
Abstract. Aim: This study was conducted to explore the
relationship between different treatment-modulated EGFR
expression and gefitinib sensitivity. Materials and Methods:
Gefitinib-sensitive (A431) and -resistant (A375, MALME-3M,
and SK-MEL 5) tumour cell lines were treated with
epidermal growth factor (EGF), gefitinib or radiation in
vitro, and EGFR expression levels were measured by using
ELISA. Results: EGF, and gefitinib treatment resulted in
significantly higher levels of total and/or phosphorylated
EGFR in sensitive than in resistant tumours and this was
associated with gefitinib IC50. In contrast, radiation-
modulated EGFR expression, both total and phosphorylated,
did not correlate with the efficacy of gefitinib. Stimulation of
proliferation by EGF was significantly stronger in A431 than
in the other three lines, indicating sensitive tumours were
more EGFR-dependent than resistant tumours for cell
proliferation. Conclusion: These findings imply a potential
role of EGF- and gefitinib-modulated EGFR expression in
predicting gefitinib sensitivity. 

Gefitinib (ZD 1839; Iressa™) is an anilinoquinazoline that
inhibits the epidermal growth factor receptor (EGFR)
tyrosine kinase activity by binding the receptor at ATP site.
Antitumour activity of gefitinib has been shown in many
preclinical studies and clinical trials (1, 2). Nevertheless,
resistance to gefitinib has been seen in clinical trials where
objective response rates only reached 10%-20% in patients
with non-small cell lung cancer (NSCLC) (3, 4). In recent
years, enormous efforts have been made to identify
biomarkers that are capable of predicting the efficacy of
gefitinib and other EGFR tyrosine kinase inhibitors (TKIs).

EGFR as the targeted biomarker of gefitinib has undergone
intensive investigations. Unfortunately, there is insufficient
evidence for the use of basal EGFR expression in predicting
tumour response to gefitinib or other EGFR-TKIs (5). Wide
screening of other biomarkers has suggested a potential role
for EGFR gene copy number and EGFR mutation (6) in
predicting gefitinib sensitivity, but these findings are
controversial (5).

It is known that EGFR expression can be modulated by
various chemical (7), biological (8) or physical (9) factors.
More importantly, Van Schaeybroeck et al. demonstrated a
correlation between cisplatin- or taxol-induced EGFR
phosphorylation and the efficacy of gefitinib combined with
either of the two chemotherapeutics in NSCLC cells (10).
Ono et al. found that gefitinib sensitivity is linked to the
extent of EGF-induced down-regulation of cell surface
EGFR (11). These findings imply the feasibility of
modulating EGFR expression by different treatments and the
possibility of predicting gefitinib effectiveness by treatment-
modulated EGFR expression. The relationship between
modulated EGFR expression and gefitinib sensitivity is yet
to be elaborated, however. In this context, it is interesting to
investigate what sorts of treatments would be able to
modulate EGFR expression, to what extent modulated EGFR
expression would differ from basal EGFR expression, and
the usefulness of a link between modulated EGFR expression
and gefitinib efficacy. Such information would provide
insights into the role of treatment-modulated EGFR
expression to predict tumour response to gefitinib.

The purpose of this study was to investigate the
relationship between treatment-modulated EGFR expression
and gefitinib sensitivity by using an in vitro tumour model.
One gefitinib-sensitive cell line (A431 human epidermoid
carcinoma) (12) and three gefitinib-resistant lines (A375,
MALME-3M and SK-MEL 5 human melanoma) were
treated with EGFR-related factors (EGF as EGFR agonist
and gefitinib as EGFR antagonist) or an EGFR non-related
factor (radiation), and correlation between EGFR
responsiveness to treatment and antitumour activity of
gefitinib were analysed. The proliferative effect of EGF on
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the tumour cells was also assessed. These data demonstrated
that gefitinib sensitivity was associated with EGF- and
gefitinib- but not radiation-modulated EGFR expression,
which was determined by the tumour’s dependence on the
EGFR system for proliferation and survival. 

