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ABSTRACT: Cyclooxygenase (COX)-2 is implicated in the oncogenesis of many cancers, and

COX-2 inhibitors are effective in preventing the development of tumours, such as in colon cancer.

Its expression is increased in nonsmall cell lung cancer and is associated with poor prognosis.

The present study assessed COX-2 expression in normal bronchial epithelium, as well as in all the

putative precursors of squamous cell carcinomas.

COX-2 expression was studied by immunohistochemistry in 106 biopsies collected during

autofluorescence bronchoscopy in consecutive patients at high-risk for lung cancer.

All biopsies corresponding to normal epithelium or low-grade lesions (lesions up to moderate

dysplasia) did not show increased COX-2 expression. Lesions were positive for COX-2 in eight out

of 14 severe dysplasia patients, eight out of 14 in situ carcinomas and five out of eight invasive

carcinomas. A strong statistically significant difference in COX-2 expression was found between

normal epithelium or low-grade lesions and high-grade lesions (severe dysplasia or worse). The

positive and negative predictive values of COX-2 expression for high-grade lesion were 100% and

82.35%, respectively.

In conclusion, bronchial precursors of squamous cell carcinoma showed increased

cyclooxygenase-2 expression and were segregated into low- versus high-grade with a high

positive predictive value. Thus, cyclooxygenase-2 appears as a potential early marker of

squamous cell carcinoma.

KEYWORDS: Carcinogenesis, chemoprevention, cyclooxygenase-2, lung cancer, pre-malignant

lesion, tumour markers

L
ung cancer is the most common cause of
cancer deaths in the Western world, and
accounts for more deaths than prostate,

breast and colorectal cancers combined [1]. The
prognosis for nonsmall cell lung cancer (NSCLC)
has not improved significantly, with a 5-yr
survival rate still of ,10%. This poor prognosis
for lung cancer is mainly due to the diagnosis of a
large majority of NSCLC at locally advanced or
metastatic stages combined with a lack of
effective, innovative and targeted treatment pro-
tocols. Understanding the molecular mechanisms
that underlie the pathogenesis of lung cancer
should open up new opportunities for the
development of innovative NSCLC therapies.
Recently, attention has focused on the role of
prostaglandins and cyclooxygenase (COX) in
cancer after the discovery that colonic polyps in
patients with familial adenomatous polyposis
(FAP) are decreased by the administration of
nonsteroidal anti-inflammatory drugs [2]. COX is
a key enzyme in the conversion of arachidonic
acid to prostaglandin and exists as two isoforms,
COX-1 and COX-2 [3]. COX-2 is a highly

inducible gene, activated by cytokines, growth
factors, phorbol esters, oncogenes and
chemical carcinogens [3]. The overexpression of
COX-2 has been reported in a wide variety of
malignant human tumours. Thus, the availability
of COX-2 inhibitors offers the potential for
targeted cancer therapy or chemoprevention,
with celecoxib already shown to significantly
reduce the number of colorectal polyps in
patients with FAP [4].

In NSCLC, an increase in COX-2 expression has
been detected in adenocarcinomas (ADC) and
squamous cell carcinomas (SQCC) [5–7] in
comparison with normal lung tissue; however,
higher levels were observed in ADC relative to
SQCC. In addition, COX-2 expression was shown
to be a negative prognostic factor for the survival
of patients with NSCLC [8, 9]. COX-2 expression
was also found to be increased in atypical
adenomatous hyperplasia, a possible precursor
of ADC [6, 7, 10, 11], but to the current authors’
knowledge, it has never been studied in pre-
neoplastic lesions presumed to precede SQCC.
COX-2 inhibitors are currently being tested in
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ongoing phase II studies for the chemoprevention of NSCLC,
based on pre-clinical studies in mice [12, 13]. In the present
study, COX-2 expression was examined in all types of
bronchial precursor lesions from SQCC using immunohisto-
chemistry (IHC) to determine whether COX-2 expression
increases during SQCC carcinogenesis and, if so, when it
occurs.

