kozyraki R, Scoazec JY, Flejou JF, D'Errico A, Bedossa P, Terris B, 

Fiorentino M, Bringuier AF, Grigioni WF, Feldmann G. Expression of cadherins and 

alpha-catenin in primary epithelial tumors of the liver. Gastroenterology 

1996;110:1137-49. 

 42. Wei Y, Van Nhieu JT, Prigent S, Srivatanakul P, Tiollais P, Buendia MA. 

Altered expression of E-cadherin in hepatocellular carcinoma: correlations with genetic 

alterations, beta-catenin expression, and clinical features. Hepatology 2002;36:692-701. 

 43. Hazan RB, Qiao R, Keren R, Badano I, Suyama K. Cadherin switch in tumor 

progression. Ann N Y Acad Sci 2004;1014:155-63. 

 44. Reed LJ  MH. A simple methods of estimating fifty per cent points. Am J 

Hyg 1938;27:493-7. 

 45. Bradford MM. A rapid and sensitive method for the quantitation of 

microgram quantities of protein utilizing the principle of protein-dye binding. Anal 

Biochem 1976;72:248-54. 

 46. Aquino JB, Musolino PL, Coronel MF, Villar MJ, Setton-Avruj CP. Nerve 

degeneration is prevented by a single intraneural apotransferrin injection into 

colchicine-injured sciatic nerves in the rat. Brain Res 2006;1117:80-91. 

 47. Jacob K, Webber M, Benayahu D, Kleinman HK. Osteonectin promotes 

prostate cancer cell migration and invasion: a possible mechanism for metastasis to 

bone. Cancer Res 1999;59:4453-7. 

 48. Campo McKnight DA, Sosnoski DM, Koblinski JE, Gay CV. Roles of 

osteonectin in the migration of breast cancer cells into bone. J Cell Biochem 

2006;97:288-302. 

 49. Seno T, Harada H, Kohno S, Teraoka M, Inoue A, Ohnishi T. 

Downregulation of SPARC expression inhibits cell migration and invasion in malignant 

gliomas. Int J Oncol 2009;34:707-15. 

Page 29 of 44

John Wiley & Sons, Inc.

International Journal of Cancer



 30 

 50. Koblinski JE, Kaplan-Singer BR, VanOsdol SJ, Wu M, Engbring JA, Wang 

S, Goldsmith CM, Piper JT, Vostal JG, Harms JF, Welch DR, Kleinman HK. 

Endogenous osteonectin/SPARC/BM-40 expression inhibits MDA-MB-231 breast 

cancer cell metastasis. Cancer Res 2005;65:7370-7. 

 51. Liu J, Lian Z, Han S, Waye MM, Wang H, Wu MC, Wu K, Ding J, 

Arbuthnot P, Kew M, Fan D, Feitelson MA. Downregulation of E-cadherin by hepatitis 

B virus X antigen in hepatocellullar carcinoma. Oncogene 2006;25:1008-17. 

 52. Endo K, Ueda T, Ueyama J, Ohta T, Terada T. Immunoreactive E-cadherin, 

alpha-catenin, beta-catenin, and gamma-catenin proteins in hepatocellular carcinoma: 

relationships with tumor grade, clinicopathologic parameters, and patients' survival. 

Hum Pathol 2000;31:558-65. 

 53. Avila MA, Berasain C, Sangro B, Prieto J. New therapies for hepatocellular 

carcinoma. Oncogene 2006;25:3866-84. 

 54. Podhajcer OL, Benedetti L, Girotti MR, Prada F, Salvatierra E, Llera AS. 

The role of the matricellular protein SPARC in the dynamic interaction between the 

tumor and the host. Cancer Metastasis Rev 2008;27:523-37. 

 55. Sage H, Johnson C, Bornstein P. Characterization of a novel serum albumin-

binding glycoprotein secreted by endothelial cells in culture. J Biol Chem 

1984;259:3993-4007. 

