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continuada para atuar conjuntamente com os difer-
entes profissionais nos servigos de saide, podendo
assim desenvolver novas habilidades, tanto no tra-
balho em equipe, na informagao da assisténcia ao
usudrio do SUS e no agir comunicativo, possibili-
tando maior seguranga ¢ autonomia no desem-
penho de suas fungdes junto a populacio, que
passa a ter nova compreensio do saber/conhecer
sobre satde, portanto mais instrumentalizado,
adquirindo maior capacidade de intervengio sobre
a realidade, passando a exercitar o controle social
de modo mais representativo e efetivo fortalecendo
a organizaciio dos conselhos de satide garantindo
mobilizagio e autonomia para suas lutas. Configu-
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rando-se um processo real de transformacio, tanto
na educacio popular na saide, quanto no processo
profissional, significa provocar e enfrentar confli-
tos, exercitar a paciéncia e perseveranca. O trabal-
hador dever ser tornado sujeito da aprendizagem,
criador de condigdes para que se possa adquirir
liberdade com responsabilidade, neste processo de
construgiio de priticas em educagdo popular em
saude, o objetivo € a transformagio social do su-
jeito. Conclui-se que o processo de mudanca € im-
perativo, a coragem de ousar e a determinac¢iio sio
fatores que determina o avangar, ou limitam a real-
izacdo de mudangas neste processo de educacdo
popular em satde continuada.

IMMUNOLOGY

PI1

A NOVEL 33 KD LIPOPROTEIN ANTIGEN
FROM Mycobacterium leprae

Yumi Maeda.' Masahiko Makino,' Dean C. Crick,’
Yoshiko Kashiwabara.' and Patrick J. Brennan®

'Department of Microbiology, Leprosy Research
Center, National Institute of Infectious Discases, 4-2-
1 Aoba-cho, Higashimurayama, Tokyo 189-0002,
JAPAN.

*Department of Microbiology. Colorado State Uni-
versity, Fort Collins, Colorado 80523-1677 U.S.A.

A novel Mycobacterium leprae lipoprotein LpK was
identified from the genomic database. The 1116 base
pair open reading frame (ORF) encodes a 371 amino
acid precursor protein with a N-terminal signal se-
quence and a consensus motif for lipid conjugation.
BLAST search of the gene bank database revealed an
80% homologous gene in M. tuberculosis but having
no N-terminal consensus lipid modification sequence.

The ORF of the lipoprotein was expressed in Esche-
richia coli under the lac promoter and with a histi-
dine tag at the C-terminus of the protein. Expression
of the LpK protein in Escherichia coli, and detection
with anti-His antibody, revealed a 33 kD protein.
Metabolic labeling experiments with [*C] glycerol
and treatment with peptidase II inhibitor, globo-
mycin, proved that the protein was lipidated. Fur-
thermore, to search for the native protein in M. lep-
rae, polyclonal antibodies against the lipoprotein
was raised in rabbit. Western blot data with different
fractions of M. leprae, revealed that this lipoprotein
was present in the membrane fraction of M. leprae.

Since IL-12 is one of the cytokines induced by my-
cobacteria and its products and has a function of bi-
asing CD4* T cells towards Th1 differentiation which
is closely associated with host defense, we have mea-

sured the cytokine level induced by LpK in human
blood peripheral monocytes. The purified lipoprotein
was found to induce significant production of IL-
12p40. The studies imply that M. leprae LpK is in-
volved in protective immunity against leprosy and
may be a candidate for vaccine design.

PI 2

A PHASE II FIELD TRIAL OF NEW LEPROSY
SKIN TEST ANTIGENS

Jonathan Quimpo. Murdo Macdonald, Paul Roche.
Ruth Butlin, Joe LeMaster, Mark Macdonald, Kapil
Dev Neupane, Stephen TerLouw and Patrick Bren-
nan

Mycobacterial Research Laboratory, Anandaban
Leprosy Hospital, PO Box 151, Kathmandu,
NEPAL. E-mail: anandaban @mail.com.np

Aim: To undertake a Phase 11 field trial of two new
leprosy skin tests in Nepal, a population endemic for
both leprosy and tuberculosis.

Methods: Two new skin test reagents, MLSA-LAM
(M. leprae soluble antigen depleted of LAM) and
MLCWA (M. leprae cell wall antigen), are protein
fractions of Mycobacterium leprae, and are expected
to give an M. leprae specific response in test sub-
jects. This study is designed to assess the safety and
immunogenicity of these reagents and measure the
sensitivity and specificity of the reagents relative to
PPD in detecting exposure to leprosy in a population
endemic for both leprosy and tuberculosis.

Subjects will be tested by intradermal injection with
two concentrations (1 and 0.1 g/ml) of each test anti-
gen, and induration measured at 48 and 72 hours and
at 28 days following injection. Subjects will be re-
cruited from the following groups: healthy non-con-
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tacts, active leprosy patients, leprosy household con-
tacts and tuberculosis patients. Volunteers will also
be tested with tuberculin PPD.

Results: This trial is scheduled to begin in March/
April 2002, and is designed to proceed in three parts.
In part A, 10 healthy non-leprosy contacts will be
tested with only one antigen each. Following the es-
tablishment of the safety of these antigens in this
group, a further 90 non-contacts will be tested. In the
third part, larger numbers of volunteers from each
group will be tested with both antigens.

Conclusion: Details of the issues relating to the im-
plementation of such a study will be presented. Some
preliminary observations will be discussed.

P13

A POLYMORPHISM IN THE TOLL-LIKE RE-
CEPTOR-2 GENE AND ITS ASSOCIATION WITH
LEPROMATOUS LEPROSY

Tae Jin Kang, Seong-Beom Lee, Gue-Tae Chae

Institute of Hansen’s Disease, Department of Pathol-
ogy, College of Medicine,

The Catholic University of Korea, 505 Banpo-Dong,
Socho-Gu, Seoul 137-701, The Republic of Korea

TLR2 is critical in the immune response to mycobac-
terial infections and the mutations in the TLR2 have
been shown to confer the susceptibility to severe in-
fection with mycobacteria. To define this, we
screened the intracellular domain of TLR2 in 131
subjects. Ten subjects among lepromatous leprosy
(LL) patients had a band variant detected by SSCP
(Single-Strand  Conformational ~ Polymorphism).
DNA sequencing detected a C to T substitution at nu-
cleotide 2029 from the start codon of the TLR2. The
mutation would substitute Arg to Trp at amino acid
residue 677, one of the conserved regions of TLR2.
The mutation was involved in only lepromatous lep-
rosy, not tuberculoid leprosy and control. We also
performed the functional study on TLR2 by mea-
surement of IL-12 production in serum and mono-
cytes from leprosy patients with TLR2 mutation
(Arg677Trp). The monocytes obtained from patients
with the TLR2 mutation, in comparison to the wild-
type TLR2, is significantly less responsive to MLL.
It was also confirmed that patients with TLR2 muta-
tion showed significantly lower serum levels of IL-
12, in comparing with wild-type TLR2.

