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ABSTRACT:  Lung surfactant protein-A (SP-A) is a major phospholipid-associated
glycoprotein in surfactant, and is a useful immunohistochemical marker for lung
adenocarcinoma.  Carcinoembryonic antigen (CEA) has not been immunohisto-
chemically detected in mesothelioma.  In pleural effusions due to malignant meso-
thelioma, very low concentrations of SP-A and CEA can be expected.  We studied
the value of combined determinations of CEA and SP-A in pleural fluid to distin-
guish between lung adenocarcinoma and mesothelioma.

SP-A and CEA concentrations were measured in pleural effusions from 78 patients
with lung adenocarcinoma and 10 with malignant mesothelioma.

SP-A concentrations in pleural effusions due to lung adenocarcinoma and mesothe-
lioma were 516±140 and 16.9±3.6 ng·ml-1 (mean±SEM), respectively.  CEA concen-
trations in pleural effusions due to lung adenocarcinoma and mesothelioma were
239±92.4 and 1.7±0.3 ng·ml-1, respectively.  SP-A values did not exceed 100 ng·ml-1 in
any of 10 mesotheliomas,  whilst in 37 of 78 lung adenocarcinomas they did.  CEA
values did not exceed 10 ng·ml-1 in any of 10 mesotheliomas, whilst in 53 of 78 lung
adenocarcinomas they did.  Increased values of SP-A and/or CEA were found in
pleural effusions from 67 of 78 lung adenocarcinomas.

It is concluded that a combination of CEA and SP-A assays in pleural effusions
will be helpful for discriminating lung adenocarcinoma from mesothelioma.
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helpful for distinguishing lung adenocarcinoma from
malignant mesothelioma.

Materials and methods

Patients

Seventy eight patients had a lung tumour on chest
radiograph and computed tomography.  A histological
diagnosis of lung adenocarcinoma was obtained by trans-
bronchial biopsy (n=38), percutaneous biopsy (n=7), sur-
gical resection (n=21) or autopsy (n=12).  The pleural
effusions from these patients were found to contain
malignant cells, and the cytological diagnosis was con-
firmed by two pathologists.

Ten patients with a history of asbestos exposure had
malignant mesothelioma.  The diagnosis, which was based
on histological and immunohistochemical examination
of pleuropneumonectomy (n=8) and autopsy (n=2), was
confirmed by two pathologists.  In the specimens, there
was no histological evidence of a primary lung tumour.

Lung surfactant is a lipoprotein complex which is syn-
thesized and secreted into the alveoli of the lung by type
II pneumocytes [1].  Its major protein component, sur-
factant protein-A (SP-A), is a glycoprotein with a reduced
denatured molecular mass of 35 kD [2].  We have devel-
oped an enzyme-linked immunosorbent assay (ELISA)
using monoclonal antibodies against human SP-A [3].
The ELISA has been clinically applied to measure
SP-A as a marker of surfactant in amniotic fluid [3, 4],
sputum [5], pleural effusion [6], serum [7], and broncho-
alveolar lavage fluid [8, 9].  In malignant pleural effu-
sions, we have found high concentrations of SP-A only
in patients with lung adenocarcinoma [6].

Carcinoembryonic antigen (CEA) is one of the best
characterized tumour-associated markers [10].  Plasma
levels of CEA are increased in patients with various can-
cers, and CEA has been expressed in cancer tissues.  By
contrast, CEA has not been found immunohistochemi-
cally in mesothelioma [11–13], and CEA levels are not
increased in malignant effusions due to malignant meso-
thelioma [14, 15].

The aim of the present study is to clarify whether the
determination of SP-A and CEA in pleural effusions is



The pleural effusion samples of these patients were
collected before therapy.  All tumours were immuno-
histochemically negative for CEA, when using the mono-
clonal antibody A5B7 against CEA (Dako A/S, Glostrup,
Denmark).  Histologically, seven tumours were epithe-
lial, and three showed a biphasic pattern.  Neither immuno-
histochemistry nor determination of SP-A were performed
at the time of the diagnosis.

