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ABSTRACT

INTRODUCTION

Background: Paclitaxel is a general antineoplastic
drug used against different types of experimental and
human tumors. Several anti-cancer drugs have been shown
to stimulate nitric oxide (NO) production, which has been
shown to affect many aspects of tumor biology.

In the last decade, the use of taxoid anticancer drugs against metastatic liver, breast and
ovarian cancer, as well as non-small lung cancer,
melanoma and other cancers, has been gaining
acceptance. Paclitaxel was the first among taxoids to be isolated from the bark of the Western
Pacific yew, taxus brevifolia [1,2]. Paclitaxel is
a unique cytotoxic antineoplastic drug that
results in tumor cell kill by producing excessive
polymerization of tubulin and dysfunctioctional
microtubules [3-5]. Several antineoplastic agents,
including ciplatin, hydrosxyurea, doxorubicin
and relaxin, have been shown to stimulate nitric
oxide (NO) production [6-8]. It has been demonstrated that tumor cells are susceptible to NO
cytostasis [9]. Nitric oxide may influence several
aspects of tumor biology, including modulation
of cell growth, apoptosis, differentiation, angiogenesis and metastatic capability [9]. NO performs this function through several mechanisms,
including an inhibition of DNA synthesis [10],
mitochondrial respiration [11], cytochrome p450 activity [12] and an interference with ironsulfur proteins [13].

Objective: This study was initiated to determine if
paclitaxel stimulates NO production in HebG2 cells, and
if so, whether NO interferes with the metastatic potential
of HebG2 cells and contributes to paclitaxel cytotoxicity.
In addition, we sought to determine the relationship
between NO production and the expression of epidermal
growth factor receptor (EGFR) and matrix metaloproteinases (MMPs) in HebG2 cells.
Materials and Methods: The effects of paclitaxel
(0.1-1000nM) on surviving fraction, NO production and
the expression of EGFR, MMP-2 and MMP-9 were studied
in human liver cancer cells (HebG2).
Results: Paclitaxel resulted in a significant dosedependent decrease in the surviving fraction of HebG2
cells. A 62% and 86% decrease in the surviving fraction
was attained at 10nM and 100nM paclitaxel, respectively.
Paclitaxel produced a significant increase in NO production, starting from 1nM. A 64% and 111% increase in NO
production was attained after exposure to 10nM and
100nM of paclitaxel, respectively. In all of the HebG2
cells treated with paclitaxel (1.0-1000nM) mRNA specific
for EGFR, MMP-2 and MMP-9 were undetectable. However, untreated HebG2 cells and those treated with paclitaxel (0.1nM) expressed mRNA specific for these markers.

Metaloproteinases (MMPs) enhance tumor
cell invasion by degrading extra-cellular matrix
proteins, by activating signal transduction cascades that promote motility [14] and by solubilizing extra-cellular matrix-bound growth factors
[15,16]. MMPs also regulate tumor angiogenesis
and may be required for the angiogenic switch
that occurs during neovascularization [17]. Also,
the levels of MMP-2 and MMP-9 are highly
correlated with the histological grade of malignancy [18]. The EGFR is a MW: 170.000 kdal

