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Abstract

AIM: Cell adhesion molecules and their signal molecules
play a very important role in carcinogenesis. The aim of
this study is to elucidate the role of these molecules and
the signal molecules of integrins and E-cadherins, such
as (focal adhesion kinase) FAK, (integrin linked kinase)
ILK, and B-catenin in hepatocellular carcinoma cell apoptosis.

METHODS: We first synthesized the small molecular
compound, 5(1,2-dichlorovinyl)-L-cysteine (DCVC), and
identified it, by element analysis and *H NMR. To establish
the apoptosis model of the SMMC-7721 hepatocellular
carcinoma cell, we treated cells with DCVC in EBSS for
different concentrations or for various length times in the
presence of 20 umol/L N, V-diphenyl-p-phenylenediamine,
which blocks necrotic cell death and identified this model
by flow cytometry and DNA ladder. Then we studied the
changes of FAK, ILK, B-catenin, and PKB in this apoptotic
model by Western blot.

RESULTS: We found that the loss or decrease of cell
adhesion signal molecules is an important reason in
apoptosis of SMMC-7721 hepatocellular carcinoma cell
and the apoptosis of SMMC-7721 cell was preceded by
the loss or decrease of FAK, ILK, PKB, and B-catenin or
the damage of cell-matrix and cell-cell adhesion.

CONCLUSION: Our results suggested that the decrease
of adhesion signal molecules, FAK, ILK, PKB, and 3-catenin,
could induce hepatocellular carcinoma cell apoptosis.

© 2005 The WIG Press and Elsevier Inc. All rights reserved.
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INTRODUCTION

Apoptosis or programmed cell death is critical for normal
development and tissue homeostasis!'l. However uncontrolled
apoptosis may occur after treatment with cytostatic chemicals.
It is a pathophysiological process and is associated with
the occutrence of various human diseases®. Maintenance of
cell-matrix or cell-cell contact is an important cell survival
factor®* and loss of these contacts, or rounding up, is a
hallmark of apoptosis. Cell-matrix interactions occur at the
closest contact between the cell and the substratum. It was
called as focal adhesion. Integrins are mainly engaged in cell-
mattix adhesion. Integrin ligated with the extracellular matrix
results in activation of focal adhesion kinase (FAK) and
integrin linked kinase (ILK). FAK is a 125-ku protein tyrosine
kinase, that is critical in transmission of signals from the
focal adhesion to the cytoplasm after cell attachment!™.
ILK is another integrin cytoplasmic-binding protein that has
been implicated in the regulation of cell adhesion and
extracellular matrix deposition as well as the activation of
cell survival and proliferative pathways, including those
involving MAP kinase, PKB/Akt and GSK-3B'". Similarly,
E-cadherin is a calcium-dependent transmembrane cell-cell
adhesion protein, mainly involved in cell-cell adhesion™".
When the homophilic interaction in their specific extra-cellular
regions occurred, their intra-cellular linked protein, B-catenin,
was activated and mediated signal transduction>". It seems
clear that FAK, ILK, and -catenin are important for signaling,
cell attachment and cell survival. Despite the importance
of these proteins in signal transduction and cell survival,
there is little evidence about the role of FAK, ILK, and
B-catenin in chemically induced models of apoptotic cell
death. Therefore, we have investigated the role of FAK,
ILK, B-catenin and other related signal molecule such as
PKB in SMMC-7721 hepatocellular carcinoma cell using
the characterized nephrotoxicant, S-(1,2-dichlorovinyl)-L-
cysteine (DCVC)!™*3. DCVC is metabolized by a B-lyase to
a reactive acylating metabolite that covalently modifies
cellular macromolecules**®.. The apoptosis of renal proximal
tubule epithelial cell (RPTE) induced by DCVC had been
reported. Cell death of primary cultured RPTE caused by
DCVC treatment is preceded by disorganization of the
cytoskeletal network and dissolution of focal adhesion!"*".
Thus, this compound is a useful agent to study the role of
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cell-cell or cell-matrix adhesion in apoptosis of epithelial cells.

To study the relationship between the cell adhesion signal
molecules and cell apoptosis, we found the apoptosis model
of the SMMC-7721 hepatocellular carcinoma cell using
DCVC and examined the role of FAK, ILK, B-catenin and
other related signal molecules in this model.

