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Interleukin 6 (IL-0) is locally produced at
the sites of inflammation of the pleural space. It
is also known that some malignant cells produce
IL-6. Pleural IL-6 leaks to systemic circulation
and causes systemic effects. In this study we
measured IL-6 in serum/pleural fluid paired
samples in various groups of patients with
exudative pleural effusions. In the serum were
detected significantly higher IL-6 values in
patients with parapneumonic effusions (n=32,
mv 12.3+6.1U/ml) in comparison to tbe effusions
n=23 mv 43 U/ml, (p=0.00464) as well as to
malignant effusions n=20, mv 5.4+3.9U/ml
(p=0.02). In the pleural fluid the tbc effusions
presented with significantly higher 1L-6 values
(mv 498+276 U/ml), in comparison to malignant

Interleukin 6 (IL-6) is a multifunctional
protein, with a molecular weight of 26KDa ,
produced by lymphoid and non-lymphoid cells
and by normal and transformed cells, including
T- cells, monocytes/macrophages, fibroblasts,
hepatocytes, vascular endothelial cells, cardiac
myxomas, bladder cell carcinomas, myelomas,
astrogliomas, glioblastomas, adenocarcinomas
and mesotheliomas cells'. The production of IL-
6 in these various cells is regulated, either
positively or negatively, by a variety of signals
including mitogens, antigenic stimulation,
lipopolysaccharides, IL-1, TNF, PDGF and viruses?.

The effects of IL-6 on different cells are
numerous and variable. Clinically it is important
that IL-6 has a pivotal role in inflammatory
responses such as the induction of acute phase

effusions (mv 42+56.2 U/mD), {p=0.0046} as well
as to parapneumonic effusions (mv 244+192
U/mbD), {p=0.01}. The serum / pleural IL-6 ratio,
was: 1) tbe effusions <0.01, 2) parapneumonic
effusions >0.02, 3) malignant effusions >0.1.
Ninety six per cent of the malignant effusions
were presented with a pleural fluid’ s IL-6 value
< 100 U/ml, whereas all the empyemas and the
tbe effusions were presented with a value > 100
U/ml. These results suggest that the serum
/pleural fluid’s IL-6 ratio (IL-6 criterium) together
with pleural fluid’s IL-6 values can lead to quick
differential diagnosis of the exudative pleural
effusion, which will be confirmed later with the
traditional practice methods.
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proteins and the synthesis of immunoglobulins’.
Elevated IL-6 levels have been reported to be
associated with a variety of diseases, including
autoimmune diseases, mesangial proliferative
glomerulonephritis, psoriasis, inflammatory bowel
disease and malignancies®°.

Most authors agree, that in case of
inflammation of the pleura, IL-6 is locally
produced in the pleural space and high
concentrations are detected in exudative pleural
effusions®”. High concentrations of IL-6 were also
detected, in carcinomatous pleural effusions®1°.
From the pleural space, IL-6 could leak to
circulation and cause systematic effects as the
induction of C-reactive protein!!. This is suppor-
ted by the fact that serum concentrations of IL-
6 in the same patients were detected at much



HIPPOKRATIA 2001, 5, 4 173

lower levels, not significantly increased in
comparison to normal controls>!!.

From the above mentioned, it is obvious that
the final 1L-6 values in the pleural effusions
depend each time upon the specific disease, since
different signals activate various groups of cells
in different degree. In contrast, serum IL-6 values
depend upon the pleural values, as well as the
lymphatic flow in the pleural lymphatic vessels.
In case of a malignant or a tuberculous effusion,
the lymphatic flow is reduced because of the
infiltration of the pleural lymphatic vesels and
the mediastinal nodes'?. In this study we
measured IL-6 concentration in the serum and
the pleural fluid of various patients with exudative
pleural effusions to determine whether IL-6 values
have any diagnostic usefulness in the difficult
differential diagnosis of the exudative pleural
effusions.

MATERIAL - METHOD
Patients

One hundred patients with pleural effusion
were included in this study. Pleural fluid, after
diagnostic thoracocentesis and serum samples
were examined on the same day. The effusions
were classified as transudates or exudates
according to the Light R'W criteria (pleural fluid’s
protein / serum protein > 0.5, pleural fluid’s LDH
/ serum LDH > 0.6, pleural fluid’s LDH > 200
IU/D®. The diagnosis of malignant effusion was
made by cytopathologic detection of malignant
cells in the effusion or in other samples resulted
from bronchoscopy, fine needle aspiration (FNA),
pleural biopsy or sputum specimens. For the
diagnosis of a tuberculous effusion the detection
of Mycobacterium Tuberculosis in the pleural
fluid was not considered as necessary and it was
based on the Zeihl-Nielsen coloring or the
positivity of the cultures in Lowenstein-Jensen
medium of other respiratory tract samples or
pleural biopsy specimens. Parapneumonic
effusions were divided into uncomplicated and
complicated following the next criteria: 1)
macroscopic view of pus, 2) pleural fluid’s glucose
< 50mg/ml, 3) pleural fluid’s pH 0.30 or more
below blood’s pH, 4) positive Gram coloring or
cultures. To examine the correlation between
serum and pleural IL-6 concentrations, we

obtained serum/pleural fluid paired samples from
all the patients.