MATERIALS AND METHODS
Study population
Eligible patients had a minimum smoking exposure of 30 pack-
yrs and/or a history of lung or head and neck cancer. Laser-
induced fluorescence bronchoscopy was performed under
local anaesthetic, and any area that appeared as abnormal by
fluorescence was biopsied [14]. Only 14 in situ carcinoma (CIS)
were obtained, which was the rarest precursor in the cohort,
leading to a parallel analysis of 14 samples of each histological
type (normal (Nl), hyperplasia (H), metaplasia (M), mild
dysplasia (MiD), moderate dysplasia (MoD), severe dysplasia
(SD), and CIS). Eight biopsies from invasive carcinoma (IC)
that was diagnosed during fluorescence bronchoscopy were
also analysed. In total, 106 consecutively eligible biopsies from
106 different patients, collected between February 1996 and
November 2002 were reviewed. Only the most severe lesion
found in an individual patient was evaluated and each patient
was included in the study only once. All 106 eligible patients
provided sufficiently large biopsies for an evaluation of COX-2
expression. There were 19 females and 87 males with a median
age of 63 yrs (range: 38–92 yrs). A total of 42 patients were
current smokers, 62 former smokers, and for two, their
smoking habits were unknown. The patients had smoked a
median of 50 pack-yrs of tobacco (range 19–134 yrs). The
bronchoscopic procedure was performed on 18 patients for
lung cancer detection, 19 as pre-operative work-up for
bronchial (10) or head and neck (9) cancer, 45 for follow-up
of a previously treated lung cancer, 22 for follow-up of CIS and
two for other reasons.

Sample preparation and selection
All biopsies were routinely fixed for 3 h (minimum) to 10 h
(maximum), in 10% neutral buffered formalin immediately
following the bronchoscopy and subsequently embedded in
paraffin. From each paraffin-embedded tissue blocks, 4 mm
sections were cut and deposited on SuperFrost Plus Slides
(Menzel-Gläser, Braunschwein, Germany). All of the
haematoxylin- and eosin- stained lesions were classified by a
pathologist using the 1999 histological World Health
Organization (WHO)/International Association for the Study
of Lung Cancer (IASLC) classification [15] into: Nl, H, M, MiD,
MoD, SD, CIS and IC.

Immunohistochemistry for COX-2
All reagents were of analytical quality and did not require
further purification. Methanol, citric acid, sodium citrate,
tris(hydroxymethyl)aminomethane (TRIS) and chloridric acid
were purchased from Merck (Darmstad, Germany).

IHC was performed using a standard avidin-biotin-peroxydase
complex [16] and a mouse monoclonal antibody directed
against the human COX-2 sequence (amino acids 580–599;
immunoglobulin (Ig)-G1) from the Cayman Chemical
Company (Ann Arbor, USA), which stains the cytoplasm.

The paraffin was removed from the slides by xylene and the
tissue was rehydrated in ethanol. Endogenous peroxydase
activity was quenched by incubating the slides in 0.3%
hydrogen peroxide in methanol for 30 min at room tempera-
ture followed by two washes in 0.05 M TRIS-HCl pH 7.6 in
0.9% NaCl for 10 min. Antigen retrieval was accomplished in
0.01 M citrate buffer pH 6 coupled with 15 min of microwave
heating at 650 W, followed by 25 min of cooling at room
temperature. The anti-COX-2 antibody (dilution 1:24; final
titration 4.17 ng?mL-1) was incubated on the slide for 60 min at
37 C̊. The following steps were performed automatically at
37 C̊ using the NexES system (Ventana Medical Systems,
Tucson, AZ, USA). The primary antigen-antibody complex
was fixed using 0.05% glutaraldehyde in 0.9% NaCl followed
by incubation with a secondary biotinylated antibody for
8 min. The slides were stained using a diaminobenzidine
detection kit (Ventana Medical Systems) and counterstained
with haematoxylin.

Negative controls included omitting the primary antibody and
its substitution with a normal mouse IgG. COX-2-positive
colon cancers, which were also positive on the slide in the
normal smooth muscle, and known COX-2 positive NSCLC
were used as positive controls.