Conclusion: This study suggests that: (1) increased
production of NO may contribute to paclitaxel’s cytotoxicity against HebG2 cells, (2) paclitaxel may inhibit tumor
metastasis via inhibition of the expression of EGFR and
MMPs and (3) an inverse correlation exisits between NO
production and expression of EGFR and MMPs.
Key Words: Epidermal growth factor - Paclitaxel - Liver Cancer cells.
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transmembrane phosphoglycoprotein whose
over-expression has been shown to correlate
with decreased disease-free survival and increased metastatis in many tumors [19-21]. EGFR
has at least seven cognate ligands, including
EGF itself [22]. Aberrant expression of EGFR
and one or more of its ligands may result in
autocrine or paracrine activation, leading to
uncontrolled cell growth, transformation and
tumor progression [23]. Increased invasion and
metastatic potentials have been associated with
the presence of EGFR in a number of different
tumor cells [24]. It is apparent that MMPs expression in carcinomas involves complex interaction between extra-cellular matrix (ECM),
cytokines and cell surface receptors. Among
these, EGFR activation has been shown to correlate with some members of the MMP family
[25]. Although the interaction of paclitaxel with
tubulin has been well characterized, the exact
mechanism whereby paclitaxel induces its cytotoxicity and antimetastatic effect is not well
understood. Therefore, this study was initiated
with the following specific aims: (1) to determine whether paclitaxel stimulates NO production in HebG2 cells, and if so, whether NO
interferes with the metastatic potential of HebG2
cells and contribute to paclitaxel’s cytotoxicity
and (2) to determine the relationship between
NO production and the expression of EGFR
and MMPs in HebG2 cells.
MATERIAL AND METHODS
Materials: Paclitaxel (taxel 30mg vials,
Bristol-Meyer) was a generous gift from the
National Cancer Institute drug store. The HebG2
human liver cell line was obtained from the
American Type Culture Collection (Rockville,
MD, USA). RPMI medium, Fetal Calf Serum
(FCS), antibiotics for cell culture, trypsin solution and tissue culture plasticware were purchased from Costar (Milan, Italy). All other
chemicals were obtained from Sigma Chemical
Company (St. Louis, MO, USA).
Evaluation of Cellular Cytotoxicity: The
cytotoxic activity of paclitaxel against HebG2
cells was determined using SulphorhodamineB assay according to Skehan et al. [26]. In brief,
HebG2 cells were seeded into 96-well microtiter
plates at a concentration of 5 x 104 cells/well
in fresh medium and left to attach to the plate
for 24 hours. Cell were then incubated for 48
hours in the absence (control) and in the pres-

ence of paclitaxel at the noted concentrations
(0.1-1000nM). Following 48-hour exposure to
paclitaxel, cells were fixed with 50% cold TCA
for one hour, stained for 30 minutes with 0.4%
Sulphorhodamine-B and then washed with 1%
acetic acid. The plates were then air-dried and
the optical density of each well was measured
spectrophotometrically at 564nm using the
ELISA microplate reader (Meter tech. ∑ 960,
USA).
Evaluation of Nitric Oxide Production: Nitric oxide production was performed by determining the amount of nitrite, a stable end product of NO metabolism in HebG2 cell
homogenates according to Bani et al. [6]. The
cells were seeded into 6-well plates at 10 6
concentration, allowed to grow for 24 hours,
and then incubated for 48 hours in the absence
(control) and in the presence of paclitaxel at
the noted concentrations (0.1-1000nM). To
avoid interference by L-arginine contained in
FCS on NO production by the cells, the experiments were carried out with steady-state medium. At the end of the treatments, the cells were
detached from culture plates, centrifuged, resuspended in 500ul of PBS, and sonicated. The
amount of nitrite was measured spectrophotometrically by the Griess reagent. Briefly, the
samples were added to nitrate reductase (276
miliunits) and NADP+ (40uM) and then allowed
to react with Griess reagent (aqueous solution
of 1% sulfanilamide and 0.1% naphthylethylenediamine dihydrochloride in 2.5% H3PO4)
to form a stable chromophore. Absorbance was
measured at 546nm. The values were obtained
by comparison with standard concentrations of
sodium nitrite and expressed as the amount of
nitrite per mg of protein.
RNA Extraction and cDNA: Total cellular
RNA was extracted from the HebG2 cell line
by using RNA clean (AGS GmbH, Heidelberg,
Germany), according to the manufacturer’s
instructions, and dissolved in Diethyl Pyro
Carbonate (DEPC) water and stored at -70ºC
until assaying. First-strand cDNA was synthesized using M-colony murine leukemia virus
reverse transcriptase (Life Technologies, Inc).
RNA (1ug) was added to 200 units of enzyme,
2ul 10 x reaction buffer (500mM tris HCl, pH
8.3, 70mM KCl, 100mM DTT, 30mM MgCl2),
1mM deoxyribonucleoside triphosphates (Amersham Pharmacia Biotech, Piscataway, NJ,
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USA), 20 units, RNA-sin (Promega Cooperation, Madison, WI, USA), 5uM random hexamers (Roche Diagnostics, Mounheim, Germany),
and 1uM antisense primer to a final volume of
20ul. The cDNA synthesis was performed at
37ºC for 60 minutes. After heat invactivation
at 95ºC for 10 minutes, 2ul cDNA were subjected to PCR analysis.
Polymerase Chain Reaction and Gel Electrophoresis: Specific cDNA sequences were
amplified in a reaction mixture composed on
2ul cDNA, 5ul 10 x PCR buffer (100mM tris
HCl, pH 8.3, 500mM KCl, 15mM MgCl, 0.1%
gelatin), 50uM dNTPs, 400nM of each specific
sense and antisense primers and 1.5 units AmpliTaq DNA polymerase (Perkin Elmer, Warrington, UK) in a volume of 50ul. The second
round of PCR using nested primers and 1ul of
outer product was performed identically, except
that dNTP concentration was increased to
800nM. All primers were synthesized at the
Pharmacia, St. Albans, UK. The primer sequences were listed in Table (1). The cycling condition
for EGFR PCR were performed for 30 cycles
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consisting of 5 cycles of 30 seconds at 94ºC,
45 seconds at 60ºC and 45 seconds at 72ºC, and
25 cycles of 30 seconds at 94ºC, 45 seconds at
55ºC and 45 seconds at 72ºC in a GeneAmp
PCR system 9700 Perkin-Elmer. The samples
were heated for 10 minutes at 94ºC before the
first cycle. The PCR conditions for the nested
PCR reaction were similar to those for the first
round PCR with the following exceptions: (1)
Primers A and C were used for the amplification
and (2) the total number of PCR cycles were
35 (5+30 cycles). For MMP-2, 30 cycles (one
minute at 94ºC, one minute at annealing temperature 58ºC and two minutes at 72ºC for the
first cycle, 93 minute denaturation) was performed, and then all samples were incubated
for an additional four minutes at 72ºC. For
MMP-9, PCR included 35 cycles, with each
cycle consisting of 30 seconds of denaturation
at 94ºC, one minute at 68ºC and one minute at
72ºC. The RT-PCR products were analyzed in
2% agarose gels, stained with ethidium bromide.
DNA ladder (Life Technologies, USA) was used
as a size marker.