Pleural effusion samples were centrifuged at 400×g for
10 min at room temperature.  After centrifugation, the
supernatants of pleural effusions were collected and then
centrifuged again at 550×g for 30 min.  Supernatants
were collected and then cryopreserved at -30°C until use.

ELISA for determination of human SP-A

ELISA kits were provided by the Teijin Institute of
Bio-Medicine (Hino, Japan).  The assay, which uses two
distinct monoclonal antibodies PE10 and PC6 against
human SP-A, was performed as described by SHIMIZU et
al. [4].  Briefly, samples (200 µl) were serially diluted
at 1/4 to 1/128 using buffer solution I (0.01 mol·l-1 phos-
phate-buffered saline (PBS), pH 7.2, containing 0.6%
sodium dodecyl sulphate and 2% Triton X-100).  Each
sample was mixed thoroughly with 200 µl of peroxidase-
labelled monoclonal antibody PE10 dissolved with buffer
solution II (PBS containing 0.25% skimmilk).  A plas-
tic bead, coated with monoclonal antibody PC6, was
added to each tube containing the above mixture.  The
tubes were then incubated at 37°C for 120 min.  After
incubation, the beads were washed sufficiently with dis-
tilled water.  We added 400 µl of substrate solution (5
mmol·l-1 of hydrogen peroxide and phosphate citrate
buffer, pH 4.0) and developer (0.6% tetramethylbenzi-
dine HCl) to each tube.  The tubes were incubated at
37°C for 15 min.  The reaction was stopped by adding
1 ml of reaction stopper (1 N sulphuric acid).  The
absorbance of each tube was measured at 450 nm with
a spectrophotometer.  Several concentrations of purified
SP-A with linear absorbance were used as standards.
Human SP-A was purified from whole lung lavage 
fluids in patients with pulmonary alveolar proteinosis
as described previously [7].  All determinations were made
in duplicate, and data were expressed as mean values.

Determination of CEA in pleural effusions

CEA concentrations in pleural effusions were measured
with radioimmunoassay using a commercial CEA kit
(Dainabot Co., Tokyo, Japan).  This assay system, which
contains two distinct monoclonal antibodies, reacts with
CEA, but shows almost no reaction against nonspecific
cross-reacting antigen [16].  All determinations were made
in duplicate, and results were given as mean values.

Statistical analysis

The data were expressed as means±standard error of
the mean.  The Mann-Whitney U-test was used to deter-

mine the statistical differences.  The relationship between
concentrations of SP-A and CEA in pleural effusions was
assessed with the Pearson product-moment correlation
analysis.

Results

Pleural fluid SP-A and CEA concentrations and their
correlation

The average SP-A concentrations in pleural effusions
due to lung adenocarcinoma and mesothelioma were
516±140 ng·ml-1 (range 3.0–9,530 ng·ml-1; median 87.6
ng·ml-1) and 16.9±3.5 ng·ml-1 (range, 2.0–38.2 ng·ml-1,
median 17.0 ng·ml-1), respectively (fig. 1).  SP-A values
in pleural effusions due to lung adenocarcinoma were
significantly higher than those due to mesothelioma
(p<0.001).
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Fig. 1.  –  Lung surfactant protein-A (SP-A) concentrations in pleur-
al effusions due to lung adenocarcinoma and malignant mesothelioma.

Fig. 2.  –  Carcinoembryonic antigen (CEA) concentrations in pleur-
al effusions due to lung adenocarcinoma and malignant mesothelioma.
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The average CEA concentrations in pleural effusions
due to lung adenocarcinoma and mesothelioma were
239±92.4 ng·ml-1 (range 1.0–6,530 ng·ml-1;  median 26.3
ng·ml-1) and 1.7±0.3 ng·ml-1 (range 0.9–3.4 ng·ml-1;  medi-
an 1.7 ng·ml-1) (fig. 2).  CEA values in pleural effusions
due to lung adenocarcinoma were significantly higher
than those due to mesothelioma (p<0.001).

The correlation between concentrations of SP-A and
CEA were also analysed in all patients.  There was no
significant correlation (r=0.129).