Materials and Methods

Cell culture. The A431 cells (ATCC, Rockville, MD, USA) were
cultured in DMEM with 4 mM L-glutamine, and A375 (ATCC),
MALME-3M and SK-MEL 5 cells (National Cancer Institute at
Frederick, USA) in RPMI-1640 medium with 2 mM L-glutamine.
All media were supplemented with 10% GIBCO foetal bovine
serum (Invitrogen Australia, Mount Waverley, VIC, Australia),
penicillin (100 IU/ml) and streptomycin (100 μg/ml) (Sigma-
Aldrich, Castle Hills, NSW, Australia). Cells were incubated at 37˚C
in a humidified incubator with 5% CO2-95% air supply. In all
experiments, cells were seeded in 96-well microplates at a
concentration of 1,000 to 6,000 cells/200 μl/well, to ensure
exponential growth of cells throughout the whole experiment. The
media were refreshed every 2-3 days unless stated otherwise. The
cell passage number was less than ten for each experiment.

Antitumour effects of gefitinib. Gefitinib [Parling (Shanghai)
PharmaTech, Baoshan, Shanghai, P.R. China] was first dissolved in
dimethylsulfoxide (DMSO) and then diluted in culture media to make
up a range of concentrations (0, 0.1, 0.3, 1, 3, 10, and 30 μM) which
equally contained 1% DMSO (v/v). At approximately 48 h after cell
seeding, the cells were exposed to one of the drug concentrations for
48 h. The position of cell lines and drug concentrations in each
microplate was randomised. Cell survival was determined by using
the crystal violet cell staining method and materials provided in the
FACE™ EGFR ELISA kits (Active Motif, Carlsbad, CA, USA). In
brief, at the end of drug treatment, cells were fixed with neutral
buffered 10% formalin solution (100 μl/well) and stored at 4˚C
overnight or longer. On the day of assay, the microplates were washed
with wash buffer and then PBS. Cells were stained via incubation
with crystal violet solution (100 μl/well) at room temperature (RT)
for 30 min. After removing the crystal violet solution and washing
three times with PBS, the cells were incubated with 1% SDS solution
(100 μl/well) on a shaker at RT for 1 h. Absorbance was read on a
VersaMax microplate reader (Molecular Devices, Sunnyvale, CA,
USA) at 595 nm. The IC50 for gefitinib was calculated from the
sigmoidal dose-response curve in which the concentration that
inhibited 50% cell growth was determined.

Cell treatments. (a) EGF. At approximately 72 h post cell seeding,
the culture media were replaced with serum-free media. Twenty-four
hours later, the media were changed into recombinant human EGF
(Invitrogen Australia) solutions in serum-free media (0 or 100 ng/ml)
and incubated with the cells for 5 min. The procedures for baseline
groups were identical to those for the EGF groups, except that
normal culture media were in use throughout the whole experiment. 

(b) Gefitinib. After seeding in microplates for approximately 48 h,
cells were incubated with gefitinib solutions (0 or 10 μM) for 48 h. 

(c) Radiation. Approximately 24 h post cell seeding, cells received
a dose of radiation (0 or 8 Gy at a dose rate of 0.34 Gy/min) using a
60Co irradiator, and then incubated as usual for 72 h. For all
experimental groups, after the aforementioned treatments, the media

or drug solutions were removed and the cells were fixed with neutral
buffered 10% formalin (100 μl/well) and stored at 4˚C overnight or
longer for EGFR assay (see EGFR assay below) or cell survival
assay (see Antitumour effects of gefitinib above). 

EGFR assay. Total EGFR (t-EGFR) and phosphorylated EGFR (p-
EGFR, represented by p-Y845 and p-Y992) expression levels were
determined by using the FACE™ EGFR ELISA kits, according to the
manufacturer’s instructions. In brief, after removing the formalin
solution, microplates were washed with wash buffer or PBS before and
after each manipulation. At RT, cells were incubated with quenching
buffer for 20 min first and then with antibody blocking buffer for 1 h.
After adding antibody against t-EGFR, p-Y845, and p-Y992, the
microplates were sealed with sealing tape and Parafilm and stored at
4˚C. The following day, at RT, the samples were first incubated with
HRP-conjugated secondary antibody for 1 h and then with developing
buffer for 2.5 min, finally by the addition of stop buffer. Absorbance
was read on a VersaMax microplate reader at 450 nm. After reading,
cell density was determined by using the crystal violet staining method
described above, in which the absorbance was read at 595 nm. The
measured EGFR expression (OD450 nm) was corrected for cell density
by using the equation: Corrected EGFR=OD450 nm/OD595 nm.