Our results provide the first genetic evidence that
mutation in TLR2 is associated with leropsy. Thus,
we suggest that the mutation (Arg677Trp) in the in-
tracellular domain of TLR2 has a role in susceptibil-
ity to lepromatous leprosy.
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A PRELIMINARY STUDY ON LEPROSY SUB-
CLINICAL INFECTION AND ITS IMMUNO-EPI-
DEMIOLOGY

Wu Qinxue, Shu Huiwen, Li Xinyu, Chen Xiao-
hong, Feng Suying, Li Xiaojie

Institute of Dermatology, Chinese Academy of Med-
ical Sciences, Nanjing, 210042, China

In this article, We reported the results of study on
leprosy subclinical infection and its immuno-epi-
demiology by using PGL-1-ELISA. The blood sam-
ples were collected from 116 leprosy patients (LLL.30,
BL30, BB16, BT20, TT20).130 normal subjects
from a non-endemic area of leprosy. 291 household
contacts (HC) and 1023 random contacts (RC).In
leprosy patients, blood samples were from veins: in
HC and RC,blood samples were from ear lobes and
absorbed onto a filter paper strip (FPS), 0.025ml or
0.05 ml for each spot. The results indicate that PGL-
I-ELISA is highly sensitive and specific for detect-
ing antibody against PGL-1 specific for M. leprae.
Its younden’s Index (Y1) is greater than 90%, and the
positive and negative predicative values are more
than 90%. The detected results agreed with immuno-
epidemiological studies: 1.The positive rate using
PGL-I-ELISA increased gradually from TT to LL
leprosy patients (in HC, The positive rate of PGL-I-
ELISA was much higher in contacts of multibacillary
patients than those in contacts of paucibacillary pa-
tients); 2. Among RC, the positive rate detected by
PGL-1-ELISA were similar in each district and in
concordance with the general prevalence rates. The
significance of the PGL-1-ELISA for detecting lep-
rosy subclinical infection and studying on immu-
noepidemiology for leprosy, including use of FPS,
was discussed in detail.

PIS

A SYNTHETICAL STUDY ON POSSIBILITY OF
PREDICTING EARLY RELAPSE IN LEPROSY
USING A ND-O-BSA BASED ELISA

Qinxue Wu*, Yueping Yin*, Liangfen Zhang*, Xiao-
hong Chen*, Yanhau Yu*, Zhicheng Li**, Hua Yu**,
hengzhi Lu***  Suying Feng*, Xiaojie Li*, Wei
Huo*, Ganyun Ye*

* Institute of Dermatology, Chinese Academy of
Medical Sciences, Nanjing, 210042, China

#* Institute of Prevention and Treatment for En-
demic Disease, Gan su, 730020.China

% Institue of Dermatology for Prevention and
Treament, Danlian, Liaoning, 116021, China
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In order to investigate whether the immuno-serolog-
ical method for detecting infection with M. leprae
may be applied to predict relapse in leprosy or not, it
was used that an indirect enzyme-linked immunosor-
bent assay (ELISA) with natural disaccharide octyl
bovine serum albumin (ND-O-BSA) as antigen (i.c.
ND-IgM-ELISA or ND-ELISA) to detect antibody
against ND in sera from normal controls, active cases
of leprosy, cases cured and relapsed for determining
the relations of antibody level to types of leprosy. the
relation of Bacterialogical Index (BI) and changes of
antibody level in sera from leprosy patients cured to
relapse of leprosy. The results evaluating ND-ELISA
for screening infection with M. leprae indicated that,
in ND-ELISA, the sensitivity, specificity, PPR and
NPR were all 0.96, YI was 0.92, FPR and FNR were
all 0.04, LR+ was 24.0, LR- was 0.041: the titers of
antibody against ND in sera of leprosy patients
showed a gradual increase from the TT to the LL end
of leprosy spectrum. and decrease in leprosy cured
year by year, and the correlation between BI and
MOD in ND-ELISA was also demonstrated by
Spearman’s method; when a total of 666 sera from
leprosy patients cured with DDS monotherapy, was
periodically determined the IgM-AbL by using
above ND-ELISA. The results showed that, ? In P-
MB of post-DDS. of whom 95 were Ab+,12 of them
were diagnosed as relapse in leprosy: additional 335
cases were Ab-, only 1 of them was diagnosed as re-
lapse in leprosy: ? In PB of post-DDS. of whom 44
were Ab+ and 192 cases Ab-: one case of relapse of
leprosy in both to be found; ? The risk of relapse was
higher 6.7 times in MB of post-DDS than that in PB
of post-DDS: ? In group of Ab+, its CRR was
13.68%. in group of Ab-. the CRR was 0.35%.
RR=36.7 (RR>1), AR=13.33%: ? Even though the
samples were from PB of post-DDS, the Ab would
be positive at that time of relapse in the majority of
them, usually the relapse did not develop until con-
sistence positivity of IeM-AbL or gradual increase,
and appearance of relapse 1-2 years (2 years in the
majority) after Ab+. The period of time for relapse
was 12-33 years, and change of type might be devel-
oped, although it was rare: ? IgM-AbL were gradu-
ally decreased in all of relapsed leprosy after effec-
tive treatment except one case whose IgM-AbL was
consistent.. The above results indicated that the ND-
ELISA was useful in screening for early infection
with M. leprae and in predicting and monitoring re-
lapse in leprosy, especially in multibacillary leprosy.
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ALLELE FREQUENCIES FOR AN IFN-y MI-
CROSATELLITE IN A POPULATION  OF
BRAZILIAN LEPROSY PATIENT

A._P. Junqueira-Kipnis'#, M.P. Reynard*, D.
Turner’, M. Ramos de Souza®*, S.M. Fernandes®, J.G.
A. de Freitas®, C. Moreno®, C.V. Navarrete™!
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'Dept. Microbiology, Colorado State University,
‘Dept. of Histocompatibility and Immunogenetics,
National Blood Service:

‘Royal Free and University College Medical School:
*Universidade Federal de Goids, Brasil:

*University College London Medical School.
Leprosy is a chronic infectious disease affecting the
skin and nerves. The clinical manifestations and the
severity of its symptoms may vary widely in those
who develop the disease. The immune response to
the causative bacterium Mycobacterium leprae may
be predominantly cellular giving rise to the tubercu-
loid form of the disease or it may be biased to a more
humoral reaction that leads to the development of
lepromatous leprosy. Borderline leprosy falls into the
middle of the spectrum but often it develops towards
cither one of these two dichotomous forms eventu-
ally. Interferon-y, a T I cytokine with a critical role
in cell-mediated immune responses, seems to be vital
in the control of mycobacterial infection. We geno-
typed a group of Brazilian control samples and lep-
rosy patients for a CA-repeat microsatellite polymor-
phism within the IFN-y gene. which has previously
been shown to influence IFN-y production. The tu-
berculoid patient subgroup, in which the disease is
known to be controlled by a Th1 response, had a sig-
nificantly different allele distribution when compared
to the control group (p=0.013). These results indicate
that IFN-y gene polymorphism may contribute to the
course of leprosy post infection.

P17
AN ASSOCIATION STUDY BETWEEN BORDER-
LINE LEPROSY AND THE HLA SYSTEM ANTI-
GENS — PRELIMINARY RESULTS
Elaine V. Camarinha Marcos: Fabiana Covolo de
Souza; Somei Ura; Diltor V.A. Opromolla

Laboratorio de Imunogenética — Equipe Técnica de
Imunologia. Instituto Lauro de Souza Lima, Bauru -
SP

Leprosy is an infectious disease with chronic evolu-
tion whose etiological agent is the Mycobacterium
leprae. The clinical forms classification was done ac-
cording to the VI Hansen’s Discase Congress in
Madri (1953), where two clinical and immunologi-
cally distinct polar types were described: the tuber-
culoid (T), the lepromatous (V), and two intermedi-
ate groups that are the borderline (D) and the
intermediate (I).