Discrimination between lung adenocarcinoma and mesothe-
lioma

The usefulness of combining SP-A and CEA assays
for discriminating lung adenocarcinoma from mesothe-
lioma was analysed (table 1).  The CEA assay system
in this study showed a relatively low cut-off value (2.5
ng·ml-1) in plasma for cancers [15].  The cut-off value
(100 ng·ml-1) of SP-A assay in pleural effusions corre-
sponds to the prior cut-off value (500 ng·ml-1) when using
human SP-A purified full-term amniotic effusions as stan-
dards [6].  CEA assay alone could discriminate 64% of
malignant effusions due to lung adenocarcinoma from
those due to mesothelioma.  When using CEA and SP-
A assays, the discrimination rate rose to 86%.

Discussion

Plasma levels of CEA are elevated in patients with
various epithelial tumours, and have been used clini-
cally in the diagnosis of certain types of cancer and for
monitoring of disease progression [10].  Several studies
[14, 15, 17, 18] have also demonstrated that measure-
ments of CEA are of diagnostic value in malignant pleural
effusions.  By contrast, reactivity against CEA is nega-
tive or only weakly positive in mesothelioma [11–13, 19,
20].  Weak immunoreactivity to anti-CEA antibodies in
mesothelioma may influence cross-reactivity of com-
mercial anti-CEA antibodies with nonspecific cross-reac-
tivity antigen.  The current study demonstrated very low
values of CEA in pleural effusions due to malignant
mesothelioma.  This finding is in agreement with previ-
ous studies [14, 15].  However, as shown here, CEA values

in a number of malignant pleural effusions due to lung
adenocarcinoma do not exceed the cut-off value.

SP-A is a major lung surfactant-associated hydrophilic
glycoprotein [1, 2], and complementary deoxyribonucleic
acid (DNA) for human SP-A has been characterized [21].
SP-A appears to be synthesized and secreted from type
II pneumocytes and nonciliated bronchiolar epithelial
cells in the lung under normal condition [22].  SP-A has
been immunohistochemically found in approximately half
of primary lung adenocarcinomas, but not in other his-
tological types of lung carcinomas or in metastatic lung
tumours [23, 24].  SP-A messenger ribonucleic acid
(mRNA) was detected in 5 of 6 lung adenocarcinomas
by in situ hybridization, but was not detected in a large-
cell lung carcinoma or six lung squamous cell carcinomas
[22].  Recently, however, immunoreactivity to antibody
against human SP-A was found in a minor population
of primary lung squamous cell carcinoma and large-cell
lung carcinoma tissues [25].  GAZDAR et al. [26] report-
ed that SP-A mRNA was found in 7 of 15 lung adeno-
carcinoma lines, whilst it was found in only one (a lung
squamous cell carcinoma line) of 11 other histological
types of lung carcinoma lines.  Although it remains
unclear whether SP-A synthesis from malignant cells is
specific for lung adenocarcinoma, very high values of
pleural fluid SP-A have been observed only in primary
lung adenocarcinoma, and not in other histological lung
cancer types [6].

NOGUCHI et al. [27] reported that SP-A expression can
be used to distinguish lung adenocarcinoma from malig-
nant mesothelioma, since SP-A expression has never
been detected in mesothelioma immunohistochemically.
Immunohistochemical studies with the monoclonal anti-
body PE10 against human SP-A demonstrated negative
expression of SP-A in our series of 10 mesotheliomas
(data not shown).  The present study showed very low
levels of pleural fluid SP-A in malignant mesothelioma.
This result is in accordance with the immunohistochemical
examinations, suggesting that mesothelioma cells do not
produce SP-A.

We also demonstrated that SP-A values are indepen-
dent of CEA values in malignant pleural effusions due
to lung adenocarcinoma.  KODAMA et al. [28] reported
that in 2 of 28 goblet cell type mucus-producing lung
adenocarcinomas (7%), SP-A was immunohistochemi-
cally expressed, whereas 20 of 28 (71%) had CEA.  SP-
A was detected in 18 of 24 (75%) bronchial gland cell
type mucus-producing lung adenocarcinomas, and 21 of
24 (88%) had CEA, immunohistochemically [29].  Hence,
SP-A expression in lung adenocarcinomas may be relat-
ed to the subtype of lung adenocarcinomas in contrast
to CEA.