EGF effects on cell proliferation. Approximately 24 h post cell
seeding, the normal culture media were replaced with different
concentrations of EGF in serum-free media (0, 1, 3 and 30 ng/ml).
After 72 h incubation, the EGF solutions were removed and cell
proliferation was determined by using the crystal violet staining
method as described above. 

Statistical analysis. Differences among the four cell lines were
determined by using post hoc Dunnett’s test, following a significant
effect in one-way ANOVA. Gefitinib effect and EGFR expression
level were regarded correlative, provided that the two sets of data
presented a same or opposite trend in difference between sensitive
and resistant cell lines and the difference had reached a statistically
significant level. The criterion for statistical significance was set at
p<0.05. Data were expressed as mean±standard error of the mean.
All statistical analyses were conducted with the SigmaStat 2.03
software package (SPSS Inc., Chicago, IL, USA). 

Results 

Antitumour effects of gefitinib. The dose–response curves for
gefitinib displayed a clear dose- and cell line-dependence of
the tumour responses. Compared to the melanoma cell lines,
A431 line was much more susceptible to gefitinib at lower
to medium concentrations (0.1-10 μM), albeit the maximum
concentration effect (30 μM) was similar among all cell lines
where the cell survival rates ranged from 1.3±0.7 to
5.1±0.6% relative to Control (Figure 1A). The IC50s for
gefitinib were 0.3±0.1, 14.6±0.4, 17.8±0.6 and 13.3±1.2 μM
for A431, A375, MALME-3M and SK-MEL 5, respectively
(Figure 1B), where the value for A431 was significantly
lower than those for the three melanoma lines (all p<0.05).
According to the conventional criteria for gefitinib sensitivity
(13), A431 was highly sensitive to the drug (IC50<1 μM)
while the three melanoma lines were resistant (IC50>10 μM). 
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EGFR expression. Under baseline conditions, EGFR
expression levels were variable among the four tumour cell
lines. Compared to the A431 line, the t-EGFR levels of A375
and SK-MEL 5 were significantly lower (both p<0.05), the
p-Y845 level of MALME-3M was significantly higher
(p<0.05), while the p-Y992 levels of all three melanoma lines
were not significantly different (Figure 2A). Five-minute
stimulation with EGF (100 ng/ml) did not cause significant
changes in t-EGFR expression among the four cell lines. In
contrast, the same treatment resulted in a distinct difference in
p-EGFR responsiveness, in which the p-Y845 and p-Y992
levels of A431 were significantly higher than the melanoma
lines (all p<0.05) (Figure 2B). After incubation with gefitinib
(10 μM) for 48 h, the expression levels of t-EGFR, p-Y845
and p-Y992 in A431 cells were unanimously and significantly
higher than those in the three melanoma lines (all p<0.05)
(Figure 2C). On the contrary, irradiation (8 Gy) of the cells
failed to produce a superiority for A431 unanimously over the
melanoma lines in t-EGFR and p-EGFR expression, in spite
of the significantly lower levels of p-Y845 and p-Y992 in the
MALME-3M line (Figure 2D). 

Correlation between gefitinib effect and basal or modulated
EGFR expression. Given that the gefitinib IC50 of A431 was
significantly and unanimously lower than the melanoma lines
(Figure 1B), EGFR expressions which displayed a significant
and corresponding difference between the two cohorts were
deemed correlative to gefitinib sensitivity. Under baseline
conditions, neither t-EGFR nor p-EGFR expression of the
three melanoma lines was unanimously higher or lower than
the A431 line. Therefore, the basal EGFR expression did not
seem to be associated with the effectiveness of gefitinib. The
same was for EGF-modulated t-EGFR expression, in which
no significant difference was seen among the four tumour
lines. Interestingly, EGF-modulated p-Y845 and p-Y992
expression in A431 was superior to every melanoma line and
sustained a positive correlation between these two EGFR
measurements and efficacy of gefitinib. This indicates that the
higher the p-EGFR levels induced by EGF, the more sensitive
to gefitinib the tumours will be. In a similar pattern, gefitinib
treatment resulted in significantly higher levels of t-EGFR, p-
Y845 and p-Y992 in A431 compared to each of the
melanoma lines, supporting a positive correlation between
gefitinib-modulated t-EGFR/p-EGFR expression and tumour
sensitivity to the drug. On the other hand, there was no
significant and unanimous difference between A431 and the
melanoma lines in radiation-modulated t-EGFR, p-Y845 and
p-Y992 expression, thus ruling out a correlation of gefitinib
sensitivity with these modulated EGFR expressions.