Interpretation of immunohistochemical staining
Two independent assessments were performed by an oncolo-
gist C. Mascaux and a biologist B. Martin, both of whom are
trained in the IHC examination of bronchial epithelial samples.
Each independently evaluated the results of the IHC staining
twice. The observations of these two evaluators were com-
pared and discordant interpretations were resolved by a
common review of the slides in question using a multi-head
microscope. All analyses were performed blind to patient
background information.

Only cytoplasmic staining was examined for the assessment of
COX-2 expression. The distribution of COX-2 was, thus, scored
as: 1) no staining (0%); 2) foca1 staining (1–49%); and 3) diffuse
staining (o50% of the cells). The staining intensity was defined
as: 05no staining; weak staining5intensity inferior or equal to
those of the normal epithelial cells in the lung; moderate
staining5stronger intensity than that of normal lung epithelial
cells, such as some NSCLC, colon cancer cells or smooth
muscle in colon; and strong staining5very intense staining,
stronger than that of colon smooth muscle or endothelial cells,
equal to the strongest staining seen in NSCLC cells or colic
cancer cells.

Statistical assessment
Comparison between the histological groups and distribution
of positive or negative biopsies for COX-2 expression were
performed using the Chi-squared test and bilateral Fisher’s
test. The level of significance was set at pf0.05.

RESULTS
To check the quality of the authors’ external control, COX-2
immunostaining of colon cancer specimens was assessed, both
in the cancer cells as well as the smooth muscle cells and of
NSCLC samples that included normal lung tissue on the same
slide. COX-2 staining was found only in the cytoplasm. In
colon cancer, three patterns of intensity were detected:
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1) weakly positive cells among the normal glandular colic cells;
2) moderately positive cells located in the smooth muscle,
vascular endothelium or among some cancer cells; and 3)
intensely positive cells corresponding to the large majority of
cancer cells. COX-2 staining in NSCLC with normal lung tissue
on the same slides also showed three patterns of staining.
Normal epithelial bronchial cells had diffuse, but weak
staining, whereas positive NSCLC were stained with moderate
or strong intensity similar to the colon cancer slides. In pre-
neoplastic lesions, using the same criteria as for colon and
NSClC, three different staining intensities were observed:
weak, moderate or strong. The initial inspection of staining in
bronchial pre-neoplastic lesions revealed three distinct dis-
tributions of positive cells: all cells were negative or a minority
(focal staining) or a majority of cells (diffuse staining) were
stained. Staining of bronchial lesions was scored as follows
(fig. 1): 05no staining or staining of the basal cell layer only; 1+
positive5focal or diffuse weak staining (0–100% of positive
cells with weak staining); 2+ positive5focal moderate or strong
staining (,50% of positive cells with moderate or strong

staining); and 3+ positive5diffuse moderate or strong staining
(.50% of positive cells with moderate or strong staining;
table 1). Any precursor lesion showing more staining than
normal lung tissue was considered to be positive. Lesions that
were 0 or 1+ positive were considered as negative (no increase
in COX-2 expression compared with normal lung tissue) and
those that were 2+ or 3+ positive were considered as positive
(an increase in COX-2 expression compared with normal lung
tissue).

a) b)

c) d)

FIGURE 1. Immunohistochemical staining scores showing a) 0: no staining, b) 1+ positive: diffuse weak staining, c) 2+ positive: focal strong staining, and d) 3+ positive:

diffuse moderate staining.

TABLE 1 Scoring of the immunohistochemical staining

1–49% of

stained cells

50–100% of

stained cells

Weak intensity 1+ 1+
Moderate intensity 2+ 3+
Strong intensity 2+ 3+
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The current authors found that 21 biopsies were positive
(20%) and 85 were negative (80%) for COX-2 expression. The
distribution of COX-2 expression based on lesion stage is
shown in table 2. Positive biopsies were detected in 57.14%
of SD, 57.14% of CIS and 62.5% of IC. Thus, 58.33% of the
high-grade biopsies (defined as lesions-corresponding to
severe dysplasia or worse) were positive for COX-2. In
contrast, all 70 lesions classified as NI, H, M, MiD, MoD
(low-grade) were negative for COX-2 staining, 61 (87%) were
graded 0 and nine (13%) 1+ positive. Among all 21 positive
biopsies, 18 were 2+ or had focal staining (eight SD, six CIS
and four IC) and three were 3+ or had diffuse staining (two
CIS and one IC). It was also observed that in biopsies with
focal staining, cells with more atypia were those expressing
COX-2.