Table (1): The primer sequences used is PCR for the delection of EGFR, MMP-2 and MMP-9.
Primer

Product size

Sequence (5 - - 3 -)

EGFR

Outer 322

(A) 5-TCTCAGCAACATGTCGATGG
(B) 5-TCGCACTTCTTACACTTGCG

EGFR

Inner

(C) 5-TCACATCCATCTGGTACGTG

MMP-2

447

5-ACCTGGATGCCGTCGTGGAC
5-TGTGGCAGCACCAGGGCAGC

MMP-9

640

5-GGTCCCCCCACTGCTGGCCCTTCTACGGCC
5-GTCCTCAGGGCACTGGAGGATGTCATAGGT

RESULTS
Fig. (1) shows the percent of the surviving
fraction of HebG2 cells after 48 hours of exposure to different concentrations of paclitaxel
(0.1-1000nM). Sixty two and 86% decrease in
surviving fraction were reached at 10nM and
100nM paclitaxel, respectively.
An involvement of NO in the response of
HebG2 cells to paclitaxel was evidenced by the
determination of nitrite in the cell homogenates.
As shown in Fig. (2), paclitaxel resulted in a
significant increase in NO production, starting
from 1nM. A 64% and 111% increase in NO

production was obtained after exposure to 10nM
and 100nM of paclitaxel, respectively.
Fig. (3) shows marker expression in the
HebG2 cell line treated with paclitaxel. The
untreated HebG2 cells were taken as a positive
control for examining the expression of EGFR
by RT-PCR (Fig. 3-A), MMp-2 (Fig. 3-B), and
MMP-9 (Fig. 3-C). In all of the HebG2 cells
treated with paclitaxel (1.0-1000nM), mRNA
specific for EGFR, MMP-2 and MMP-9 were
undetected. However, HebG2 cells treated with
paclitaxel (0.1nM) expressed mRNA specific
for the previously mentioned markers.
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Fig. (1): Effects of different concentrations of paclitaxel
(0.1-1000nM) on surviving fraction of HebG2
cells. Data are presented as a mean ± SE of four
separate experiments. * indicates significant
difference from control with a p value < 0.05.
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Fig. (2): Effects of different concentrations of paclitaxel
(0.1-1000nM) on nitric oxide production in
HebG2 cells. Data presented are mean ± SE of
four separate experiments. * p value ≤ 0.05 are
considered significant.