EGF effects on cell proliferation. As shown in Figure 3, EGF
exerted opposite influences on cell proliferation between the
A431 and the melanoma lines. In a dose-dependent manner,

EGF significantly increased cell growth in the former and
markedly reduced cell proliferation in the latter (all p<0.05).
Compared to the A431, cell proliferation levels were
significantly lower in all melanoma lines at the two higher
EGF doses of 3 and 30 ng/ml (all p<0.05) and was so in the
A375 only at the lowest dose of 1 ng/ml (p<0.05). The data
suggest that the A431 is much more dependent on the EGFR
system for cell proliferation than the melanoma lines. The
EGF proliferative effect was closely associated with the
antitumour effect of gefitinib (Figure 1B), with EGF-
modulated p-Y845 and p-Y992 expression (Figure 2B), and
with gefitinib-modulated t-EGFR, p-Y845 and p-Y992
expression (Figure 2C).
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Figure 1. Antitumour effects of gefitinib in A431, A375, MALME-3M
and SK-MEL 5 tumour cell lines. A: Dose–response curves. B: IC50s
for gefitinib. Tumour cells were exposed to different concentrations of
gefitinib (0, 0.1, 0.3, 1, 3, 10 and 30 μM) for 48 h, and cell survival was
determined by using the crystal violet staining method. Each symbol
or column plus error bar respectively represents group mean or group
mean±SEM (N=10 from 5 experiments). *p<0.05, compared to the A431
group (post hoc Dunnett’s test).



Discussion

Consistent with previous reports (14, 15), the present study
demonstrated gefitinib sensitivity in A431 cells and gefitinib
resistance in the three melanoma lines (Figure 1). The A431

cells were positive for EGFR expression, as known in the
literature (12, 14). For the melanoma cells, variation in the
basal EGFR expression (Figure 2A) is reminiscent of a study
by de Wit et al. (16) that displayed heterogeneity in EGFR
expression among six human melanoma cell lines. It was
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Figure 2. Total EGFR (t-EGFR) and phosphorylated EGFR (p-Y845 and p-Y992) expression in A431, A375, MALME-3M and SK-MEL 5 tumour
cells: (A) baseline, (B) modulated by EGF (100 ng/ml), (C) modulated by gefitinib (10 μM), (D) modulated by radiation (8 Gy). See Materials and
Methods for procedure details. Each column and error bar represents mean±SEM (N=4 from 2 experiments). *p<0.05 compared to the A431 group
(post hoc Dunnett’s test).



previously demonstrated that short-time (10 min to 1 h) EGF
stimulation of A431 cells causes an increase in p-EGFR
expression but no significant change in t-EGFR expression (7).
Similar EGFR responsiveness in A431 cells was observed in
the present study when EGF stimulation was applied for 5
min. The necessity of a longer interval for synthesis of new
EGFR protein might explain the ineffectiveness of rapid EGF
stimulation on t-EGFR expression. The effect of EGF on
melanoma EGFR expression was tested for the first time in
the present study and no significant change was detected in
either t-EGFR or p-EGFR (Figure 2B).