Because of its immunological involvement and the
few studies related specifically to the immunogenet-
ics of the borderline group. our objective was to in-
vestigate the possible association between HLA anti-
gens in the borderline leprosy patients and compare

it with normal individuals of the same ethnic group.
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Our study showed a decreased frequency of the
HLA-DRS (Pc=0,03). wich suggests  protection
against the disease. ABC antigen frequencies were not
significantly altered in the patients. These findings
further support the involvement of the HLA system
in the pathogenesis of this clinical form of leprosy.

PI8

ANALYSIS OF THE IN VITRO IMMUNE RE-
SPONSE TO Mycobacterium tuberculosis ESAT-0
RECOMBINANT ANTIGEN IN BRAZILIAN TB
PATIENTS

Antas PR.Z." Cardoso ELL.1.°, Oliveira E.B.", Pereira
K.C.", Teles R.B.". Cunha K.S.%, Kees E'. Sarno
E.N.'". Klatser P, Ottenhoff T.M.*, and Sampaio
E.P..

"Leprosy Lab.. 10C, FIOCRUZ., Brazil.
‘Servig¢o de DIP-HUCFE-UFRI. Brazil.
‘Servigo de Pneumologia, HMRPS. Brazil.

Immunohaematology Lab., LUMC. The Nether-
lands.

‘Department of Biomedical Research, KIT, The
Netherlands.

Tuberculosis (TB) remains an important health prob-
lem worldwide. ESAT-6. a secreted highly specific
antigen of Mtb. is a major target for potent IFN-y se-
creting CD4+ T cells in humans. However, few Mtb
antigens (Ag) that induce CD8+ T cells are recently
recognized, whereas those for CD4+ T cells have
been partly defined. Since ESAT-6 usage as a diag-
nostic tool for TB has been proposed. the immune re-
sponse to rESAT-6 and its peptide mixture (PeptMix)
was assessed in Brazilian TB patients and controls
from an endemic area for leprosy and TB.

PBMC were stimulated with rESAT-6 and PPD, and
IFN-y was detected by ELISA and RT-PCR. High
IEN-y levels were observed in pulmonary (mean
1576pg/ml) and also in pleural (mean 1279pg/ml)
TB patients (p < 0.05) when compared to control in-
dividuals (mean 491pg/ml). In addition, the rESAT-6

(untreated = 646 196pg/ml: treated = 2342
728pg/ml) and PeptMix (untreated = 1464 +

361pg/ml: treated = 1177 352pg/ml) PBMC stimu-
lated obtained from 39 (20 untreated and 19 treated)
Brazilian TB patients was highly correlated in the
IFN-y ELISA. The expression of activation markers
induced by ESAT-6 (%CD25/CD4 = 7.8 1.5:
%CD69/CDS = 6.4 2.0) and PeptMix (%CD25/CD4
=8.4 1.3: %2CD69/CD8 = 7.2 1.7) was also observed.
The source of IFN-y and TNF-a secreting T cells
were investigated in order to identity PBMC-primed
ESAT-6- and PeptMix-specific T cells. Both CD4
and CD8 T cells were responsive to this antigen in
vitro. In conclusion, TB patients were able to recog-
nize ESAT-6 and PeptMix by inducing higher IFN-y
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titers, activation molecules, and both T cell subsets
cytokine secretion. Nevertheless, the proposed po-
tential use of ESAT-6 for carly TB diagnosis has to
be better investigated in endemic arcas

PI19
ANTI DIABETIC AUTOANTIBODIES IN LEP-
ROSY — AN OBSERVATION
Suri Babu, C.S. #*Sanjeevi, C.B.. Arunagiri. K. and
Ommen. P.K.

Central Leprosy Teaching and Research institute.,
Chengalpattu-603001(T.N) INDIA. and *Karolinska
Institute, Stockholm, SWEDEN.

A number of leprosy patients attending th OPD at
CLT and RI.Chengalpattu were found to be having
hyperglycaemia or confirmed Diabetes. A thorough
investigation of these patients showed that they were
found to be having autoantibodies like GAD-65. 1A-
12 and ICA-512 in their serum samples. Further
probe showed that these autoantibodies were present
in leprosy patients without diabetes. Results are
analysed and the significance of the autoantibodies in
leprosy patients and their role with reference toTh-1
and Th-2 mediated immune responses is presented
and discussed.

PI 10

ASSOCIATION OF AUTOANTIBODIES TO LEP-
ROSY PERIPHERAL NEUROPATHY

S. Biihrer-Sékula', H.J. Willison®. L. Oskam' and
P.R. Klatser'

" KIT Biomedical Research, Meibergdreet 39, 1105
AZ Amsterdam, The Netherlands

“University Dept. of Neurology, Inst. of Neurological
Sciences. Southern General Hospital, Glasgow, UK

High titers of serum antibodies to neural antigens oc-
cur in several forms of neuropathy. These antibodies
frequently react with glycosylated cell surface mole-
cules, including glycolipids, glycoproteins and gly-
cosaminoglycans. There are several correlations be-
tween antibody specificity and clinical symptoms.
By extrapolation, in other neural diseases that may
be of an autoimmune nature, suggestions have been
made that antibodies to gangliosides may have a
pathogenic significance. The ganglioside composi-
tion of the motor and sensory fibres from the human
peripheral nervous system includes a wide range of
glycolipids including GMI1, GDla and GDIb gan-
gliosides. As one of the hallmarks of leprosy and lep-
rosy reactions is neuropathy involving peripheral
nerve, we decided to test serum samples from lep-
rosy patients for the presence of antibodies to these
components.
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Thirty-nine serum samples from 15 leprosy patients
were studied, including 5 PB and 10 MB patients.
Samples were collected during and after treatment
and include samples from the 5 patients that devel-
oped RR or ENL. The control group was composed
of 5 contacts of leprosy patients, 5 healthy persons
from the same endemic area and 10 other controls.
I¢G ans IgM antibodies to GA1, GM1, GDla, GD1b
ganglioside and sulphatides were assayed by ELISA.

Alterations in antibody levels were not observed.
Our study fails to support an enhancing role for au-
toimmune antibodies to gangliosides and sulphatides
in leprosy neuropathy.

PI 11

ATIVIDADE DA ADENOSINA DEAMINASE NO
SURTO REACIONAL

Paulo Machado, Bethania Fernandes, Fibio Correia,
Manoel Barral-Netto

Servigo de Imunologia ¢ Servigo de Dermatologia,
Hospital Universitdrio Prof. Edgard Santos, Univer-
sidade Federal da Bahia.