MATERIALS AND METHODS

Chemicals and antibodies

SMMC-7721 cells wete obtained from the Department of
Pathology, Shanghai No. 2, Military Medical University
(Shanghai, China)". Anti-FAK and anti-ILK polyclonal
antibodies were purchased from Santa Cruz. Anti-B-catenin
and anti-PKB mAb were purchased from Sigma. Secondary
antibodies conjugated with HRP were purchased from Watson
Biotech. (Shanghai). N,IN’-Diphenyl-p-phenylenediamine
(DPPD) was from Sigma-Aldrich (St. Louis, MO, USA).
DCVC was synthesized by us.

Cell culture and DCVC treatment

SMMC-7721 cells were grown in RPMI medium 1640
supplemented with penicillin and 10% heat inactivated fetal
bovine serum in 37 “C and 50 mL/L CO,. Confluent monol-
ayers of SMMC-7721 in 10-cm dishes were washed with
Earle’s balanced salt solution (EBSS) twice. Thereafter, cells
were treated with DCVC in EBSS for different concentrations
or for various lengths of time. To find the apoptosis model,
cells were treated with DCVC in the presence of 20 wmol/L
DPPD (stocked in dimethyl sulfoxide), which blocks necrotic
cell death but allows the onset of apoptosis!'>*. Following
treatment with DCVC, cells were allowed to recover in a
complete medium containing 20 umol/L DPPD.

Western blot analysis

After treatment of DCVC and recovery in complete medium,
confluent cells were washed twice with ice-cold PBS and
lysed in modified loading buffer containing 50 mmol/L Ttis-
HCI, pH 6.8, 2% SDS, 10% glycerol and protease inhibitors
(1 mmol/L PMSF). The samples were boiled for 10 min and
centrifuged at 12 000 g for 10 min, and insoluble material
was removed. Equal amount of protein wete separated on a
SDS-PAGE and transferred to PVDF membrane. After being
blocked with 3% BSA in PBS (containing 0.05% Tween 20),
the membrane was incubated with the appropriate primary
antibodies, followed by HRP-conjugated secondary antibodies.
Proteins were visualized by fluorography using an enhanced
chemiluminescence system (Perfect Biotech, Shanghai).

Synthesis and identification of S-(1,2-dichlorovinyl)-L-
cysteine (DCVC)

Dry L-cysteine (0.1 mol) and sodium were added in portions
to 300 mL of dry ammonia contained in a flask equipped
with a magnetic stirrer and a drying tube. The reaction flask
was set in a dish, so that alcohol could be applied to prevent
frosting. Sodium was added first to give the characteristic
blue color, which disappeared when cysteine was added to
form the disodium salt. Trichloroethylene (8.96 mL, 0.1
mole) was dissolved slowly in liquid ammonia (25 mL). After
30 min, a stream of air was directed on the reaction flask to

speed up evaporation of ammonia, which required about
2 h. The slightly colored residue was dissolved in 300 mL
of water, free from traces of ammonia 7 vacuo and, by the
addition of glacial acetic acid, adjusted to pH 5.0 from an
initial pH 11.9. The resulting copious precipitate was diluted
with one volume of ethanol, cooled overnight in a refrigerator
and isolated by filtration. The crude precipitate was dissolved
in 600 mL of water at 70 'C, 1 g of activated carbon was
added, and the mixture was filtered while it was still hot. An
equal volume of ethanol was added to the clear filtrate
and, after overnight at 4 'C, 9.1 g of needle-like crystals
were obtained. MP 158-159 C.

DCVC analysis, calculated for CsH,NO,SCl,: C, 27.79;
H, 3.27; N, 6.48; S, 14.84; Cl, 32.82. Found: C, 27.82; H, 3.28;
N, 6.47; S, 14.94; Cl, 32.80. '"H NMR (deuterium replaced
DMSO as solvent 300 mol/L) &: 3.35 (#, ] = 15.50 Hz,
J = 7.42Hz,1H),3.53 (+, ] = 15.50 Hz, ] = 4.05 Hz, 1 H),
391 (s, ] = 405 Hz, ] = 7.42 Hz, 1 H), 6.71 (s, 1 H). FAB
MS: 217 (IMH]).

Detection of cell apoptosis

DNA laddering was determined by agarose gel electrophoresis.
Cells were harvested by scraping the adherent cells which
were then combined with floating cells present in the culture
medium. After centrifugation, the cell pellet was washed
once with ice-cold PBS by centrifugation, lysed with lysis
buffer (10 mmol/L Ttis, 1 mmol/L EDTA, and 2 g/L Triton
X-100, pH 7.4), and incubated on ice for 20 min. Cell debtis
was removed by centrifugation; the supernatant was treated
with RNase (60 plg/mL) for 1 h at 50 ‘C. The DNA was
precipitated with 0.5 mol/L NaCl and equal volume of
isopropyl alcohol and separated by electrophoresis on 1%
agarose gels.