Discrepancies in EGFR responsiveness to gefitinib have
been seen in the literature. In a phase II trial on head and
neck squamous cell carcinoma (HNSCC), Cohen et al.
reported that 50% patients were EGFR-positive prior to
gefitinib treatment, while they were 100% positive after 7-

week gefitinib treatment (oral 500 mg/d) (17). By incubating
HNSCC cells with gefitinib (1 and 10 μM) for 4 h, Pernas
et al. failed to demonstrate any significant changes in 
t-EGFR and p-EGFR expression (18). After 24 h exposure
of NSCLC cells to gefitinib (1 μM), Helfrich et al. observed
a significant decrease in p-EGFR expression in gefitinib-
sensitive but not in -resistant cell lines, in addition to no
significant t-EGFR changes in all cell lines (19). In contrast,
data of the present study showed that gefitinib treatment 
(10 μM for 48 h) resulted in significantly higher levels of 
t-EGFR and p-EGFR in the sensitive cell line (A431) than
in the drug-resistant melanoma lines (Figure 2C). To verify
the results, in a separate experiment a range of gefitinib
concentrations (0.1-10 μM) were applied to cells, and the
differences between A431 and the melanoma lines were
reproduced in a dose-dependent style (data not shown). It is
important to notice the variances in methodology among the
studies mentioned above, such as cell lines, gefitinib dosage,
time course, tissue processing procedures, EGFR detecting
technique etc. Differences in these experimental parameters
may contribute to the disparities in gefitinib-induced EGFR
responses. Moreover, data of the present study showed that 
8 Gy of irradiation caused significant increases in t-EGFR
and p-EGFR expression in A431 and A375 cells and slight
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Figure 3. Effects of EGF on proliferation of A431, A375, MALME-3M
and SK-MEL 5 tumour cells. Serum-starved tumour cells were incubated
with EGF (0, 1, 3 and 30 ng/ml) for 72 h, and cell proliferation was
determined by using the crystal violet staining method. Each column
and error bar represents the mean±SEM (N=8 from 2 experiments).
*p<0.05, compared to the A431 group (post hoc Dunnett’s test).

Figure 4. Hypothesis of how treatment-modulated EGFR expression
correlates to gefitinib sensitivity. From this study, tumour cells were be
divided into two categories, EGFR-dependent (e.g. the A431 line) and
EGFR-non-dependent (e.g. the melanoma lines), upon their dependence
on the EGFR system for proliferation. The former was more sensitive to
the antitumour effects of gefitinib than the latter. In parallel, when
treated with EGFR-related factors (e.g. EGF and gefitinib), t-EGFR
and/or p-EGFR responsiveness of the EGFR-dependent cells was
stronger than the non-dependent cells. In contrast, when treated with
EGFR non-related factors (e.g. radiation), the EGFR responsiveness
was overlapped between these two different categories of cells.
Therefore, it might infer that dependence on the EGFR system for cell
proliferation or survival determines the correlative relationship between
treatment-modulated EGFR expression and gefitinib effectiveness. 



but insignificant increases in MALME-3M and SK-MEL 5
cells (Figure 2D). These results extend the previous findings
by Schmidt-Ullrich et al. (20) and Kraehn et al. (21).

The most interesting finding of the present study was on the
relationship between treatment-modulated EGFR expression
and gefitinib sensitivity. These two variables correlated with
each other in a treatment agent-dependent style. EGF is an
endogenous EGFR-binding ligand with high affinity to the
EGFR (22), and gefitinib is a selective inhibitor of the EGFR
tyrosine kinase (2). Both are EGFR-related agents. EGF
stimulation induced significantly higher levels of p-Y845 and
p-Y992 in the gefitinib-sensitive line, A431, than in the
melanoma lines that were gefitinib-resistant (Figure 2B).
Similarly, gefitinib treatment increased the expression levels of
t-EGFR, p-Y845 and p-Y992 in A431 cells, which were
significantly higher than their counterparts in the melanoma
lines (Figure 2C). These modulated EGFR responses were
closely associated with the effectiveness of gefitinib, i.e. the
stronger the EGFR responsiveness, the more sensitive to the
drug the cells are. On the other hand, as a physical agent
without direct action on EGFR, radiation caused significant up-
regulation of t-EGFR and p-Y845 and p-Y992 in A431 cells
and one of the melanoma lines (A375) without significant
changes in the other two melanoma lines (MALME-3M and
SK-MEL 5) (Figure 2D). Therefore, radiation-modulated
EGFR expression was not associated with gefitinib sensitivity.
Besides, the baseline t-EGFR, p-Y845 and p-Y992 levels of
A431 did not unanimously and significantly differ from the
melanoma lines (Figure 2A) and thus failed to correlate with
gefitinib efficacy among the four cell lines. This is in
agreement with findings in previous studies (5, 11). 