Introducgiio: A adenosina deaminase (ADA), enzima
- chave no metabolismo das purinas, possui impor-
tante papel no sistema imune. A atividade aumentada
desta enzima ocorre tanto em afeccoes linfoprolifer-
ativas como em processos infecciosos, a exemplo da
tuberculose. Suas isoenzimas, ADAT e ADA2, re-
fletem respectivamente, a atividade de linfécitos e
macrofagos. Na hanseniase, a atividade linfocitdria e
macrofigica se relaciona com mecanismos de re-
sisténcia e patogénese. Muitos pacientes com
hanseniase desenvolvem periodicamente episddios
inflamatérios de surto reacional, associados a lesao
tecidual. O objetivo deste estudo foi investigar a
atividade da ADA antes e durante a ocorrencia destes
episodios na hanseniase.

Material e Métodos: 44 pacientes com diagndstico
de hansenfase e apresentando surto reacional tipo 1
ou 2 foram incluidos no estudo. No grupo controle, 8
pacientes que niio apresentavam surto reacional e 32
individuos sauddveis foram avaliados. Os valores da
ADA total e de suas isoenzimas (ADA1 ¢ ADA2)
foram dosados no soro, antes ¢ durante o surto, por
método espectofotométrico.

Resultados: Os valores da ADA total. ADAI e
ADA2 se encontram mais elevados em pacientes
com hansenfase, em comparagio com individuos sa-
dios. Os pacientes em surto reacional apresentam
uma tendéncia a mostrar uma maior atividade desta
enzima, quando comparados aos pacientes sem surto.
A maioria dos pacientes com surto tipo 2 apresenta
um aumento da atividade da ADA, precedendo este
surto em cerca de 30 dias.
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CORRELACAO ENTRE BCG INTRADERMICO
E LINFOPROLIFERACAO E PRODUCAO DAS
CITOCINAS IFN-y, IL-12, IL-10 E IL-4 EM PA-
CIENTES COM HANSENIASE E EM SEUS CO-
MUNICANTES

Mirian Lane de O Rodrigues Castilho. Maria Apare-
cida Nunes Ferreira, Norma T Foss

Disciplina de Dermatologia do Departamento de
Clinica Médica da Faculdade de Medicina de
Ribeirdo Preto- USP.

O BCGid ¢ preconizado para a imunoprofilaxia da
hansenfase. Apesar de freqgiientemente utilizado, es-
pecialmente em comunicantes de doentes de dreas
endémicas, os seus mecanismos imunolégicos de es-
timulagdo protetora sio ainda pouco conhecidos para
a doenca. Como o desenvolvimento da hansenfase
correlaciona-se  diretamente  com  a  resposta
imunecelular, avaliou-se a relagiio entre a aplicacdo
de uma dose de BCGid em doentes e comunicantes,
associando com alteragdes imunecelulares. A avali-
acdo foi através da linfoproliferacio e da quantifi-
cagio das citocinas IFN-y, IL-12, IL-10 ¢ IL-4. Veri-
ficou-se ainda se houve diferenca entre a resposta
imunecelular induzida pelo BCGid em doentes ¢ co-
municantes. Foram avaliados 34 individuos, antes ¢
apos 0 BCGid, sendo 15 doentes e 19 comunicantes
sadios. A linfoproliferacdo foi desenvolvida na pre-
senca de Con-A, BCG e HSP-65, durante 96 horas.
Os sobrenadantes foram coletados e estocados a — 70
C para dosagem de citocinas, e a proliferagio foi
avaliada pela incorporacio de 3H-timidina. Linfoci-
tos de doentes ¢ comunicantes apresentaram maior
proliferagio na presenca de Con-A e BCG. Com-
parando-se os resultados antes e ap6s a aplicagiio de
BCGid, foram notadas maiores respostas nos indivi-
duos submetidos ao BCGid (p<0,05). Foi observado
também que as células dos comunicantes pos BCGid
apresentaram maior capacidade de estimulacio na
presenca dos antigenos do BCG, quando comparadas
as dos doentes (p=0.004). Os resultados da quantifi-
cacdo das citocinas (através do Elisa) mostraram que
a aplicac@o de BCGid leva a maior producio de IFN-
Y (p<0.05). sendo essa producdo significativamente
maior na presenca do BCG em células de comuni-
cantes que de doentes TT (p=0,004). IL-12, pos
BCGid. apresentou niveis equivalentes em células de
doentes e comunicantes (p=0,1713), frente ao esti-
mulo BCG. Entretanto. a producio de 1L-12 em co-
municantes foi significativamente maior pré BCGid,
na presenca do BCG (p=0.0029), o que nio se obser-
vou entre os doentes (p=0.4648). Além de IFN-y ¢
IL-12, BCG induziu a produgio de IL-10, detectada
em sobrenadantes de comunicantes em niveis signi-
ficativamente maiores apés o BCGid (p=0,0098),
frente ao BCG. Esses resultados sugerem que a re-
sposta imune predominante induzida pelo BCGid foi
do tipo protetora, associando-se a deteccio de IFN-v.



Assim, foi possivel concluir que a aplicaciao do
BCGid € util em dreas endémicas, pois pode induzir
a resposta imunecelular especifica das células do
hospedeiro. A capacidade do BCGid induzir a ati-
vacio da resposta imunologica de doentes e comuni-
cantes estd associada a maior producio IFN-y em
ambos 0s grupos.
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CORRELACAO ENTRE BCG INTRADERMICO
E NIVEIS DE ANTI-PGL-1 EM PACIENTES COM
HANSENIASE E EM SEUS COMUNICANTES

Mirian Lane de O Rodrigues Castilho, Maria Apare-
cida Nunes Ferreira, Norma T Foss

Disciplina de Dermatologia do Departamento de
Clinica Médica da Faculdade de Medicina de
Ribeirio Preto- USP.

O BCG intradérmico € preconizado para a imuno-
profilaxia da hanseniase. Apesar de freqiientemente
utilizado, especialmente em contatos de doentes de
dreas endémicas, os seus mecanismos imunologicos
de estimulagao protetora sio ainda pouco conhecidos
para a doenca. Como o desenvolvimento da
hanseniase correlaciona-se diretamente com a re-
sposta imunecelular, avaliou-se a rela¢do entre a apli-
cacdo de uma dose de BCGid em doentes e comuni-
cantes, associando com alteragdes imunecelulares.
Um dos métodos usados para a avaliagio foi através
da produc¢ao de anticorpos especificos do M. leprae
(Anti-PGL-1). Verificou-se ainda se houve diferenca
entre a resposta imunecelular induzida pelo BCGid
em doentes e comunicantes. Foram avaliados 34 in-
dividuos, antes e apos o BCGid, sendo 15 doentes e
19 comunicantes sadios.

Foi utilizado o ensaio enzimdtico para deteccao de
anticorpos  Anti-PGL-1 (Elisa Anti-PGL-1). Os
niveis dos anticorpos Anti-PGL-1 no soro de pa-
cientes e comunicantes foram avaliados antes e apos
uma dose de BCGid, sendo observados baixos niveis
de anticorpos Anti-PGL-1 em tuberculéides (= 1,86),
médios em borderlines (= 4,56) e elevados em vir-
chovianos (= 15,75), correlacianando-se com as
baciloscopias. Os niveis dos anticorpos Anti-PGL1
no soro dos comunicantes foram menores do que
aqueles encontrados nos doentes (p<0,05). Apds a
aplicagao do BCGid, houve diminui¢io significante
dos niveis de Anti-PGL-1 em doentes e comuni-
cantes (p<0,0001), o que pode sugerir que o BCG in-
duz a ativac¢@o da resposta imunecelular (tipo Th1),
potencializando a destrui¢do dos bacilos pelos
macréfagos e capacitando a defesa especifica dos
doentes. Os resultados tornam-se relevantes, porque
até a avaliagao pos BCGid, os doentes permanece-
ram sem tratamento especifico. A redugio dos niveis
dos anticorpos especificos ocorreu nos pacientes, in-
dependentemente de nivel baixo ou mais elevado e
de forma clinica da doenga.
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Portanto, a capacidade do BCGid induzir a ativagao
da resposta imunolégica de doentes e comunicantes
pode estar associada a queda dos niveis dos anticor-
pos Anti-PGL-1, em ambos os grupos.