322 bp
447 bp

Fig. (3-A): RT-PCR identified 322bp fragment of cDNA
coding. Electrophoretic gel: Lane 1 showing
1kb DNA ladder marker, Lane 2 showing
EGFR positive result for control untreated
HebG2 cells, Lanes 3-6 showing HebG2 cells
treated with paclitaxel (1000, 100, 10, 1nM,
respectively) and showing negative results,
Lane 7 showing HebG2 cells treated with
0,1nM paclitaxel and showing positive results
for EGFR.

Fig. (3-B): RT-PCR identified 447bp fragment of cDNA
coding. Electrophoretic gel: Lane 1 showing
MMP-2 positive result for control untreated
HebG2 cells, Lanes 2-5 showing HebG2 cells
treated with paclitaxel (1000, 100, 10, 1nM,
respectively) and showing negative results,
Lane 6 showing HebG2 cells treated with
0.1nM paclitaxel and showing positive results
for MMP-2.

DISCUSSION
640 bp

Fig. (3-C): RT-PCR identified 640bp fragment of cDNA
coding. Electrophoretic gel: Lane 1 showing
MMP-9 positive results for control untreated
HebG2 cells, Lanes 2-5 showing HebG2 cells
treated with paclitaxel (1000, 100, 10, 1nM,
respectively) and showing negative results,
Lane 6 showing HebG2 cells treated with
0.1nM paclitaxel and showing positive results
for MMP-9.