The positive correlation between EGF-, and gefitinib-
modulated EGFR expression and gefitinib sensitivity implies
potential of the EGFR responsiveness as a predictive factor of
tumour sensitivity to the EGFR-TKI. At present, there is still
a lack of clinically validated biomarkers predicting the
effectiveness of gefitinib (5). EGFR gene copy number and
mutation have been suggestive of potential predictive
biomarkers (6), but detection of these biomarkers involves
invasive specimen collection and labour-intensive laboratory
operation. In vivo t-EGFR and p-EGFR are detectable by PET
imaging with radiolabelled molecules (23, 24) which is a non-
invasive and convenient tumour monitoring technique.
Therefore, EGF- or gefitinib-modulated EGFR expression is
believed to be superior to EGFR gene copy and mutation as a
predictive factor of gefitinib sensitivity. In particular, EGF-
induced changes in p-EGFR expression take place in minutes
and do not involve alteration of tumour mass. In addition, oral
and intravenous administration of EGF is reportedly safe and
effective in the clinical treatment of gastrointestinal ulcers (25,
26). The potential of EGF-modulated p-EGFR expression in
predicting gefitinib effectiveness is worthy of further
investigation. 

The fact, that gefitinib sensitivity was associated with
EGFR responsiveness to EGFR-related agents (i.e. EGF and
gefitinib) but not to an EGFR-non-related agent (i.e. radiation),
supposes EGFR dependence may be an important mechanism
that determines the correlative relationship between gefitinib
action and EGFR response. To verify this assumption, this
study investigated the effect of EGF on cell proliferation in the
four cell lines. The results showed that EGF increased
proliferation of gefitinib-sensitive cells (A431) and inhibited
growth of gefitinib-resistant cells (the three melanoma lines)
(Figure 3), indicating the former more depends on the EGFR
system for proliferation than the latter. EGFR is known to play
an important role in mediation of cell proliferation and
survival in tumours (27). However, this role of EGFR could
be played down due to other possible mechanisms such as
gene mutations that interfere with drug binding, oncogenic
pathways driven by other receptor tyrosine kinases, or EGFR-
independent activity of downstream signalling molecules (28).
Previous studies have proposed that the weight of dependence
on the EGFR system for cell survival determines tumour
sensitivity to gefitinib (11, 29). By providing new evidence,
the present study substantiated this notion. It is thus rational
to hypothesise that dependence on EGFR for cell proliferation
and/or survival is a common mechanism that links treatment-
modulated EGFR expression to gefitinib sensitivity. The
hypothesis is illustrated in Figure 4.

In conclusion, the results of this study revealed a positive
correlation between gefitinib sensitivity and EGF-, and gefitinib-
modulated EGFR expression, suggestive of a potential role of
the modulated EGFR expression in predicting gefitinib
effectiveness. These data also demonstrated that the proliferative
effect of EGF was correlated with both gefitinib sensitivity and
EGF-, and gefitinib-modulated EGFR expression. This indicates
that the relationship between gefitinib effect and treatment-
modulated EGFR expression is determined by a tumour’s
dependence on the EGFR system for cell proliferation and
survival.

References

1 Ciardiello F: Epidermal growth factor receptor tyrosine kinase
inhibitors as anticancer agents. Drugs 60(Suppl 1): 25-32;
discussion 41-22, 2000.

2 Ranson M: ZD1839 (Iressa™): for more than just non-small cell
lung cancer. Oncologist 7(Suppl 4): 16-24, 2002.

3 Cohen MH, Williams GA, Sridhara R, Chen G, McGuinn WD,
Jr., Morse D, Abraham S, Rahman A, Liang C, Lostritto R, Baird
A and Pazdur R: United States Food and Drug Administration
Drug Approval summary: Gefitinib (ZD1839; Iressa™) tablets.
Clin Cancer Res 10: 1212-1218, 2004.

4 Fukuoka M, Yano S, Giaccone G, Tamura T, Nakagawa K,
Douillard JY, Nishiwaki Y, Vansteenkiste J, Kudoh S, Rischin D,
Eek R, Horai T, Noda K, Takata I, Smit E, Averbuch S, Macleod
A, Feyereislova A, Dong RP and Baselga J: Multi-institutional
randomized phase II trial of gefitinib for previously treated

ANTICANCER RESEARCH 30: 4899-4906 (2010)

4904



patients with advanced non-small cell lung cancer (The IDEAL
1 Trial) [corrected]. J Clin Oncol 21: 2237-2246, 2003.