The positive slides were also assessed for COX-2 expression
in both their normal tissue and low-grade lesions adjacent to
high-grade lesions. This analysis revealed that COX-2
expression was increased only in the high-grade lesions
from these patients. Of the 21 positive slides, 10 contained
both normal and low-grade lesions with high-grade lesions,
including some with several areas of normal tissue or low-
grade lesions in the same biopsy. A total of five normal
tissues, eight hyperplasia and three metaplasia were found in
the positive biopsies, with all 16 of these lesions being
negative for COX-2 expression.

A statistically significant difference in COX-2 expression was
found between Nl, H, M, MiD, MoD as a group and SD, CIS
and IC as a separate group (p,0.001). Grouping MiD and MoD
versus SD (p,0.001) or MiD and MoD versus SD and CIS
(p,0.001) also revealed statistically significant differences.
COX-2 expression did not discriminate SD and CIS from IC
(p50.10). The positive predictive value for high-grade bron-
chial pre-malignant lesions (SD, CIS, IC) when COX-2
expression is increased was 100%. The negative predictive
value was 82.35%.

DISCUSSION
The present study demonstrates that COX-2 expression is
increased in precursors of SQCC, but only in high-grade
bronchial pre-neoplastic lesions (SD, CIS) and early invasive
occult SQCC. SD appears to be the cut-off for COX-2
expression. The current authors’ data extend previous studies
of pre-neoplastic lesions [17–19], which also showed that SD
may be the key step in early lung carcinogenesis, separating
low-grade lesions from high-grade lesions that are more prone
to progress to invasive cancer. In routine clinical practice, the
classification of pre-malignant lesions into low versus high-
grade stages could provide a fairer representation of their
clinical behaviour than the 1999 WHO/IASCL classification
system. However, this hypothesis requires further investiga-
tion for confirmation. Moreover, positive COX-2 expression
was detected only in the high-grade lesions from patients that
had both positive high-grade lesions and adjacent normal
tissue or low-grade lesions. These data argue for no field effect
of COX-2 expression, but only for a grade effect. The present
study is the first to assess COX-2 expression in biopsies from
all precursors of SQCC, with little previous comparable data
available. KIM et al. [20] reported that a few hyperplastic and
non-neoplastic bronchial epithelial cells adjacent to the tumour
had very weak COX-2 expression. HASTÜRK et al. [11], analysed
51 hyperplasia and 15 metaplasia and found they were all
negative for COX-2 expression, which is in agreement with the
present results. The first and only previous data concerning
COX-2 expression in dysplasia and CIS appeared in the study
by HIDA et al. [6], where COX-2 expression was assessed in four
metaplasia, four dysplasia and four CIS. None of their lesions
exhibited increased expression of COX-2 [6]. For dysplasia, the
increase in COX-2 expression observed was not comparable
with this previous study, because HIDA et al. [6] did not use the
new 1999 WHO/IASCL classification nor distinguish MiD
from MoD or SD. In contrast, the four CIS assessed by HIDA

et al. [6] did not display increased COX-2 expression, whereas
five out of eight CIS were positive for COX-2 expression in
the current study. This discrepancy could be explained by
both the small number of samples studied by HIDA et al.
[6] and the different thresholds chosen to define COX-2
overexpression.

Among biopsies with increased COX-2 expression, two
different subtypes were distinguished; one with focal staining
(18 out of 21 positive lesions or 85.71%) and another with
diffuse staining (three out of 21). In the focal group, cells
expressing COX-2 strongly could behave differently from other
cells in the same lesion. The role of COX-2 in oncogenesis has
been widely studied in vitro and in vivo using animal models.
COX-2 can interfere with most pathways implicated in lung
carcinogenesis, such as microvascular angiogenesis [21],
resistance to apoptosis [22, 23], host immunity [24] and cell
adhesion [25]. Moreover, COX-2 appears to be a prognostic
factor in NSCLC, particularly at the earliest stages [8, 9]. Thus,
it is possible that among bronchial pre-neoplastic lesions, COX-
2 expressing cells could be those initiating the progression to
malignancy. The current observation that cells with increased
COX-2 expression are those showing more atypia favour this
hypothesis.