SMMC-7721 hepatocellular carcinoma cell nuclear
fragmentation treated with DCVC was stained with 1 lg/mL
Hoechst 33258 in PBS. After washing with PBS, coverslips were
mounted and viewed using a Nikon epifluorescence microscope.

Apoptosis was also determined by cell cycle analysis.
Both floating and adherent cells that were trypsinized were
pooled and fixed in 100% ethanol (-20 ‘C). After washing
the cells twice with PBS, cells were resuspended in PBS
containing 10 ug/mL RNase A and 7.5 umol/L propidium
iodide. After 30 min incubation at room temperature, the
cell cycle was analyzed by flow cytometry (FAC Scan, Becton
Dickinson) and the percentage of cells present in sub-Go/G;
was calculated using the LYSIS software (Becton Dickinson).

RESULTS

DCVC induces apoptosis of SMMC-7721 hepatocellular
carcinomacell

SMMC-7721 hepatocellular carcinoma cells were induced
into apoptosis in the presence of DCVC (Figure 1). When
SMMC-7721 hepatocellular carcinoma cells were treated
with 0.02 mmol/L DPPD and various DCVC concentrations
for 6 h and then harvested for flow cytometry assay, it was
found that the cell apoptosis was induced by DCVC in a
dose-dependent manner in the presence of DPPD and when
the concentration of DCVC is larger than 0.05 mmol/L,
the percentage of cell apoptosis increased rapidly (Figure 2).
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Figure 1 Measurement of apoptosis by DNA fragmentation upon treatment with
DCVC/DPPD. A: SMMC-7721 Hepatocellular carcinoma cells were treated with
0.1 mmol/LDCVC and 0.02 mmol/L DPPD for various time duration, then
harvested for DNA fragmentation assay to estimate apoptosis. Lane 1, DNA
marker; lane 2, absent DCVC; lanes 3-6 represent tumor cells treated for 1, 2,
4, 6, and 8 h, respectively; B: SMMC-7721 hepatocellular carcinoma cells
were treated with 0.02 mmol/L DPPD and various DCVC concentrations for 6 h,
then harvested for DNA fragmentation assay to estimate apoptosis. Lane 1, DNA
marker; lane 2, absent DCVC; lanes 3-6 represent tumor cells treated for 0.02,
0.05, 0.1, and 0.2 mmol/L, respectively.
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Figure 2 Dose effect on cell apoptosis induced by DCVC co-treated with DPPD.
SMMC-7721 hepatocellular carcinoma cells were treated with 0.02 mmol/L
DPPD and various DCVC concentration for 6 h, then harvested for flow cytometry
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Similarly, the effect of DCVC on apoptosis was also
time-dependent. At the first 4 h, the percentage of cell apoptosis
was very low and after that it increased rapidly (Figure 3).

These data demonstrate that the effective apoptosis had
not happened until the DCVC concentration and treatment
time was high and long enough. We also demonstrate that
DPPD alone could not cause cell apoptosis (Figure 4).

DCVC-induced loss of FAK expression in SMMC-7721
hepatocellular carcinoma cell
FAK, as an important cell survival factor, has been implicated
in apoptosis induced by vatious stimuli®?). Until now, no
reports have described the role of FAK in DCVC/DPPD-
induced malignant cell apoptosis. We investigated the FAK
expression in DCVC-induced SMMC-7721 hepatocellular
carcinoma cell by Western blot analysis and found that the
level of FAK protein was almost lost (Figure 5).
Interestingly, we found that the FAK expression decreased
in a dose-dependent and time-dependent manner. When
the cells were treated for 1 h, the protein level of FAK began
to decrease, but at that time the percentage of cell apoptosis
had no significant decrease. After the treatment time gets
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assay to estimate apoptosis. A: Absent both DCVC and DPPD; B: absent DCVC;
C: DCVC (0.005 mmol/L); D: DCVC (0.01 mmol/L); E: DCVC (0.02 mmol/L); F:
DCVC (0.05 mmol/L); G: DCVC (0.1 mmol/L); H: DCVC (0.2 mmolL).
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Figure 3 Time effect on cell apoptosis induced by DCVC co-treated with DPPD.
SMMC-7721 hepatocellular carcinoma cells were treated with 0.1 mmol/L DCVC
and 0.02 mmol/L DPPD for various time, then harvested for flow cytometry
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Figure 4 Role of DPPD in apoptosis of SMMC-7721 hepatocellular carcinoma
cell. Cells were cultured in completed medium for 12 h. A: In the absence of
DPPD; B: in the presence of 0.02 mmol/L DPPD, then cells were carried out in
FMC to estimate apoptosis.