 56. Prieto J, Qian C, Hernandez-Alcoceba R, Gonzalez-Aseguinolaza G, 

Mazzolini G, Sangro B, Kramer MG. Gene therapy of liver diseases. Expert Opin Biol 

Ther 2004;4:1073-91. 

 57. Wilson JM. Adenovirus-mediated gene transfer to liver. Adv Drug Deliv 

Rev 2001;46:205-9. 

 58. Ilan Y, Saito H, Thummala NR, Chowdhury NR. Adenovirus-mediated gene 

therapy of liver diseases. Semin Liver Dis 1999;19:49-59. 

 59. Yu Q, Que LG, Rockey DC. Adenovirus-mediated gene transfer to 

nonparenchymal cells in normal and injured liver. Am J Physiol Gastrointest Liver 

Physiol 2002;282:G565-72. 

 60. Garcia-Banuelos J, Siller-Lopez F, Miranda A, Aguilar LK, Aguilar-

Cordova E, Armendariz-Borunda J. Cirrhotic rat livers with extensive fibrosis can be 

safely transduced with clinical-grade adenoviral vectors. Evidence of cirrhosis 

reversion. Gene Ther 2002;9:127-34. 

 61. Framson PE, Sage EH. SPARC and tumor growth: where the seed meets the 

soil? J Cell Biochem 2004;92:679-90. 

 62. Raines EW, Lane TF, Iruela-Arispe ML, Ross R, Sage EH. The extracellular 

glycoprotein SPARC interacts with platelet-derived growth factor (PDGF)-AB and -BB 

and inhibits the binding of PDGF to its receptors. Proc Natl Acad Sci U S A 

1992;89:1281-5. 

 63. Francki A, Motamed K, McClure TD, Kaya M, Murri C, Blake DJ, Carbon 

JG, Sage EH. SPARC regulates cell cycle progression in mesangial cells via its 

inhibition of IGF-dependent signaling. J Cell Biochem 2003;88:802-11. 

 64. Thiery JP. Epithelial-mesenchymal transitions in tumour progression. Nat 

Rev Cancer 2002;2:442-54. 

 65. Sosa MS, Girotti MR, Salvatierra E, Prada F, de Olmo JA, Gallango SJ, 

Albar JP, Podhajcer OL, Llera AS. Proteomic analysis identified N-cadherin, clusterin, 

and HSP27 as mediators of SPARC (secreted protein, acidic and rich in cysteines) 

activity in melanoma cells. Proteomics 2007;7:4123-34. 

 66. Robert G, Gaggioli C, Bailet O, Chavey C, Abbe P, Aberdam E, Sabatie E, 

Cano A, Garcia de Herreros A, Ballotti R, Tartare-Deckert S. SPARC represses E-

Page 30 of 44

John Wiley & Sons, Inc.

International Journal of Cancer



 31 

cadherin and induces mesenchymal transition during melanoma development. Cancer 

Res 2006;66:7516-23. 

 67. Bruix J, Sherman M, Llovet JM, Beaugrand M, Lencioni R, Burroughs AK, 

Christensen E, Pagliaro L, Colombo M, Rodes J. Clinical management of hepatocellular 

carcinoma. Conclusions of the Barcelona-2000 EASL conference. European 

Association for the Study of the Liver. J Hepatol 2001;35:421-30. 

 

 

Page 31 of 44

John Wiley & Sons, Inc.

International Journal of Cancer



 32 

FIGURE LEGENDS. 

Figure 1. Overexpression of SPARC by AdsSPARC. 

Western blot analysis of SPARC on HepG2 hepatocellular carcinoma cells. AdsSPARC 

(at MOI 100) induces high levels of secreted SPARC. A) Western blot of conditioned 

media obtained from HepG2 cells following transduction with the different adenoviral 

vectors. Samples were collected at day 3 after cell transduction. B) Immunofluorescent 

staining of HepG2 naïve cells. Fluorescence signals specific to SPARC antibody are 

visualized in green and nuclei, in blue (DAPI staining).  

 

Figure 2. Positive modulation of SPARC levels strongly inhibits HCC multicellular  

spheroid growth. 