5 Le Tourneau C, Vidal L and Siu LL: Progress and challenges in
the identification of biomarkers for EGFR and VEGFR targeting
anticancer agents. Drug Resist Updat 11: 99-109, 2008.

6 Takano T, Ohe Y, Sakamoto H, Tsuta K, Matsuno Y, Tateishi U,
Yamamoto S, Nokihara H, Yamamoto N, Sekine I, Kunitoh H,
Shibata T, Sakiyama T, Yoshida T and Tamura T: Epidermal
growth factor receptor gene mutations and increased copy
numbers predict gefitinib sensitivity in patients with recurrent
non-small cell lung cancer. J Clin Oncol 23: 6829-6837, 2005.

7 Song JY, Lee SW, Hong JP, Chang SE, Choe H and Choi J:
Epidermal growth factor competes with EGF receptor inhibitors
to induce cell death in EGFR-overexpressing tumor cells. Cancer
Lett 283: 135-142, 2009.

8 Fairley JA, Baillie J, Bain M and Sinclair JH: Human
cytomegalovirus infection inhibits epidermal growth factor
(EGF) signalling by targeting EGF receptors. J Gen Virol 83:
2803-2810, 2002.

9 Eicheler W, Krause M, Hessel F, Zips D and Baumann M:
Kinetics of EGFR expression during fractionated irradiation
varies between different human squamous cell carcinoma lines
in nude mice. Radiother Oncol 76: 151-156, 2005.

10 Van Schaeybroeck S, Kyula J, Kelly DM, Karaiskou-McCaul A,
Stokesberry SA, Van Cutsem E, Longley DB and Johnston PG:
Chemotherapy-induced epidermal growth factor receptor activation
determines response to combined gefitinib/chemotherapy treatment
in non-small cell lung cancer cells. Mol Cancer Ther 5: 1154-1165,
2006.

11 Ono M, Hirata A, Kometani T, Miyagawa M, Ueda S, Kinoshita H,
Fujii T and Kuwano M: Sensitivity to gefitinib (Iressa™, ZD1839)
in non-small cell lung cancer cell lines correlates with dependence
on the epidermal growth factor (EGF) receptor/extracellular signal-
regulated kinase 1/2 and EGF receptor/Akt pathway for
proliferation. Mol Cancer Ther 3: 465-472, 2004.

12 Matar P, Rojo F, Cassia R, Moreno-Bueno G, Di Cosimo S,
Tabernero J, Guzman M, Rodriguez S, Arribas J, Palacios J and
Baselga J: Combined epidermal growth factor receptor targeting with
the tyrosine kinase inhibitor gefitinib (ZD1839) and the monoclonal
antibody cetuximab (IMC-C225): superiority over single-agent
receptor targeting. Clin Cancer Res 10: 6487-6501, 2004.

13 Noro R, Gemma A, Kosaihira S, Kokubo Y, Chen M, Seike M,
Kataoka K, Matsuda K, Okano T, Minegishi Y, Yoshimura A and
Kudoh S: Gefitinib (Iressa™) sensitive lung cancer cell lines
show phosphorylation of Akt without ligand stimulation. BMC
Cancer 6: 277, 2006.

14 Janmaat ML, Kruyt FA, Rodriguez JA and Giaccone G:
Response to epidermal growth factor receptor inhibitors in non-
small cell lung cancer cells: limited antiproliferative effects and
absence of apoptosis associated with persistent activity of
extracellular signal-regulated kinase or Akt kinase pathways.
Clin Cancer Res 9: 2316-2326, 2003.

15 Coss RA, Leeper DB, Storck CW, Burd RM, Wachsberger PR
and Dicker AP: The epidermal growth factor receptor inhibitor
gefitinib (Iressa™, ZD 1839) sensitizes human melanoma cells
to hyperthermia. Int J Radiat Oncol Biol Phys 57: S352, 2003.