longer than 4 h, the FAK protein was almost lost (Figure 5A)
and the percentage of cell apoptosis began to increase
rapidly. When the concentration of DCVC was larger than
0.05 mmol/L, the FAK expression almost was not observed
(Figure 5B). These results were consistent with the process
of cell apoptosis and suggested that cell apoptosis occurred
after the cleavage of FAK and the damage of cell-matrix
interaction or the focal adhesion.

assay to estimate apoptosis. A: absent DCVC, for 8 h; B: for 1 h; C: 2 h; D: 4 h;
E:6h;F:8h.
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Figure 5 DCVC effects on FAK protein expression. A: SMMC-7721 hepatocellular
carcinoma cells were treated with 0.1 mmol/L DCVC and 0.02 mmol/L DPPD for
various time duration; B: SMMC-7721 hepatocellular carcinoma cells were
treated with 0.02 mmol/L DPPD and various DCVC concentrations for 6 h, from
right the first lane both DCVC and DPPD were absent, the second lane had DPPD
but no DCVC. Cells were harvested with 1x SDS loading buffer, followed by
Western blot analysis. Equal amounts of cell protein (60 1g) were added to each
lane, these studies were repeated thrice with similar results.

ILK level was decreased after the DCVC treatment

ILK is another newly identified, integrin cytoplasmic-binding
protein. Overexpression of ILK in cultured intestinal and
mammary epithelial cells has been previously shown to induce
changes characteristic of oncogenic transformation, including
anchorage-independent growth, invasiveness, suppression
of anoikis and tumotigenicity in nude mice. For this reason,
we measured the expression of ILK in DCVC-induced
SMMC-7721 hepatocellular carcinoma cell by Western blot
analysis and found that the level of ILK was also decreased
(Figure 6). These findings further demonstrated that the
disruption of focal adhesion was taking place in this apoptosis
model.
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Figure 6 DCVC effects on ILK protein expression. A: SMMC-7721 hepatocellular
carcinoma cells were treated with 0.1 mmol/L DCVC and 0.02 mmol/L DPPD for
various time duration; B: SMMC-7721 hepatocellular carcinoma cells were
treated with 0.02 mmol/L DPPD and various DCVC concentrations for 6 h, from
left the both DCVC and DPPD were absent, the second lane had DPPD but no
DCVC. Cells were harvested with 1x SDS loading buffer, followed by Western
blot analysis. Equal amounts of cell protein (60 pg) were added to each lane,
these studies were repeated thrice with similar results.

B-catenin level was down-regulated in the apoptosis induced
by DCVC

E-cadherin-mediated cell-cell adhesion plays a crucial role in
intercellular communication, which is related to the regulation
of cell proliferation, differentiation, and apoptosis?!. B-Catenin
regulates cadherin-mediated cell-cell adhesion and also
functions as a signaling molecule®!. For this reason, we
measured the expression of B-catenin in DCVC-induced
SMMC-7721 hepatocellular catcinoma cell by Western blot
analysis and interestingly found that the level of B-catenin
began to decrease for an hour of DCVC treatment and after
that, the level of B-catenin decreased further (Figure 7A).
Similatly when the dose of DCVC was larger than 0.05 mmol/L,
B-catenin also decreased (Figutre 7B). These findings suggest
that, the cell apoptosis occurred after the decrease of B-catenin
and the damage of intercellular adhesion.

A 0 05 1 2 4 6 8 10 12
Time (h)

B-catenin CCEE—G —— .

DCVC (umol/L)
B-catenin

0 0 10 20 50 100 200 400

B

Figure 7 DCVC effects on B-catenin protein expression. A: SMMC-7721 hepatocellular
carcinoma cells were treated with 0.1 mmol/L DCVC and 0.02 mmol/L DPPD for
various time duration; B: SMMC-7721 hepatocellular carcinoma cells were
treated with 0.02 mmol/L DPPD and various DCVC concentrations for 6 h, from
left the first lane both DCVC and DPPD were absent, the second lane had DPPD
but no DCVC. Cells were harvested with 1x SDS loading buffer, followed by
Western blot analysis. Equal amounts of cell protein (60 j1g) were added to each
lane, these studies were repeated thrice with similar results.