Data from this study demonstrate that paclitaxel stimulated NO production and decreased
the surviving fraction of HebG2 cells in a dosedependent fashion. These results suggest that
NO may contribute to paclitaxel’s anti-tumor
activity. Previous studies have reported that
many anti-cancer drugs stimulate NO production
and that their cytotoxic activity and organ toxicity are NO-dependent [6,7,8,27]. NO is a multifunctional messenger molecule derived from
the amino acid L-arginine in a reaction catalyzed
by nitric oxide synthase [28]. NO may affect
cell proliferation via non-apoptotic mechanisms,
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such as the inactivation of iron/sulfur-containing
enzymes responsible for mitochondrial respiration [9] or the inhibition of ribonucleotide reductase [29]. NO also enhances cellular oxidative
injury [30], affects drug metabolizing enzymes
[31] and inhibits P-glycoprotein function with
consequent increase in the accumulation of anticancer drugs in the tumor cells [32].
A role for the EGFR signaling pathway in
tumor cell invasion and metastasis has been
suggested in various tumor cell types [24,33].
Transmigration of ECM is considered to be
dependent on three properties: (1) matrix recognition/adhesion, (2) proteolytic ECM remodeling/degradation and (3) active movement
through the resulting defect. EGFR signaling
has been implicated in modulating cell phenotypes that control all three aspects on invasion.
In this study, we focused on proteolytic degradation, especially that mediated by MMPs. This
protease family includes collagenases, gelatinases, stromelysins, membrane type MMPs and
additional enzymes, such as matrilysin (MMP7). These enzymes differ in substrate specially,
regulation, tissue-specific expression, and the
potential interactions with additional MMP and
tissue inhibitor matrix metalloproteinase (TIMP)
family members. Differential protease production would be expected to result in different
invasion properties [24]. Our results suggest that
paclitaxel inhibits the expression of EGFR, and
hence, the expression of MMP-2 and MMP-9.
This association between EGFR signaling and
MMPs activation is consistent with the work
of Cox, et al. [34], who showed that a significant
proportion of non-small cell lung cancers coexpress MMP-9 and EGFR. There are multiple
mechanisms that may be involved in EGFRmediated MMP-2 and MMP-9 activation, including regulation of transcription, localization
of pro-MMP-9 to the leading edge of invasive
cells and proteolytic cleavage of their proenzymes [35-40]. In squamous cancer cells, EGFR
signaling promotes MMP-9 expression, via
persistent activation of the ERK pathway [41].
In this study, the observed increase in NO
production by paclitaxel was dose-dependent
(Fig. 2) and parallel to the decreased expression
of EGFR and MMPs (Fig. 3). These results
suggest that paclitaxel may inhibit the expression
of EGFR through enhancement of NO production with the consequent inhibition of MMPs
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expression and metastasis. Our results are in
close agreement with the data presented by
Dong, et al. [42], who reported that the increased
production of NO in K-1735 murine melanoma
cells decreased its metastatic potential via NOinduced vasodilatation and inhibition of platelet
aggregation with the consequent decrease in
the arrest of tumor cell emboli in capillary beds,
and hence, a decrease in metastasis. Moreover,
NO has been shown to regulate cell proliferation
and apoptosis. Our results showed that NO
production increased with the increment of
paclitaxel concentrations (Fig. 2), Silvia, et al.
[43] showed that NO inhibited DNA synthesis
by a cGMP-independent mechanism and that
the EGFR is s-nitrosylated. The inhibition of
EGFR transphosphorylation by NO was a concentration and time-dependent process, and was
inversely proportional to the half-life of NO of
the donors. NO may also directly affect the
secretion of MMP-9 and the MMP-2 activation
through enhancement of TIMP-2 secretion [44].
In conclusion, results of the present study
suggest that: (1) increased production of NO
may contribute to paclitaxel’s cytotoxicity
against HebG2 cells, (2) paclitaxel may inhibit
tumor metastasis via inhibition of the expression
of EGFR and MMPs and (3) an inverse correlation exists between NO production and expression of EGFR and MMps.
REFERENCES
1- Sarosy G, Reed E: Taxol dose intensification and its
clinical implication. J Natl Med Assoc. 1993, 85: 427431.
2- Rowinsky EK: Update on the anti-tumor activity of
paclitaxel in clinical trials. Ann Pharmacother. 1994,
28: S18-S22.
3- Mohamad F, Marchettini P, Stuart OA, Sugarbaker
PH: Pharmacokinetics and tissue distribution of intraperitoneal paclitaxel with different carrier solutions.
Cancer Chemother Pharmacol. 2003, 52: 405-410.
4- Blogsklonny MV, Schulte TW, Naugen P, Mimmanugh
EG, Trepel J, Neckers L: Taxol induction of p1/WAF1
and p53 require c-raf-1. Cancer Res. 1995, 55: 46234626.
5- Ding AH, Porteu F, Sanchez E, Nathan CF: Shared
actions of endotoxin and taxol on TNF receptors and
TNF release. Science. 1990, 248: 370-372.
6- Bani D, Masini E, Bello MG, Bigazzi M, Sacchi TB:
Relaxin activates the L-arginine-nitric oxide pathway
in human breast cancer cells. Cancer Res. 1995, 55:
5272-5275.

40

Contribution of Nitric Oxide & Epidermal Growth Factor Receptor

7- Pacelli R, Taira J, Cook JA, Wink DA, Krishna MC:
Hydroxyurea reacts with heme proteins to generate
nitric oxide. Lancet. 1996, 347: 900-906.

alpha, EGFR protein in head and neck squamous cell
carcinoma and patient survival. J Natl Cancer Inst.
1998, 90: 824-832.

8- Son K, Kim YM: In vivo cisplatin-exposed macrophages increase immunostaimulant-induced nitric oxide
synthesis for tumor cell killing. Cancer Res. 1995,
55: 5524-5527.

22- Cohen S. Isolation of mouse submaxillary gland
protein accelerating incisor eruption and eyelid opening in new-born animal. J Biol Chem. 1962, 237:
1555-1562.

9- Stuehr DF, Nathan CF: Nitric oxide: A macrophage
product responsible for cytostasis and respiratory
inhibition in tumor target cells. J Exp Med. 1989,
169: 1543-1555.

23- Eccles SA, Modjtahedi H, Box G, Court W, Sandle J,
Dean C. Significance of the C-erb family of receptor
tyrosine kinases in metastatic cancer and their potential
asargets for immunotherapy. Invasion Metastasis.
1994, 14: 337-348.