In conclusion, we examined the value of combining
SP-A and CEA determinations in pleural fluid.  We found
that in a malignant pleural effusion without an apparent
lung tumour, the combined assay of pleural fluid SP-A
and CEA will be helpful for discriminating lung adeno-
carcinoma from mesothelioma.
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Table 1.  –  Combination of SP-A and CEA assay in
malignant pleural effusions

Lung adenocarcinoma Mesothelioma

CEA  > 10 ng·ml-1 53/78 (64) 0/10
SP-A  > 100 ng·ml-1 37/78 (47) 0/10
CEA  > 10 ng·ml-1

and or 67/78 (86) 0/10
SP-A > 100 ng·ml-1

Values are n/total population.  The values in parentheses are per-
centages.  Cut-off values of CEA and SP-A assay were set at 10
and 100 ng·ml-1, respectively.  CEA: carcinoembryonic antigen;
SP-A: surfactant protein-A.



References

1. King RJ, Clements JA.  Surfactant-active materials from
dog lung:  II.  Composition and physiological correla-
tions.  Am J Physiol 1972; 223: 715–726.

2. Possmayer F.  A proposed nomenclature for surfactant-
associated proteins.  Am Rev Respir Dis 1988; 138:
990–998.

3. Kuroki Y, Takahashi H, Fukuhara Y, et al.   Two site
"simultaneous" immunoassay with monoclonal antibod-
ies for surfactant apoproteins in human amniotic fluid.
Pediatr Res 1985; 19: 1017–1020.

4. Shimizu H, Hosoda K, Mizumoto M, et al.  Improved
immunoassay for the determination of surfactant protein-
A (SP-A) in human amniotic fluid.  Tohoku J Exp Med
1989; 157: 269–278.

5. Masuda T, Shimura S, Sasaki H, Takishima T.  Surfactant
apoprotein-A concentration in sputum for diagnosis of
pulmonary alveolar proteinosis.  Lancet 1991; 337:
580–582.

6. Shijubo N, Tsutahara S, Hirasawa M, et al.  Pulmonary
surfactant protein-A in pleural effusions.  Cancer 1992;
69: 2905–2909.

7. Kuroki Y, Tsutahara S, Shijubo N, et al.  Elevated
levels of lung surfactant protein-A in sera from patients
with idiopathic pulmonary fibrosis and pulmonary alve-
olar proteinosis.  Am Rev Respir Dis 1993; 147: 723–
729.

8. McCormack FX, King JTE, Voelker DR, Robinson PC,
Mason RJ.  Idiopathic pulmonary fibrosis:  abnormali-
ties in the bronchoalveolar lavage content of surfactant
protein-A.  Am Rev Respir Dis 1991; 144: 160–166.

9. Honda Y, Takahashi H, Shijubo N, Kuroki Y, Akino T.
Surfactant protein-A concentration in bronchoalveolar
lavage fluids of patients with pulmonary alveolar pro-
teinosis.  Chest 1993; 103: 496–499.

10. Thomson DMP, Krupey J, Fredman SO, Gold P.  The
radioimmunoassay of circulating carcinoembryonic anti-
gen of human system.  Proc Natl Acad Sci USA 1969;
64: 161–167.

11. Wang NS, Huang SN, Gold P.  Absence of carcinoem-
bryonic antigen-like materials in mesothelioma.  Cancer
1979; 44: 937–943.

12. Gibbs AR, Harach R, Wagner JC.  Comparison of tumour
markers in malignant mesothelioma and pulmonary ade-
nocarcinoma.  Thorax 1985; 40: 91–95.

13. Dejmek A, Hjerpe A.  Carcinoembryonic antigen-like
reactivity in malignant mesothelioma:  a comparison
between different commercially available antibodies.
Cancer 1994; 73: 464–469.