PI 14

CRIPTOCOCOSE EM PACIENTE DE HANSEN-
IASE: RELATO DE CASO

Joel Carlos Lastéria, Maria Regina C. Silvares, Ana
Paula Delgado, Maria Stella M. A. Putinatti

Depto de Dermatologia F. M. de Botucatu - UNESP

Introducao: Doenga infecciosa causada por leve-
dura de distribuigio universal, o Cryptococus neo-

Jormans, disseminada através de dejetos de passaros

¢ adquirida através de inalacao. A infeccao cutinea
em individuos sadios ¢ rara. No entanto, sua freqiién-
cia aumenta em adultos com doengas sistémicas
como lupus eritematoso, linfomas, em estados de
imunossupressao de origem infecciosa ou medica-
mentosa.

Relato do caso: Os autores apresentam caso clinico
ocorrendo em paciente de 39 anos de idade, pedreiro,
portador de hanseniase virchoviana tratada, mas ap-
resentando surtos freqiientes de eritema nodoso han-
sénico controlados hd cerca de 6 anos com doses vari-
adas de corticosterdides sistémicos que ha 6 meses
apresentou lesdo cutinea ulcerada diagnosticada como
criptococose e tratada com fluoconazol, tendo evoluido
com cicatrizagdo da lesdo. Os autores discutem e
chamam a atengio sobre a ocorréncia de imunossu-
pressao iatrogénica na tentativa de se controlar com-
plicacdo importante da hanseniase que ¢ o ENH.

Consideracoes finais: Trata-se de patologia cutinea
incomum ocorrida por imunossupressio iatrogénica.

PI 15

CYTOKINE LEVELS CORRELATE WITH MUL-
TIDRUG-RESISTANT PULMONARY TUBERCU-
LOSIS IN RIO DE JANEIRO

Fortes A., Antas P.R.Z., Dalcolmo M.*, Milagres
A% QOliveira E., Hijjar M.A*, Pereira K, Kritski
A #% Ottenhoff T.H.M.#, Sampaio E.P.

Leprosy Laboratory, Oswaldo Cruz Institute,
FIOCRUZ, Rio de Janeiro; *Reference Center Hélio
Fraga, Ministry of Health — RJ: **#*Departament of
Pneumology, Hospital Raphael de Paula e Souza
—RJ*#*; Department of Pneumology, Federal Univer-
sity of Rio de Janeiro: #Department of Blood Trans-
fusion, Leiden University, The Netherlands.

Introduction: Resistance of M. tuberculosis to an-
timycobacterial agents has recently received in-
creased attention worldwide. The participation of T
cell response in multidrug resistant TB is not yet
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clearly understood. In addition, progression to fatal
outcome in these patients might be related to en-
hanced inflammatory response in vivo.

Aim: To evaluate T cell and inflammatory response in
MDR patients in comparison to TB patients not MDR.

Methods: MDR TB cases were defined as resistant
to at least INH ¢ RMP. The immune response was
evaluated in 12 MDR patients who were tested nega-
tive (ELISA) for HIV. Peripheral blood was collected
before the initial specific MDR treatment. For detec-
tion of cytokines, IFNy, sTNF-RII (p75). and IL-6
were measured in PBMC cultures stimulated or not
with PPD and the recombinant antigens ESAT-6 and
85B. Supernatants were harvested either after 20 or
72h (IL-6, TNF-RII) and after 5 days (IFNy) of cul-
ture and were assayed by specific ELISA.

Results: Preliminary immunological analysis showed
lower IFN levels in response to ESAT-6 in MDR pa-
tients (mean SEM = 590 223pg/ml) when compared
to pulmonary TB patients (n = 50; mean = 1553
420pg/ml), and similar to the response of PPD nega-
tive healthy donors (491 74pg/ml). More interest-
ingly, IFNy in response to PPD in the MDR group
(mean = 431 260pg/ml) was also lower when com-
pared to both groups, TB patients (1564 110pg/ml)
and controls (1332+411pg/ml). Evaluation of the in-
flammatory response in MDR was showed to be up-
regulated, since values of soluble TNF-R in these
cultures were 753 384pg/ml (72h culture) vs. 2067
923pg/ml in the TB group. In addition, for IL-6, con-
stitutive cytokine levels were 4744 832pg/ml in the
TB patients vs. 1468 878pg/ml in the MDR.

Conclusion: The data indicate that T cells from
MDR patients respond to mycobacterial antigens in
vitro at a lower extent when compared to TB patients
and that inflammatory responses are also exacer-
bated. Follow-up studies are still necessary to deter-
mine whether worsening of clinical conditions in
MDR are related to such immunological parameters.
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CYTOKINE mRNA EXPRESSION IN THE EPI-
DERMIS OF LEPROSY PATIENTS: DIFFEREN-
TIAL TNFo. mRNA REGULATION DURING IN-
FLAMMATION

Teles R.M.B., Moraes M.O., Geraldo N.T.R., Salles
A.M., Sarno E.N., Sampaio E.P.

Laboratorio de Hanseniase FIOCRUZ Rio de

Janeiro.

Introduction: The epidermis can represent an im-
portant site of immuno-inflammatory response in the
skin. In leprosy, histopathological alterations are de-
scribed both in the dermis and epidermis, mainly
during the reactional states (reversal reaction, RR
and erythema nodosum leprosum, ENL).
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Objective: To evaluated the expression of cytokines
and ICAM-1 genes by RT-PCR in the epidermis of
reactional leprosy patients.

Methodology: Skin biopsies were collected of the
25 reactional leprosy patients, RNA was extracted
from the dermis and epidermis and RT-PCR was per-
formed to a-actin, TNFo, IL-6, IL-8, IL-12 and
ICAM-1. The amplified products were analyzed
through electrophoresis in agarose gel and the ra-
dioactive hybridization was performed with specific
probes to all molecules.

Results: Detection of TNFa and I1L.-6 mRNA in the
epidermis was evidenced in all individuals during
ENL and RR, IL-8 message was detected in 66.6 and
62.5% of the patients, IL-12 mRNA was present in
91.6 and 62.5% and ICAM-1 in 100 and 71.4%, re-
spectively. In addition, when skin biopsies were ob-
tained from the same patients before and during the
reactional episode, an enhancement in cytokine
mRNA, but not of ICAM-1, was noted. Seven pa-
tients were also evaluated at the onset of reaction and
during anti-inflammatory treatment. In contrast to a
preferential decrease in the TNFo. gene detected in
the dermis, during the treatment phase, a persis-
tent/enhanced TNFo mRNA expression was detected
in the epidermis in 6 out of the 7 patients assessed.