10- Pujabi CF, Laskin DL, Heek D, Laskin JD: Nitric
oxide production by murine bone marrow cells: inverse
correlation with cellular proliferation. J Immunol.
1992, 149: 2179-2184.
11- Stuehr DJ, Gross SS, Sakuma I, Levi L, Nathan CF:
Activated murine macrophages secreate a metabolite
of arginine with the bioactivity of endothelium-derived
relaxing factor and the chemical reactivity of nitric
oxide. J Exp Med. 1989, 169: 1011-1020.
12- Wink DA, Osawa Y, Darbyshire JF, Jones CR, Eshenour
SC, Nims RW. Inhibition of cytochromes P-450 by
nitric oxide and a nitric oxide-releasing agent. Arch
Biochem Biophys. 1993, 300: 115-123.
13- Reif DW, Simmons RD. Nitric oxide mediates iron
release from ferritin. Arch Biochem Biophys. 1990,
283: 537-541.
14- giannelli K. Falk-Marzillier J, Schiraldi O, StetlerStevenson W, Quaranta V. Induction of cell migration
by matrix metalloproteinase-2 cleavage of laminin5 Science. 1997, 277: 225-228.
15- McCawley LJ, Matrisian LM. Matrix metalloproteinase: They are not just for matrix anymore. Curr Opin
Cell Biol. 2001, 13: 534-540.
16- Dong J, Opresko LK, Dempsey PT, Louffemburger
DA, Coffey R, Wiley HS. Metalloproteinase-mediated
ligand release regulates autocrine signaling through
the epidermal growth factor receptor. Proc Natl Acad
Sci USA. 1999, 96: 6235-6240.
17- Bergers G, Brekken R, McMahon G, Vu TH, Itoh T,
Tamaki K, et al. Matrix metalloproteinase-9 triggers
the angiogenic switch during carcinogenesis. Nat Cell
Biol. 2000, 2: 737-744.
18- Rao JS, Steck PA, Mohanam S, Stetler-Stevenson
WG, Liotta LA, Sawaya R. Elevated levels of m(r)
92,000 type IV collogenase in human brain tumors.
Cancer Res. 1993, 53: 2208-2211.
19- Lax I, Burgess WH, Bellot F, Ullrich A, Schlessinger
J, Givol D. Localization of a major receptor-binding
domain for epidermal growth factor by affinity labeling. Mol Cell Biol. 1998, 8: 1831-3834.
20- Issing WJ, Leibich C, Wustro TP, Ullrich A. Coexpression of epidermal growth factor receptor and
TGF-alpha and survival in upper aerodigestive tract
cancer. Anticancer Res. 1996, 16: 283-288.
21- Grandis J, Melhem M, Gooding W, Day R, Holst V,
Wagener M, Drenning S, Tweardy D. Levels of TGF-

24- Damstrup L, Rude Voldborg B, Spang-Thomsen M,
Brunner N, Skovgaard-Poulsen H. In vitro invasion
of small-cell lung cancer cell lines correlates with
expression of epidermal growth factor receptor. Br J
Cancer. 1998, 78: 631-640.
25- Rosenthal EL, Johnson T, Allen E, Apel I, Puntrurieri
A, Weiss S. Role of the plasminogen activator and
matrix-metalloproteinase systems in ipidermal growth
factor and scatter factor simulated invasion of carcinoma cells. Cancer Res. 1998, 58: 5221-5230.
26- Skehan P, Storeng R, Scudeero D, Monks A, McMal
S, Vistica D. New coloremetric cytotoxicity assay for
anti-cancer drug screening. J Natl Cancer Inst. 1990,
82: 1107-1112.
27- Sayed-Ahmad MM, Khattab MM, Gad MZ, Osman
AM. Increased plasma endothelin-1 and cardiac nitric
oxide during doxorubicin-induced cardiomyopathy.
Pharmacol Toxicol. 2001, 89: 140-144.
28- Knowles RG, Moncada S. Nitric oxide synthase in
mammals. Biochem J. 1994, 298: 249-258.
29- Kwon NS, Stuehr DJ, Nathan C. Inhibition of tumor
cell ribonucleotide reductase by macrophage-derived
nitric oxide. J Exp Med. 1991, 174: 761-767.
30- Noronha-Dutra AA, Epperlein MM, Woolf N. Reaction
of mitric oxide with hydrogrn peroxide to produce
potentially cytotoxic single oxygen as a model for
nitric oxide-mediated killing. FEBS Lett. 1993, 321:
50-62.
31- Lind DS, Kontaridis MI, Edwards PD, Josephs MD,
Moldawer LL, Copeland EM. Nitric oxide contributes
to adriamycin’s anti-tumor effect. J Surgical Res.
1997, 69: 283-287.
32- Sayed-Ahmad MM, Shouman SA, Ramadan LA.
Contributin of nitric oxide in doxorubicin-related
cytoxicity in murine tumor model. J Egyptian Nat
Cancer Inst. 2002, 14: 111-116.
33- Xie H, Turner T, Wang M, Singh R, Siegal G, Wells
A. In vitro invasiveness of DU-145 human prostatic
carcinoma cells is modulated by EGF receptormediated signals. Clin Exp Metastasis. 1995, 13: 407419.
34- Cox G, Jones J, D’Byrne K. Matrix metalloproteinase9 and the epidermal growth factor signal pathway in
operble non-small cell lung cancer. Clin Cancer Res.
2000, 6: 2349-2355.

