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Abstract

“ Apoptosis ” is the final common path-
way of most chemotherapy-induced tumor
cell death. Bcl-2 and Bax are two of the key
players regul ating the apoptosis phenomenon.
Bcl-2 is a blocker of apoptosis, while Bax
functions as a promoter of apoptosis. In this
study, we examined the roles of Bcl-2 and
Bax in drug resistance of gastric cancer cells.

Bcl-2 and Bax protein expression were
determined by immunohistochemical stains
in 29 gastric cancer tissues, and correlated
with chemotherapy responses (13 responders
and 16 non-responders). Bcl-2 and Bax
protein expression was found in 10.3 = 5.7%
and 724 + 8.3% gastric cancer tissues,
respectively. However, In this group of
patients, we cannot find statisticaly
significant correlation between Bcl-2 or Bax
protein  expression and chemotherapy
responses (P= 0.078 and 0.943 by Fisher
exact test, respectively).

In cell line studies, we have examined 7
human gastric cancer cell lines. All of them
had Bax expression, and 5 of them had Bcl-2
expression (except AGS and NCI-N87).
These two Bcl-2(-) parental gastric cancer



lines were transfected with Bcl-2 cDNA
expression vector, selected for stably trans-
fected clones, verified by Western blot, then
selected for further study. Compared with
the parental cell lines, the Bcl-2 transfectants
had 1.7- to 125-fold higher IC,, of multiple
structurally  unrelated  chemotherapeutic
agents, including 5-FU, cisplatin, doxo-
rubicin, etoposide, paclitaxel, and docetaxel.
We concluded that (1) Bax protein is
more frequently expressed than Bc/-2 in
gastric cancer tissues; (2) although we cannot
find dtatistically significant  correlation
between Bcl-2 or Bax protein expression and
HDFL-based chemotherapy responses, our /in
vitro cell line model suggests that Bcl-2
overexpression may be a multidrug resistance
marker of gastric cancer. This in vitro
model is potentialy useful for searching of
Bcl-2 modulating agents, which may help
reverse drug resistance conferred by Bcl-2
overexpression.
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“Apoptosis’ is the fina common
pathway of most chemotherapy-induced
tumor cell death!”. “Drug resistance’ is
considered a form of “apoptosis resistance”
L4 Bcl-2 and Bax are two of the key
players regulating the apoptosis phenomenon.
Bcl-2 is a blocker of apoptosis, while Bax
functions as a promoter of apoptosis. The
Bcl-2 gene was first discovered because of its
involvement in the t(14;18) chromosomal
translocations commonly found in low-grade
follicular lymphomas, which result in
deregulation of bcl-2 gene expression and
cause inappropriately high levels of Bcl-2
production®4. Severa  mammalian
homologs of Bcl-2 have recently been
discovered, some of which function as
inhibitors of apoptosis (Mcl-1, A1, Bal-X,)®
7 and others as promoters of apoptosis (Bax,

Bad, Bak, Bcl-X)®* that oppose the actions
of Bcl-2 protein. Several studies have
shown Bcl-2 protein correlates with relative
resistance to a wide spectrum of anti-cancer
drugs in lymphomaand leukemia cells™¥,

Gastric cancer is moderately sensitive to
chemotherapy. In the past few years, we
have been working on improving the results
of systemic chemotherapy for gastric cancer,
and clarifying the mechanisms which may
contribute to the drug resistance of gastric
cancer. We have aready completed three
prospective clinical trials of combination
chemotherapy for gastric cancers. The
results have been  encouraging™d.
Although the response rate has been greatly
improved, the duration of remission was till
short, and hence the overall survival was not
remarkably improved. The reason for the
short response duration of most gastric cancer
patients was most likely due to the emergence
of drug resistance. In our prior studies, we
have already studied the associations of the
expression of thymidylate synthasd'"*®,
multidrug ~ resistance-1"*¥,  multidrug
resistance-associated protein’”, glutathione
S-transferase-p, p53 over-expression®, and
the extent of apoptosis® with drug resistance
of gastric cancers. In this study, further
examined the roles of Bcl-2 and Bax in drug
resistance of gastric cancer cells.