Conclusion: The present data indicate that the epi-
dermis has an important participation in the local in-
flammatory response in leprosy and it seems to par-
allel the histological changes observed in situ.
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CYTOKINES QUANTIFICATION IN SUPER-
NATANT OF MONONUCLEAR CELL CULTURE
OF PATIENTS WITH LEPROSY: PRELIMINARY
RESULTS

Fitima Vilani-Moreno': Esther Nogueira'; Eliane
Silva'; Elaine Marcos'; Somei Ura': Diltor Opro-
molla'; Pran Das?; Ben Naafs®

'Equipe Técnica de Imunologia - Instituto Lauro de
Souza Lima, Bauru — SP, CP 3021, www.ilsL.br

2Department of Pathology, Amsterdan Medical Cen-
tre, The Netherlands

‘Department of Dermatology. Leiden University
Medical Centre, The Netherlands

Objective: to evaluate the cytokine profile in the su-
pernatant of @ mononuclear cell culture of patients
with leprosy, at the moment of diagnosis and six
months after multidrugtherapy.

Methods: mononuclear cells from peripheral blood
from 15 patients (5 LL, 7 B, 3 TT) were cultivated, in
37°C and 5% CO,, for 24 and 48 hours in the pres-
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ence and absence of PHA (8g/ml). LPS (10g/ml) and
integral M. leprae (10 bacilli/cell). The supernatants
were collected and the cytokines [L-2 and IFNy
(Th1,) 1L-4 and 1L-10 (Th2), 1L.-1 and TNFo were
quantified by the ELISA technique (R&D Systems).

Results: multibacillary  patients  (12)  produced
greater levels of IL-4 before treatment (PHA= 80 +
72 pe/ml: M. leprae= 4 =7 pg/ml: spontancously=
10 + 18 pg/ml) than six months after the treatment
(PHA= 37 £ 55 pg/ml: M. leprae= 2 =2 pg/ml: spon-
tancously= 3 + 2 pg/ml) and high levels of 1L-10 be-
fore and after multidrugtherapy (PHA= 2392 + 1673
pe/ml; M. leprae= 430 = 623 pg/ml: spontancously=
790 + 1030 pg/ml: PHA= 2489 + 1332 pg/ml: M.
leprae= 564 + 331 pg/ml: spontancously= 811 £ 613
pe/ml, respectively).

Conclusion: the results obtained suggest that multi-
bacillary patients produce high levels of cytokines of
the Th2 pattern (1L-4 and IL-10) at the moment of
discase diagnosis.

PI 18

DETECTION of TNFo mRNA EXPRESSION BY
DIRECT IN SITU RT-PCR IN THE PBMC OF PA-
TIENTS WITH LEPROSY

Teles. R.MLB., Aarestrup, M., Sarno. E.N.. Pinto,
G.S., Sampaio. E.P.

Laboratorio de Hansenrase FIOCRUZ Rio de Janeiro

Introduction: TNFu is an important cytokine in lep-
rosy pathogenesis and it has been shown to be in-
volved in the immuno-inflammatory processes dur-
ing this infectious disease.

Objective: To standardize the method of the direct in
situ RT-PCR for evaluation of TNFoo mRNA expres-
sion induced by M. leprae in vitro.

Methodology: PBMC of 7 leprosy patients were iso-
lated by Ficoll-hypaque density  centrifugation,
plated on Teflon beakers and stimulated or not with
LPS (10ng/ml) or M. leprae (1g/ml) for 1 and 3
hours. Amplification for TNFo was performed by di-
rect in situ RT-PCR, using digoxigenin-dUTP.

Results: Detection of TNFoo mRNA positive cells
(blue-black staining) was higher in the LPS-stimu-
lated cultures when compared with the unstimulated
cells in all experiments. Similar results were found
using M. leprae stimulated cells. TNFa mRNA ex-
pression in the PBMC from one BT patient was de-
tected by direct in situ RT-PCR in the unstimulated.
M. leprae- and LPS- stimulated cultures. It was pos-
sible to detect a qualitative difference between un-
stimulated and stimulated cells. which contain a
higher number of positive cells (blue-black staining)
as compared to the former one. Moreover, after |
hour of stimulation, the number of positive cells was
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higher than after 3 hours. The same Kinetic response
for TNFoo mRNA expression was obtained in both,
solution RT-PCR and in situ RT-PCR. M. leprae-
stimulated PBMC showed higher amount of TNF
mRNA | hour after the stimulus.

Conclusion: The in situ RT-PCR method will allow
the more precise determination of the amount of cells
that actively express cytokine message. Current ex-
periments are being developed to determine the dif-
ferential profile of TNFo synthesis by monocytes
and T-lymphocytes in vitro.
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DIFFERENTIAL  SERODIAGNOSIS  OF  LEP-
ROSY AND TUBERCULOSIS BY IMMUNO-
BLOT BAR READING AND ELISA USING

SHARED MYCOBACTERIAL ANTIGENS
Burggraaf, J.D.". Verhagen, C.E.", Baas, J.G.%, van
den Bos, L.C.' Faber, W.R.*, Naafs, B."*" Fleury, R.”
and Das, PK."5

Departments of ' Pathology and * Dermatology, Aca-
demic Medical Center, University of Amsterdam:

‘Institute of Public Health Bilthoven:

' Department of Dermatology of Leiden University,
Medical Center Leiden, The Netherlands and

Ynstitute “Lauro De Suza Lima™, Bauru, Brazil.

Mycobacteria are composed of complex mixture of
antigens and many of them are shared by all myco-
bacterial species. Owing to the ubiquitous nature of
mycobacteria, human sera always show serum anti-
body activities to shared mycobacterial (Smyc) anti-
gens. Studies on the sero-antibody responses to
Smyc antigens by immunoblot assay showed that
hosts recognise different antigenic bands in the fash-
ion of “bar™ as disease specific manner. This is an
important basis for discriminating leprosy patients
from tuberculosis patients and patients with other
types of inflammation. The group of leprosy patients
were histopathologically and clinically classified.
The present report is the analysis of a total of 200 pa-
tients (130 leprosy. 75 tuberculosis and 75 patients
with non-mybacterial imflammation by immunoblot
‘BAR’ reading (ImBBR) method). The results show
that 99% of LL and 77% of BL patients’sera reacted
with a doublet 29/33 KD antigens whereas TT and
BT sera (94% and 63% respectively) reacted to a
64/65 KD singlet Smyc antigen. Interestingly, sera of
BB patients did not show any clear cut reactivity pat-
tern rather a smeartype pattern. In contrast sera from
tuberculosis patients. that were clinically and micro-
biologically defined. reacted with a group of Smyc
antigenic bands. e.g. 58-60 KD, 38-40 KD. 18-22
KD. 14-16 KD regions. In parallel, enzyme linked
immunosorbent assay (ELISA) for measuring IgG,
[eM and IgA antibodies using gel purified 29/33 KD
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doublet, 64/65 KD singlet and a subcellular pellet
fraction (P90) Smyc antigens was used. The ELISA
results show that different types of leprosy can be
discriminated distinctly from each other and from tu-
berculosis as well as from control patients. More-
over, since the immunoblots and antigen coated mi-
crotitre plates are stable at room temperature such
combined assays can be used for screening popula-
tion in the countries endemic for both of these patho-
genic mycobacterial infection. In conclusion it ap-
pears that the combination of ImBBR and ELISA
using either antigen mixtures or a panel of isolated
Smyc antigens will be a valuable tool for identifica-
tion of potential leprosy and tuberculosis patients in
endemic population.
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DIFFERENTIAL TRAFFICKING OF Mycobacte-
rium tuberculosis AND Mycobacterium leprae IN
HUMAN MONOCYTIC THP-1 CELLS

Indira Nath*, N. Vemuri*, P. Malik*, Y.J. Murali

Mohan*, T. Das M.J. Colston# and J.L. Krahen-
buhl##

* Immunology Laboratory, Biotechnology Depart-
ment, **Electron Microscopy Division,

Anatomy Department, All India Institute of Medical
Sciences, New Delhi, India;

# National Institute of Medical Research, Mill Hill,
London: ## National Hansen’s Discase Program, Ba-
ton Rouge, Lousiana, U.S.A.