14. Faravelli B, D'Amore E, Nosenzo M, Betta PG, Donna
A.  Carcinoembryonic antigen in pleural effusions:  diag-
nostic value of malignant mesothelioma.  Cancer 1984;
53: 1194–1197.

15. Faravelli B, Nosenzo M, Razzetti A, et al.  The role of
concurrent determinations of pleural fluid and tissue car-
cinoembryonic antigen in the distinction of malignant

mesothelioma from metastatic pleural malignancies.  Eur
J Cancer Clin Oncol 1985; 21: 1083–1087.

16. Kuroki M, Yamaguchi A, Koga Y, Matsuoka Y.  Antigenic
reactivities of purified preparations of carcinoembryonic
antigen (CEA) and related normal antigens using four
different radioimmunoassay systems for CEA.  J Immunol
Methods 1983; 60: 221–233.

17. Vladutiu AO, Adler RH, Brason FW.  Diagnostic value
of biochemical analysis of pleural effusions:  carci-
noembryonic antigen and beta2-microglobulin.  Am J Clin
Pathol 1979; 71: 210–214.

18. Asseo PP, Tracopoulos GD.  Simultaneous enzyme
immunoassay of carcinoembryonic antigen in pleural effu-
sion and serum.  Am J Clin Pathol 1982; 77: 66–71.

19. Corson JM, Pinkus GS.  Mesothelioma:  profile of ker-
atin proteins and carcinoembryonic antigen:  an immunoper-
oxidase study of 20 cases and comparison with pulmonary
adenocarcinomas.  Am J Pathol 1982; 108: 80–87.

20. Battifora H, Kopinski MI.  Distinction of mesothelioma
from adenocarcinoma:  an immunohistochemical approach.
Cancer 1985; 55: 1679–1685.

21. White RT, Damm D, Miller J, Spratt K, et al.  Isolation
and characterization of the human pulmonary surfactant
apoprotein gene.  Nature 1985; 317: 361–363.

22. Broers JLV, Jensen SM, Travis WD, et al.  Expression
of surfactant associated protein-A and Clara cell 10 kD
mRNA in neoplastic and non-neoplastic human lung tis-
sue as detected by in situ hybridization.  Lab Invest 1992;
66: 337–346.

23. Singh G, Scheithauer BW, Katyal SL.  The pathologic
features of carcinomas of type II pneumocytes:  an
immunocytologic study.  Cancer 1986; 57: 994–999.

24. Mizutani Y, Nakajima T, Morinaga S, et al. Immuno-
histochemical localization of pulmonary surfactant apo-
proteins in various lung tumors:  special reference to
nonmucus producing lung adenocarcinomas.  Cancer
1988; 61: 532–537.

25. Linnoila RI, Jensen SM, Steinberg SM, Mulshine JL,
Eggleston JC, Gadzar AF.  Peripheral airway cell mark-
er expression in non-small-cell lung carcinoma.  Am J
Clin Pathol 1992; 97: 233–243.

26. Gazdar AF, Linnoila RI, Kurita Y, et al.  Peripheral air-
way cell differentiation in human lung cancer lines.
Cancer Res 1990; 50: 5481–5487.

27. Noguchi M, Nakajima T, Hirohashi S, Akiba T, Shimosato
Y.  Immunohistochemical distinction of malignant
mesothelioma from pulmonary adenocarcinoma with anti-
surfactant apoprotein, anti-Lewis-a, and anti-Tn anti-
bodies.  Hum Pathol 1989; 20: 53–57.

28. Kodama T, Matsumoto T, Takahashi K, et al.  Clinico-
pathological studies of goblet cell type mucus-producing
adenocarcinoma of the lung.  Lung Cancer 1992; 32:
507–516 (Japanese).

29. Kodama T, Matsumoto T, Takahashi K, et al.  Clinico-
pathological studies of bronchial gland cell type mucus-
producing adenocarcinoma of the lung.  Lung Cancer
1992; 32: 997–1005 (Japanese).

N. SHIJUBO ET AL.406