A) Spheroids prepared from HepG2 (upper panel) and Hep3B (lower panel) cells were 

transduced with AdsSPARC, AdasSPARC or Ad-βgal. Comparisons of spheroid mean 

volumes at days 2 and 6. Data expressed as the mean ± SEM correspond to 3 

experiments performed in 5 replicas. (*) vs. Ad-βgal. (*) <0.05 using Mann-Whitney 

test. B) Photographs of the spheroids from HepG2 cells at day 6, taken under phase-

contrast light microscopy. C) Exogenous administration of SPARC as a recombinant 

protein did not affect spheroid growth on HepG2 cells. Kruskal-Wallis showed no 

significant differences among groups. 

 

Figure 3. SPARC upregulation does not profoundly affect HCC cell growth in 

vitro. 

A) HCC cells (HepG2, Hep3B and Huh7) were incubated with no addition of viral 

vectors or with AdsSPARC, AdasSPARC or Ad-βgal for 3 days, at a MOI of 100. Cell 

viability was determined by MTT assay (Invitrogen) at 490 nm, in 3 independent 
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studies; ns: non-significant. (*) p<0.05 using Mann-Whitney test. B) SPARC 

overexpression results in a non-significant increase in HepG2 cellular apoptosis when 

analyzed by the acridine-orange/ethidium bromide method. (*) p<0.05 using Mann-

Whitney test. C) Flow cytometric analysis of HepG2 cells stained with annexin-V 

obtained after 72 hours in culture showed a slight significant induction in cellular 

apoptosis in SPARC overexpressing cells. Results are representative of 4 experiments 

similarly performed. (*) p<0.05 using Mann-Whitney test. D) Cell cycle analysis from 

DNA content. Cell cycle profiles correspond to one representative experiment of the 

three that were performed. Values are expressed as mean ± SEM. E) Proliferation 

activity of cells grown in spheroids, analyzed by MTT. (*) p<0.05 using Student's t test.  

 

Figure 4. SPARC profoundly influences colony formation and migratory 

capability in HCC cells. 

A) AdsSPARC reduced HCC cell clonogenic capacity. For colony formation assay 10
3
 

untreated (Control) or AdsSPARC, AdasSPARC or Ad-βgal transduced (MOI 100) 

HCC cells (HepG2, Hep3B and Huh7) were cultured in a 6-well plate for 2 weeks 

before crystal violet staining, and the number of colonies (20-25 cells) was quantified 

under phase-contrast light microscopy (*) P < 0.05 vs. Control; Mann-Whitney test. B) 

AdsSPARC inhibits migration towards TGF-β1 of HepG2 cells. HepG2 cells were 

transduced with AdsSPARC or Ad-βgal or left untransduced for 3 days at a MOI of 

100. Migration assays were performed in the absence of FBS as described in M&M. 

Transwell cell migration analysis was performed using 5 ng/ml TGF-β1 as 

chemoattractant. Cells on the back of the insert membrane were fixed and stained with 

10% May Grunwald-Giemsa. Representative pictures of transwell membrane adherence 

of HCC cells are shown (x200). For quantification, the average number of migrated 
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cells per field was assessed. (***) P < 0.001 vs. Control and Ad-βgal; Student's t test. 

All assays were done in triplicate. 

 

Figure 5. Gene transfer of SPARC induces mesenchymal -to- epithelial  transition 

in hepatocellular carcinoma cells.  

A) HepG2 cells were infected (at a MOI of 100) with AdsSPARC, AdasSPARC or 

Adβgal for 3 days and whole-cell lysates were generated. E-cadherin expression was 

assessed by western blot. A representative of three independent experiments is shown. 

A goat antibody against actin was used as control of protein loading. B) SPARC 

overexpression induces a decrease of N-cadherin expression in HepG2 cells. HepG2 

cells were infected (at a MOI of 100) with AdsSPARC or Ad-βgal for 3 days, fixed and 

incubated with antibodies to N-cadherin. By using fluorescence-activated flow 

cytometry analysis, N-cadherin expression is displayed by a shift in mean fluorescent 

intensity when compared to incubation without addition of any primary antibody. The 

percentages of N-cadherin positive cells are indicated. C) Quantitative analysis from 

comparisons of results obtained from independent studies similar to that shown in B). 