Supra vital dye -labelled Mycobacterium tuberculo-
sis and Mycobacterium leprae and vacuolar markers
were used to study the phagosomal biogenesis in
host cells (THP-1, a human monocytic cell line) by
Laser Scanning Confocal microscopy (LSCM) and
Electron Microscopy. Fluorescein (green), or PKH26
(red)-labeled mycobacteria and two acidotropic
probes Lysotracker Red DND-99 and Lysotracker
Green-26 were used to monitor the events by LSCM
while Rab5 and Cathepsin D were used to identify
phagosomes and lysosomes by immunoelectron mi-
croscopy. Lysotracker probes localised preferentially
within lysosomal compartments whereas phago-
somes were identified by transferrin receptors. Live
M. tuberculosis co-localised with transferrin-labeled
organelles upto 48hrs. Whereas M. leprae co-locali-
sation with transferrin was restricted to 6 hours only.
The phagolysosomal fusion event also differed with
both organisms, with viability of the organisms being
the pre-disposing factor during this phenomenon. In-
terestingly, M. leprae co-localised with acidic or-
ganelles up to 48 hours while M. ruberculosis con-
taining phagosomes resisted fusion with lysosomes.
Results indicate that although cultivable and non-cul-
tivable mycobacteria have evolved ways to circum-
vent the hostile environment of the macrophage, the
mechanisms employed by them are varied.
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DISTRIBUTION OF HLA CLASS 1l ALLELES IN
LEPROSY PATIENTS OF KAZAKH POPULA-
TION

L.V. Saroyants, M.N. Boldyreva, I.A. Guskova, A.A.
Juscenko. L.P. Aleksejev

Leprosy Research Institute, Astrakhan, Russian fed-
eration

Institute of Immunology. Moscow. Russian Federa-
tion

Genetic factors play a significant role in susceptibil-
ity to infectious diseases. A great number of investi-
cations to study HLA-antigenic distribution in lep-
rosy were carried out mainly on Orients and Hindu.
In Russia leprosy patients of Kazakh nationality are
next to Russian patients. Meanwhile, HLA-genetic
profile in leprosy patients of Kazakh population has
not been studied. Our work is aimed at studying dis-
tribution of class II HLA-antigens in Kazakh popula-
tion. Distribution of class 11 HLA-antigens of DRBI,
DQAT and DQBI loci was defined in 52 leprosy pa-
tients and 60 healthy non-relatives of Kazakh nation-
ality. HLA-genotyping was carried out by means of
PCR. It was stated that in leprosy patients DRB1-01
and DRBI-17 antigens occurred more frequently
(P<0,05). Frequency of DRBI-10, -09 and DQAI1-
601-alleles was considerably low as compared with
healthy persons. Relative risk (RR) of the discase
was 2.8 and 3.6 for DRBI-01 and —17. correspond-
ingly.. The data obtained permit to consider HLA-
DRBI1-01 and DRB1-17 antigens as genetic markers
of susceptibility to leprosy in Kazakh population.
Having regard to the fact that HLA-DRB1-17 allele
enters into serologically defined HLA-DR3-speci-
ficity that is defined as a marker of leprosy suscepti-
bility in different ethnic populations, one might sug-
gest that the highest risk of leprosy is associated with
increased frequency of haplotypes with above allele.
Thus, the observed peculiarities of distribution of al-
leles of HLA-loci strongly necessitate investigations
on HLA markers of diseases in different ethnic popu-
lations. It will permit a more accurate identification
of risk groups, on the one hand, and target searches
for universal markers of leprosy susceptibility. on the
other.
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DISTRIBUTION OF I CLASS HLA ALLELES IN
RUSSIAN LEPROSY PATIENTS

L.V. Saroyants, M.N. Boldyreva, I.A. Guskova, A.A.
Juscenko. L.P. Aleksejev

Leprosy Research Institute, Astrakhan, Russian Fed-
eration

Institute of Immunology, Moscow, Russian Federation

Distribution of DRB1, DQAT and DQB I-antigens of
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I class HLA was studied in 55 leprosy patients and
50 healthy non-relatives of Russian nationality.
HLA-genotyping was carried out in PCR. Leprosy
patients showed antigens DRBI-15, DRBI-16,
DQAI1-102, DQBI1-602/8 and DQBI1-502/4 with
more high frequency (P<0,05). Frequency of HLA-
DQA1-301 allele was significantly low in leprosy
patients as compared with healthy subjects. With cor-
rection for the number of test-antigens significant
differences maintained for alleles of HLA-DQAI-
102 and -DRB1-15 genes. A study of distribution of
haplotypes in leprosy patients showed increased fre-
quency of DRBI-15-DQA1-102-DQB1-602/8 and -
DRBI1-16-DQA1-102-DQB1-502/4 as compared
with control. At the same time frequency of DRB1-
11-DQA1-501-DQB 1-301-haplotype was low in lep-
rosy patients. Taking into account that HLA-DR1-15
and 16 alleles are a part of serologically detectable
specificity of HLA-DR2 which was earlier defined
by us as indicating leprosy susceptibility in Russian
population, one might suggest that the highest risk of
leprosy disease in Russian population should be as-
sociated with high frequency of haplotypes of the
above alleles. The results obtained permit to consider
HLA-DRBI1-15 and DQA1-102 molecules as genetic
markers of susceptibility to leprosy in Russian popu-
lation. Thus, investigation of distribution of allelic
loci of HLA-system when identifying specific haplo-
types significantly increase the effectiveness of
defining their associations with leprosy and, hence,
permit a more accurate identification of risk groups
based on genetic analysis.
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ESTUDO COMPARATIVO ENTRE REACAO DE
MITSUDA E FENOTIPAGEM HLA EM PA-
CIENTES HANSENIANOS: RESULTADOS PRE-
LIMINARES

Fabiana Covolo de Souza; Elaine Valim Camarinha
Marcos; Somei Ura; Maria Esther Salles Nogueira

Instituto Lauro de Souza Lima, Bauru — SP Equipe
Técnica de Imunologia E.mail: imunologia@ilsl.br

Sabe-se que na hansenfase as respostas imunolégicas
do hospedeiro determinam as formas clinicas da
doenca, verificadas pela rea¢ao de Mitsuda (teste in-
corporado como auxilio diagnéstico, principalmente,
dos grupos indeterminado e dimorfo). Do ponto de
vista genético, ha evidéncias de que o complexo
HLA seja o responsivel pelas diferentes formas da
doenca, mas ndo existem relatos de trabalhos que de-
screvam tal comparagao.