PKB level was downregulated in the apoptosis induced by
DCVC

PKB has been demonstrated to play a suppressive role in
cell apoptosis?®. We therefore investigated the PKB level in

response to DCVC in the presence of DPPD. We found
when the time of DCVC treatment was longer or the dose of
DCVC was increased, the level of PKB decreased. Particulatly,
after 4 h of DCVC treatment, PKB obviously decreased
and after 8 h, PKB protein almost disappeared (Figure 8).
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Figure 8 DCVC effects on PKB protein expression. A: SMMC-7721 hepatocellular
carcinoma cells were treated with 0.1 mmol/L DCVC and 0.02 mmol/L DPPD for
various time duration; B: SMMC-7721 hepatocellular carcinoma cells were
treated with 0.02 mmol/L DPPD and various DCVC concentration for 6 h, from
left both DCVC and DPPD were absent in the first lane, the second lane had
DPPD but without DCVC. Cells were harvested with 1x SDS loading buffer,
followed by Western blot analysis. Equal amounts of cell protein (60 ng) were
added to each lane, these studies were repeated thrice with similar results.

DISCUSSION

In this study, we investigated the level of FAK, ILK, PKB,
and PB-catenin during apoptosis of SMMC-7721 hepatocellular
carcinoma cell induced by DCVC in the presence of DPPD.
It was found that the level of each protein mentioned above
dramatically decreased. These results suggest that the loss
ot decrease of cell adhesion signal molecules is an important
reason in apoptosis of SMMC-7721 hepatocellular carcinoma
cell. The apoptosis of SMMC-7721 was preceded by the
loss or decrease of FAK, ILK, PKB, and B-catenin or the
damage of cell-matrix and cell-cell adhesion.

FAK has been shown to play a suppressive role in
apoptosis induced by various stimuli including H,O, and c-
myc, and apoptosis induced by keeping cell in suspension,
termed anoikis, which disrupts the interactions between
normal epithelial cells and the extracellular matrix"?"*,
Our findings strongly support the view that FAK play a
suppressive role in apoptosis. Furthermore, decrease of
FAK seems to precede cell apoptosis.

ILK is another integrin cytoplasmic-binding protein that
has been identified as a potential PDK-2. ILK is capable of
phosphotylating PKB/Akt on Ser-473 and stimulating its
activity. Attwell found that overexpression of ILK in SCP2
mouse mammary epithelial cells results in a profound inhibition
of anoikis™.. Until the present day, no reports have described
the role of ILK in the apoptosis of human hepatocellular
carcinoma cell. We found that the level of ILK was decreased
in DCVC/DPPD-induced apoptosis. This finding is in
accordance with that of Attwell’s reports®).

B-catenin has emerged as an important oncogene in the
transformation of a number of epithelial cancers™. It acts
as a downstream transcriptional activator of the Wingless-Wnt
signaling pathway. The B-catenin-Tcf complex transactivates
the downstream genes that regulate cell proliferation or inhibit
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apoptosisP!l. But Kim ez a/., reported that overexpressed
[-catenin induces apoptosis in NIH 3T3 fibroblasts, corneal
fibroblasts, corneal epithelia, uveal melanoma cells, and several
carcinoma cell lines®. In this study, we found that the level
of B-catenin was dramatically decreased in DCVC-induced
SMMC-7721 cell apoptosis and the reason needs to be
elucidated by further research.

PKB acted as a common downstream signal protein of
FAK, and ILK has been demonstrated to play a suppressive
role in cell apoptosis®' >l Our results showed that the
PKB level was decreased with increased DCVC concentration
or treatment time, as well as the percentage of apoptotic
cells during the apoptosis induced by DCVC in the presence
of DPPD.

Our findings indicate that DCVC cause the cleavage of
FAK, ILK, B-catenin, and PKB. Cleavage of these proteins
may actually ensure that the cell does not attach to matrix
or other cells. It blocks the cell-matrix and cell-cell adhesion-
mediated signal transduction and gives rise to cell apoptosis.
It demonstrates the importance of cell adhesion signal
molecules in cell survival. However, the exact way of cleavage
of these proteins is still unclear. FAK and B-catenin may be
cleavaged by caspases, as both have been identified as substrates
for caspases® . Whether ILK and PKB are also cleaved
by caspases or other enzymes, remains to be determined.

In conclusion, the present findings demonstrate that the
cell apoptosis occurred after the damage of cell-matrix
interaction and cell-cell contact. Cell-matrix and cell-cell
adhesionmediated signal transduction is fundamental for
cell survival and many cell adhesion signal molecules such
as FAK, ILK, and B-catenin have oncogenic potential and
have anti-apoptotic function.
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