Determination of IL-6 Concentration

The serum and pleural levels of IL-6 were
measured using the sandwich Enzyme Amplified
Sensitivity ImmunoAssay (EASIA) method with
two monoclonal antibodies against distinct
epitopes of IL-6. We used the commercially
available kit by Biosource Europe S.A. (ISO 9001).
The protocol was as following: 100 pL standard
plus 100 pL control plus 100 pL sample were
incubated in shaker for 1 hour at room
temperature (18-25 °C). Then the excess of
antigen was removed by washing. Next, we added
100 pL anti-IL-6 conjugate and after an incubation
period of 1 hour in a dark place at room
temperature, we removed the unbound enzyme
labeled antibodies by washing. The bound
antibodies were measured through a chromogenic
reaction (200 pL chromogenic solution for 30
min) that was terminated by the addition of 50
pL stop solution. Finally we read absorbance at
450 nm of spectrophotometer. The sensitivity of
the method was 2 pg/ml (1 pg/ml corresponding
to 100 pIU/ml and the expected range 0-1000
pg/ml. As it is a research product, no reference
values have been established.

Statistical Analysis

Data was expressed as mean value SD. The
difference between groups was tested by the
students’ T test. A p value of < 0.05 was used to
denote statistical significance.

RESULTS

Twenty-five effusions were classified as
transudates and seventy-five as exudates. The IL-
6 values in the transudates were measured very
low (mean value 2 1.7 U/ml), whereas in the
serum could not be detected. Exudates had a
significantly higher IL-6 level than transudates
(p<0.01). As tuberculous were classified 23
exudates, as parapneumonic 32 and as malignant
20 effusions.The levels of IL-6 in the serum and
the pleural fluid, as well as their ratio, in every
group of patients are shown in table 1.

In the serum significantly higher IL-6 values
were observed in patients with parapneumonic
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Table 1. Patient serum and pleural exudate IL-6 values and their ratio (pts 75).

No Serum IL-6 P.fluid IL-6 S/P ratio No of

Patiens Group of pts (Mean+/-SD, U/ml) IL-6 criterium > 100U/ml
Tuberculous 23 4+3 4984276 <0.01 23
Parapneumonic 32 12.3+0.1 244192 > 0.02 32
Complicated 9 15.1+3.2 301£285.5 9
Uncomplicated 23 9.9+0.1 187+107 23
Malignant 20 5.4£3.9 42+56.2 > 0.1 1
Adenocacinoma 14 5.7+£2.6 45+39.2

Small cell cancer 4 1.6£1.3 7.9+10.4

Mesothelioma 2 6.7£5.9 388+254

effusions in comparison to patients with
tuberculus (p=0.00464) or malignant effusions
(p=0.02). In the pleural fluid the tuberculous
effusions were presented with significantly higher
values in comparison to malignant (p=0.0046) or
to parapneumonic effusions (p=0.01). It is
noticable, that all the patients with malignant
effusion were presented with IL-6 values bellow
the level of the 100 U/ml, with the exception of
one patient suffering from malignant pleural
mesothelioma. In all the other groups of patients,
values above the level of the 100 U/ml were
detected.

DISCUSSION

Our results are in agreement with previous
studies, which indicate that IL-6 is produced
locally at the site of active inflammation, in our
case being the pleural space*!!. Its concentration
in pleural effusions is a useful complementary
marker in differentiating exudates from
transudates. Tuberculous effusions, parapneumonic
effusions and some malignant effusions had quite
high IL-6 levels. It is known that T lymphocytes
are activated during immunologic reactions in
the pleural space and these cells are responsible
for the IL-6 production in tuberculus patients'41.
We speculate that the continuing activation of the
macrophages by the bacterial lipopolysaccharide
leads to the release of cytokines (IL-1, TNF-a),
which in turn promote the production of IL-6 by
the stroma cells in the case of the parapneumonic
effusion’®. In the case of malignant effusion it is
known that some malignant cells produce IL-6
by themselves”®1%17 It has been observed that
IL-6 level was higher in inflammatory than in
malignant exudates, although high levels of IL-6
in malignant pleural fluid have been reported