D, E, F, G) Representative pictures from N-cadherin immunostained HepG2 cells, 

which were previously transduced with AdsSPARC (D,E) or Ad-βgal (F,G) and plated 

onto poli-L-lysine/fibronectin coated coverslips. H, I) Quantification of the N-cadherin 

(H) and α-SMA (I) immunostaining intensities in HepG2 cells is represented. The data 

are expressed as the Mean ± SEM. (*) vs. Control; (τ) vs. Ad-βgal. (*) p<0.05; (ττ) 

p<0.01; (***,σσσ) p<0.001. Student's t test. 

 

Figure 6. Up-regulation of SPARC expression decreases HCC cell viability in 

response to 5-FU-based chemotherapy and increases apoptosis.   
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A) HepG2 cells were infected with AdsSPARC, Ad-βgal or left uninfected for 2 days, 

washed and further incubated with 5-FU for 24 h. Cell viability was assessed by MTT 

assay (Invitrogen) at 490 nm. The data is expressed as the mean absorbance ± SEM. B) 

HepG2 cells were infected with AdsSPARC, Adβgal or left uninfected for 2 days, 

washed and further incubated with 5-FU for 24 h and stained with an AO/EB bromide 

mixture. Percentage of apoptotic cells is shown. The data are expressed as the Mean ± 

SEM. (*) vs. Control; (σ) vs. Ad-βgal. (*,σ) p<0.05; (**,σσ) p<0.01; (***,σσσ) 

p<0.001. Student's t test. 

 

Figure 7. The in vivo growth capacity of SPARC overexpressing HCC cells is 

strongly inhibited in nude mice.   

AdsSPARC significantly increased animal survival. Nude mice were s.c. inoculated 

with 1.5x10
6
 HepG2 (A) or 5x10

6 
Huh7 (C) cells transduced with AdsSPARC or 

AdasSPARC or Ad-βgal or left untransduced and tumor size was measured with caliper 

twice a week over a period of 42 days. Effects of AdsSPARC treatment on survival of 

the tumor-bearing nude mice (B, HepG2 cells; D, Huh7 cells) (Kaplan-Meier survival 

curve). The data are expressed as the Mean ± SEM. (*) vs. Control; (σ) vs. Ad-βgal. 

(*,σ) p<0.05; (**,σσ) p<0.01; (σσσ) p<0.001. Mann-Whitney test. 

 

Figure 8. Host macrophage cells are involved in the rejection of SPARC 

overexpressing HCC cells. Nude mice were s.c. inoculated with 1.5x10
6
 HepG2 cells 

transduced with AdsSPARC, AdasSPARC, Adβgal or left untransduced. A) H&E 

staining showing a reduced tumoral rim in mice from AdsSPARC group. Arrows: 

fibroblastic-like cells; dotted arrows: tumor cells. B) Representative photographs of 

immunohistochemical staining of macrophages (F4/80) in HepG2 tumors at 5 days after 
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inoculation, corresponding to HepG2 (upper, 100x; lower, 400x) and AdsSPARC-

HepG2 (upper, 100x; lower, 400x) treated mice. C) Quantitative graph showing 

comparisons of the F4/80 immunostained area in different experimental conditions. The 

data are expressed as the Mean ± SEM. (*) vs. Control; (σ) vs. Ad-βgal. (*,σ) p<0.05; 

(**,σσ) p<0.01; (***,σσσ) p<0.001. Mann-Whitney test. D) SPARC increases in vivo 

HCC apoptosis. The effect of SPARC overexpression on apoptosis was assessed by 

TUNEL assay. Representative photographs of TUNEL assay in HepG2 tumors at day 5 

after treatment, corresponding to Adβgal, AdsSPARC, AdasSPARC or untransduced 

HepG2 cells.  
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