Mohamad M. Sayed-Ahmad & Mohamad A. Mohamad
35- Alper O, Bergmam-Leitner E, Bennet T, Hacker N,
Stromberg K, Stetler-Stevenson W. Epidermal growth
factor receptor signaling and invasive pheotype of
ovarian carcinoma cells. J Natl Cancer Inst. 2001, 93:
1375-1384.
36- O-charoenrat P, Rhys-Evans P, Court W, Box G, Eccles
S. iferential modulation of proliferation., matrix metalloproinase expression and invasion of human head
and neck squamous carcinoma cells by c-erb B ligands.
Clin Exp Metastasis. 1999, 17: 631-639.

41
40- McCawley L, Li S, Wattenberg E, Hudson L. Sustained
activation of the mitogen activated protein kinase
pathway: a mechanism underlying receptor tyrosine
kinase specificity for matrix metalloproteinase-9
induction and cell migration. J Biol Chem. 1999, 274:
4347-4353.
41- Simon C, Goepfert H, Boyd D. Inhibition of p38
mitogen-activated protein kinase by SB203580 blocks
PMA-induced Mr 92,000 type IV collogenase secretion
and in vitro invasion. Cancer Res. 1998, 58: 11351139.

37- O-charoenrat P, Rhys-Evans P, Modjtahedis H, Court
W, Box G, Eccles S. Overexpression of epidermal
growth factor receptor in human head and neck squamous carcinoma cell lines correlates with matrix
metalloproteinase-9 expression and in vitro invasion.
Int J Cancer. 2000, 86: 307-317.

42- Dong Z, Staroselsky AH, Qi X, Xie K, Fidler IJ.
Inverse correlation between expression of inducible
nitric oxide synthase activity and production of metastasis in K-1735 murine melanoma cells. Cancer
Res. 1994, 54: 789-793.

38- O-charoenrat P, Modjtahedi H, Rhys-Evans P, Court
W, Box G, Ecceles S. Epidermal growth factor like
ligands differentially up regulate matrix metalloproteinase-9 in head and neck squamous carcinoma cells.
Cancer Res. 2000, 60: 1121-1128.

43- Silvia H, Maria J, Carmen E, Antonis V. Inhibition of
the epidermal growth factor receptor tyrosine kinase
and EGF-dependent phosphorylation of a 58 Kda
protein in intact A431 tumor cells induced by nitric
oxide. Proceeding of the 6 th Intl Meeting on the
Biology of Nitric Oxide, Sweden, 1999.

39- Ellerbroek S, Halbleib J, Benavidez M, Warmka J,
Wattenberg E, Stack M, Hudson L. Phophotidylinositol
3 kinase activity in epidermal growth factor-simulated
matrix metalloproteinase-9 production and cell surface
association. Cancer Res. 2001, 61: 1855-1861.

44- Milind V, Ram V, Ramesh C. Inhibition of vascular
smooth muscle cell migration by eNOS gene expression: possible role of MMP-2, MMP-9 and TIMP-2
ratio. Proceedings of the 6th Int Meeting of the Biology
of Nitric Oxide, Sweden, 148, 1999.