after pleurodesis or in cases of mesothelioma
patients®17-19,

Even though in many of the above mentioned
studies IL-6 values similar to ours have been
reported, to our knowledge these values have not
been introduced into clinical practice as
complementary index in the differential diagnosis
of pleural effusions. To our oppinion the reason
is the overlapping of the values detected in some
cases of complicated parapneumonic effusions
or mesotheliomas with the values detected in
tuberculous effusions. Having in mind the
differences in the kinetics of the IL-6 from the
pleural space to the serum, because of the
reduced lymphatic flow in the case of tuberculous
or malignant effusions, we suggest the use of the
serum/pleural (S/P) IL-6 ratio as a sensitive
marker in the differential diagnosis of the pleural
effusions. Preliminary data suggest that S/P IL-6
ratio <0.01 is compatible with tuberculous
effusion. S/P IL-6 ratio =0.02 is compatible with
parapneumonic or malignant effusion and the
differentiation between them could be put
forward by the pleural fluid’s IL-6 levels. IL-6
values were >100 U/ml in all the parapneumonic
effusions in contrast to the malignant effusions
where detected values < 100 U/ml was the rule.

In summary the serum/pleural IL-6 ratio (IL-
6 criterium) in combination with pleural fluid’s
IL-6 values can lead to a quick differential
diagnosis of the exudative effusions, which will
be confirmed later using the traditional practice
methods.
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H onpaoia tng IL-6 otn Stapopikn Sidyvwon
tou ef10pwpatikot mAeuptTikot vypoU. Imro-
kpatewa 2001, 5 (4): 172-175

H wtepleukivn - 6 apayetat tomkda oe 0écetg
evepyoU pAeypovig g Une{wKOTIKNG KOAOTN-
TG KAt €l0éPYeTal 6T OUCTNPIKN KUKAowopia,
MPOKAAGVTAG cuoTnpatika amoteAécpata. Etvat
eriong yvwotd Ott oplopéva VEoTAAGHaTIKG KUT-
Tapa mapayouv wvtepleukivn - 6. Xe avtn n
pelétn, petpnoape ta emnineda vrephevkivng — 6
oe ava Cevyn Oelypata opoU Kal MAEUPLTIKOU
uypouU ce dtdypopeg opddeg acBeviv pe e€16pw-
patikég mAeupttikég GUAAOYEG. ZTov opd avi-
XVeuonkav upnAOTepeg TIPEG tviepAeukivng — O
oe acBeveig pe mapamnveupovikég GuAloyég (32
aceveic, p.o. 12.3 +6.1 U/mD) ce cuykpion pe
pupatiodelg (23 acBeveig, p.o. 4+3 U/ml,
p=0.00464) 11 kaxonBeig (20 acbeveig, p.o. 5.4+3.9
U/ml, p=0.02) mAeupttikég GUAAOYEG. XTO TAEU-
prtkd uypd Bpédnkav GTatioTika onpavtikd upn-
Motepa ermineda wvrepheukivng - 6 ce acbeveig pe
pupatiodn mevpttikn culdoyn (p.o. 498+276
U/mD Guykpttika pe ekeivoug mou eiyav kakonodn
(p.6. 42+56.2 U/ml, p=0.0046) 1 maparveupo-
vikn (p.6. 244192 U/ml, p=0.01) mheupttikn
culoyn. O Aoyog tng vtephevkivng - 6 Gtov
0p0O 1POG TO MAeupttikd uypd ntav: a) <0.01 ce
pupatodetg, B) 20.02 ce MApAITVEUHOVIKEG KAl
V) 20.01 Ge VeOnmAaGPaTIKEG MAEUPLTIKEG GUANO-
VEG. 210 96% TwV VEOTIAAGHATIKGY GUAAOY®Y avi-
yveubnkav tipég wvrephevkivng — 6 6to mAeupt-
KO Uypd < 100 U/ml, evd oe OAa ta eprunpata
Kat Tig pupatiddelg cuddoyég Bpébnkav Tiég >
100 U/ml. Ta anoteAéopata Oeiyvouv Ot 0 Adyog
g repAeukivng — 6 GTOV 0pO TPOG TO TMMAEU-
pltikd uypod e cuvbuacpd pe ta emineda viep-
Aeukivng — 6 GTO TIAEUPLTIKO UYPO POPOUV va Ypn-
olIEVoOLVY WG cuprAnpwpatikol deikteg otn dia-
popikn Stdyvwon pag eEOpwPATIKNG MAEUPLTL-
KNG GUANOYNG.
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