The anti-apoptosis function of Bcl-2 can
function both as an ion channel and as an
adaptor (or docking) proteinf??. As an ion
channel, Bcl-2 may block the release of
cytochrome c¢ from mitochondria, and
therefore may inhibit the activation of
caspase-3224, As an adaptor protein, many
Bcl-2 family proteins can interact through
formation of homotypic and heterotypic
dimers, such as Bax/Bcl-2 heterodimer'®; in
addition, several non-homologous proteins
were found to be able to bind with bcl-2 and
modulate apoptosis?®?. Among them, the
protein kinase Raf-1%%, the protein
phosphatase calcineurin®, the p53-binding



protein p53-BP21%¥, and several proteins with
unknown functions, such as CED-4*, BAG-
1% etc. In contrast, the pro-apoptotic
protein Bax apparently does not interact with
these non-homologous proteins, suggesting
the central role of Bcl-2 in the control of
apoptosis?,

There are several possible hypotheses
for the possible mechanisms of Bcl-2-
conferred drug resistance in gastric cancer, if
it does exist. First, Bcl-2 may form
heterodimer with Bax'®, and may neutralize
the pro-apoptotic function of Bax. Second,
Bcl-2 may inhibit caspase via interaction
through CED-4. Caspase is the key enzyme
in the fina pathway of apoptosis. Bcl-2,
CED-4, and caspase may bind together®,
and thus Bcl-2 potentialy may regulate
caspase through the binding. Third, Bcl-2
may cause a higher or more sustained degree
of NF-kB activation. Recent studies have
shown that the activation of the NF-kB may
protect cells from apoptosis®.  We have
also demonstrated that amost al anti-cancer
drugs are able to induce NF-kB activation in
most representative cancer cells*3. Bcl-2
was recently found to be able to activate NF-
kB viacalcineurin, in which Bcl-2 might bind
with calcineurin-NF-AT system®, and NF-
AT might interact with NF-kB,

In this study, Bcl-2 and Bax protein
expression were determined by
immunohistochemical stains in 29 gastric
cancer tissues, and correlated with chemo-
therapy responses. Bcl-2 and Bax protein
expression was found in 10.3 £ 5.7% and
724 + 83% gastric cancer tissues,
respectively. Among them, there were 13
responders and 16 non-responders to HDFL
(weekly 24-hour infusion of high-dose 5-FU
and leucovorin)-based chemotherapy. For
Bcl-2 expression, 3 of 3 patients with Bcl-2(+)
responded to chemotherapy as 10 of 26
patients with Bcl-2-) did (P= 0.078, Fisher

exact test). For Bax expression, 10 of 21
patients with  Bax(+) responded to

chemotherapy as 3 of 8 patients with Bax(-)
did (P= 0.943, Fisher exact test). In this
group of patients, we cannot find statistically
significant correlation between Bcl-2 or Bax
protein  expression and HDFL-based
chemotherapy responses.

In cell line studies, we have examined 7
human gastric cancer cell lines, including
AGS, NCI-N87, KATO-Ill, RF-1, PF-48,
SNU-1, SNU-16. All cell lines had Bax
expression, and 5 of them had Bcl-2
expression (except AGS and NCI-N87).
These two Bcl-2(-) parental gastric cancer
lines were transfected by the method of
cacium phosphate precipitation and G418
selection. The Bcl-2 cDNA sequences were
expressed by SV40 enhancer/promoter
regulatory element (pCDj-Bcl-2). Four
stably trans-fected clones AGS-3, AGS-18,
N87-5, N87-10, which had stable Bcl-2
protein overexpression, as verified by
Western blot, were selected for further study.
There were no significant differences in
growth rate and cell cycle fractions between
the parental cell lines and the Bcl-2
transfectants. The IC,, of anti-cancer drugs
was determined by MTT assay. Compared
with the parental cell lines, the Bcl-2
transfectants had 1.7- to 125-fold higher IC,
of multiple structurally unrelated chemo-
therapeutic agents, including 5-FU, cisplatin,
doxorubicin, etoposide, paclitaxel, and
docetaxel.

We concluded that (1) Bax protein is
more frequently expressed than Bc/-2 in
gastric cancer tissues; (2) athough we cannot
find dsatistically significant  correlation
between Bcl-2 or Bax protein expression and
HDFL-based chemotherapy responses, our in
vitro cell line model suggests that Bcl-2
overexpression may be a multidrug resistance
marker of gastric cancer. This in vitro
model is potentially useful for searching of
Bcl-2 modulating agents, which may help



reverse drug resistance conferred by Bcl-2
overexpression.

This study has been successfully
completed. The results will be submitted
for publication in the peer-reviewed journal
as soon as possible.
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