16 de Wit PE, Moretti S, Koenders PG, Weterman MA, van Muijen
GN, Gianotti B and Ruiter DJ: Increasing epidermal growth
factor receptor expression in human melanocytic tumor
progression. J Invest Dermatol 99: 168-173, 1992.

17 Cohen EE, Rosen F, Stadler WM, Recant W, Stenson K, Huo D
and Vokes EE: Phase II trial of ZD1839 in recurrent or
metastatic squamous cell carcinoma of the head and neck. J Clin
Oncol 21: 1980-1987, 2003.

18 Pernas FG, Allen CT, Winters ME, Yan B, Friedman J, Dabir B,
Saigal K, Mundinger GS, Xu X, Morris JC, Calvo KR, Van Waes
C and Chen Z: Proteomic signatures of epidermal growth factor
receptor and survival signal pathways correspond to gefitinib
sensitivity in head and neck cancer. Clin Cancer Res 15: 2361-
2372, 2009.

19 Helfrich BA, Raben D, Varella-Garcia M, Gustafson D, Chan
DC, Bemis L, Coldren C, Baron A, Zeng C, Franklin WA,
Hirsch FR, Gazdar A, Minna J and Bunn PA Jr.: Antitumor
activity of the epidermal growth factor receptor (EGFR) tyrosine
kinase inhibitor gefitinib (ZD1839, Iressa™) in non-small cell
lung cancer cell lines correlates with gene copy number and
EGFR mutations but not EGFR protein levels. Clin Cancer Res
12: 7117-7125, 2006.

20 Schmidt-Ullrich RK, Valerie K, Fogleman PB and Walters J:
Radiation-induced autophosphorylation of epidermal growth
factor receptor in human malignant mammary and squamous
epithelial cells. Radiat Res 145: 81-85, 1996.

21 Kraehn G, Greulich K, Schartl M, Kind P and Peter RU: Effect
of ionizing radiation on receptor tyrosine kinases and p16
expression in human malignant melanoma cell lines. Int J Radiat
Oncol Biol Phys 36(Suppl 1): 371, 1996.

22 Harris RC, Chung E and Coffey RJ: EGF receptor ligands. Exp
Cell Res 284: 2-13, 2003.

23 Pal A, Glekas A, Doubrovin M, Balatoni J, Namavari M,
Beresten T, Maxwell D, Soghomonyan S, Shavrin A, Ageyeva
L, Finn R, Larson SM, Bornmann W and Gelovani JG:
Molecular imaging of EGFR kinase activity in tumors with 
124I-labeled small molecular tracer and positron-emission
tomography. Mol Imaging Biol 8: 262-277, 2006.

24 Shokeen M and Anderson CJ: Molecular imaging of cancer with
copper-64 radiopharmaceuticals and positron emission
tomography (PET). Acc Chem Res 42: 832-841, 2009.

25 Haedo W, Gonzalez T, Mas JA, Franco S, Gra B, Soto G, Alonso
A and Lopez-Saura P: Oral human recombinant epidermal
growth factor in the treatment of patients with duodenal ulcer.
Rev Esp Enferm Dig 88: 409-418, 1996.

26 Itoh M and Matsuo Y: Gastric ulcer treatment with intravenous
human epidermal growth factor: a double-blind controlled
clinical study. J Gastroenterol Hepatol 9(Suppl 1): S78-83, 1994.

27 Harari PM: Epidermal growth factor receptor inhibition
strategies in oncology. Endocr Relat Cancer 11: 689-708, 2004.

28 Gerber DE: EGFR inhibition in the treatment of non-small cell
lung cancer. Drug Dev Res 69: 359-372, 2008.

29 Erjala K, Sundvall M, Junttila TT, Zhang N, Savisalo M, Mali
P, Kulmala J, Pulkkinen J, Grenman R and Elenius K: Signaling
via ErbB2 and ErbB3 associates with resistance and epidermal
growth factor receptor (EGFR) amplification with sensitivity to
EGFR inhibitor gefitinib in head and neck squamous cell
carcinoma cells. Clin Cancer Res 12: 4103-4111, 2006.

Received September 29, 2010
Revised October 22, 2010

Accepted October 25, 2010

Lin et al: Modulated EGFR Expression and Gefitinib Sensitivity

4905