Although COX-2 is induced by inflammation and oncogenic
stimuli, it can also be decreased by other pathological

TABLE 2 Cyclooxygenase (COX)-2 expression according to
the stage of the pre-neoplastic lesion

Total COX-2 negative Total COX-2 positive

0+ 1+ 2+ 3+

Normal 14 13 1 0 0 0

Hyperplasia 14 13 1 0 0 0

Metaplasia 14 12 2 0 0 0

Mild dysplasia 14 13 1 0 0 0

Moderate

dysplasia

14 10 4 0 0 0

Severe dysplasia 6 4 2 8 8 0

In situ carcinoma 6 4 2 8 6 2

Invasive carcinoma 3 3 0 5 4 1

Overall 85 72 13 21 18 3

Data are presented as n. Negative: no staining or weak staining; positive:

moderate or strong staining whatever the focal or diffuse distribution; 0+: no

staining; 1+: focal or diffuse weak staining; 2+: focal moderate or strong

staining; 3+: diffuse moderate or strong staining.
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mechanisms. A recent study found that COX-2 expression is
reduced in interstitial diseases such as idiopathic pulmonary
fibrosis and sarcoidosis in comparison with normal lung tissue
[26].

COX-2 should be considered a potentially interesting
marker for the early detection of patients with a high risk of
lung cancer. In the present study, the positive predictive value
of COX-2 expression for predicting the detection of a high-
grade pre-neoplastic lesion (SD, CIS or CI) was 100%. The
negative predictive value of an absence of COX-2 over-
expression was 82.35% for the absence of a high-grade lesion.
COX-2 expression, thus, seems to be an interesting potential
marker for the high risk of developing NSCLC. It could be
further speculated that high-grade lesions that do not express
COX-2 might have a better prognosis than those that do.
However, a descriptive analysis cannot show any addictive
value for the prediction of lung cancer risk in a high
risk population compared with the histological grade itself.
A prospective study should demonstrate whether there is
added predictive value from COX-2 expression in high-grade
lesions.

Based on the present results, showing COX-2 expression
in high-grade lesions, COX-2 appears to be a potentially
promising target for chemoprevention of lung cancer. The
goals of chemopreventive therapy are 2-fold; to promote
regression of the more aggressive cells that already express
COX-2, and to prohibit the progression of the other cells that
do not yet express COX-2. COX-2 inhibitors also possess
different COX-2 independent anti-cancer properties [27, 28],
and several ongoing trials are underway to assess the role of
COX-2 inhibitors in chemoprevention of NSCLC. These
trials are based on data acquired in pre-clinical animal model
studies [12, 13, 29–32]. However, clinical data were still
missing. The current study provides more information
concerning COX-2 in SQCC oncogenesesis, and suggests there
may be a potentially promising role for COX-2 inhibitors for
the chemoprevention of lung cancer. The risk from these drugs
in relationship to the recent discovery of long-term cardiotoxi-
city by some COX-2 inhibitors should be balanced with
the potential advantages before considering these drugs in
clinical practice for chemoprevention, which necessitates their
use for years.

In conclusion, cyclooxygenase-2, an enzyme that plays a key
role in several lung carcinogenesis pathways, is increased
during early lung carcinogenesis of squamous cell carcinoma
and segregates low-grade lesions from high-grade pre-malig-
nant lesions. Cyclooxygenase-2 appears to be a potential early
marker of lung malignancy with a high positive predictive
value, although prospective studies are still required to
demonstrate the potential additive value to histological grade.
Cyclooxygenase-2 should be considered as a good
intermediate-point marker if chemoprevention based on
cyclooxygenase-2 inhibition is performed in future clinical
trials.
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