Desta forma, temos por objetivo verificar se existe
relagdo entre os resultados da reacio de Mitsuda, for-
mas clinicas da doenca e fen6tipos HLA encontrados
nos pacientes que compoe o estudo.

Realizamos, até o momento, tipagem HLA classe II
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por PCR-SSP, em 75 hansenianos caucasoides
(21HT; 26 HV: 28 HD) e comparamos os dados (fre-
qiiéncia HLA) com amostra da populagao caucaséide
do estado de Sao Paulo (n=142).

Dos 21 pacientes HT, 20 s@ao Mitsuda positivo e ap-
resentam freqiiéncia elevada do HLA-DR2 (52,4% x
19%): dos 26 pacientes HV, 24 sdo Mitsuda negativo
e apresentam freqiiéncia elevada do HLA-DQI (73%
x 50%): e dos 28 HD, 11 sdao Mitsuda positivo e 17
negativo, contudo, niao observamos freqiiéncia ele-
vada de qualquer fené6tipo HLA.

Outro dado verificado nos pacientes hansenianos, in-
dependentemente das formas clinicas, € a diminuigio
do HLA-DRS e DQ7. Acreditamos que se aumen-
tando o tamanho da amostra, poderemos confirmar as
associagoes observadas nesses pacientes.
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EVALUATION OF ADRENAL AND GONADAL
FUNCTIONS IN LEPROSY: COMPARISON TO
IMMUNE RESPONSE

AM. Leal, PK. Magalhaes, N.T. Foss, A.C. Moreira

Faculty of Medicine of Ribeirdo Preto of Sido Paulo
University.

Leprosy is a chronic inflammatory disease which not
only involves skin and peripheryc nerves but also en-
docrine organs. This disease has a clinical and patho-
logic spectral nature associated with distinct im-
munologic response. In the present study an attempt
has been made to assess the functional integrity of
the hypothalamic-pituitary-adrenal (HPA) and go-
nadal (HPG) axis and their relatonships with the im-
mune systems in leprosy. Ten multibacillary (MB, 40
3yr) and 8 paucibacillary (PB, 44 3yr) male untreated
patients and 10 healthy controls (31 2yr) were evalu-
ated. Day | at 9:00am: baseline plasma samples were
taken for cortisol, DHEA-S, LH, FSH, testosterone,
TNFao, IL1B, IL6 and human CRH test (1g/Kg iv)
was then performed. Day 2-9am, synthetic ACTH (1-
24,250g) was given IV and plasma samples were col-
lected at 60 minutes. After stimulation with hCRH
the plasma ACTH and cortisol area under the curve
(AUC, 15-120min) did not differ between controls
and patients. Compared to controls, total and net
ACTH (1-24)- stimulated cortisol levels were not
different. TNF and IL6 were significantly elevated in
MB and PB patients compared to controls (p0.01).
IL1 beta was not different between controls and pa-
tients. Plasma DHEA-S levels were significantly
lower in patients than in controls, but there was no
difference between MB and PB patients. A negative
correlation between DHEA-S and IL6 was ob-
served(r-0.48: p0.01). Although plasma testosterone
levels did not differ between controls and patients,
LH and FSH were significantly higher in MB than in
controls and PB patients. It was observed no correla-
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tion between plasma ACTH or cortisol AUC and In-
terleukins. Regarding the HPG axis, LH and FSH
levels were significantly correlated with 1L6 (r=0.46
and r=0.64, respectively; p0.01) and TNF (r=0.49
and r=0,67, respectively; p0.01).These data suggest
that DHEA-S, LH and FSH are best indicators of
HPA and HPG axis function in leprosy and may be
influenced by IL6 and TNFo.
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EVALUATION OF T CELL IMMUNE RESPONSE
TO THE ESAT-6 HOMOLOGUE OF Mycobacte-
rium leprae IN LEPROSY

Elizabeth P. Sampaio, Annemieke Geluk®*, Paulo
R.Z. Antas, Kees L.M.C. Franken®, Eliane B.
Oliveira, Kelly C. Pereira, Andreia M. Fortes, Eu-
zenir N. Sarno and Tom H. M. Ottenhoff*

§ Leprosy Laboratory 10C Fiocruz, Rio de Janeiro,
Brasil; #* Department of Immunohematology and
Blood Transfusion, Leiden University Medical Cen-
ter, The Netherlands

In contrast to the highly homologous mycobacterial
heat shock proteins, the ESAT-6 of M. leprae (L-
ESAT) only shows 35% identity with its homologue
in M. tuberculosis (T-ESAT). Based on the high
specificity of the T-ESAT for immunodiagnosis of tu-
berculosis (TB), even in BCG-vaccinated individu-
als, it is argued whether the ESAT homologue in M.
leprae could provide such a diagnostic reagent for
the detection of leprosy. Thus, the T cell response
against the recombinant protein L-ESAT was ana-
lyzed in Brazilian leprosy patients (n=23), TB pa-
tients (n=22), and healthy controls (n=15). Leprosy
patients were SLL, 6BL, 6 BT, and 6 reactional (RR).
PBMC derived from most M. leprae responding pa-
tients produced IFN following in vitro stimulation
with 10g/ml of L-ESAT (mean SEM = 384 + 125). A
total of 40% lepromatous patients did respond to L-
ESAT as compared to 83.3% tuberculoid, and 66.6%
of the RR. Concordant responses between L-ESAT
and whole M. leprae was found in 80% of the cases.
However, TB patients (57.1%) and healthy controls
either positive (62.5%) or negative (71.4%) tuber-
culin skin test responded equally well to L-ESAT.
Among the untreated TB patients (n=9), 66.6% re-
sponded to this antigen as did 50% of the treated TB
(n=12). In addition, no striking differences in IFN
levels induced by L-ESAT were found between pa-
tients and healthy controls derived from a tuberculo-
sis/leprosy-endemic area, which excludes the use of
L-ESAT as a diagnostic tool for leprosy

PI 26

EVALUATION OF THE 10 MINUTES ML FLOW
ASSAY USING WHOLE BLOOD

Abstracts of Congress

220A

S. Amador’, G.C. Gussenhoven', Edvaldo C.B.
Loureiro®, S. Biihrer-Sékula'

' KIT Biomedical Research, Meibergdreef 39, 1105
AZ Amsterdam, The Netherlands

2 JEC, Av. Almte Barroso, 492, Belem, Para.

We describe a further simplification of the ML Flow
assay for the detection of antibodies to phenolic gly-
colipid I (PGL-I) of Mycobacterium leprae by using
whole blood and evaluated the assay performance in
the leprosy endemic area of Belem in Brazil. The
agreement between results of the test performed us-
ing whole blood and sera was 85.9% (value= 0.7,
SE=0.042). This simple assay is proposed for classi-
fication of leprosy patients after clinical diagnosis
and identification of high-risk contacts of leprosy pa-
tients. Identifying and monitoring the contacts of lep-
rosy patients with higher risk of developing leprosy
may be a tool for the interruption of transmission of
leprosy, one of the main challenges for leprosy con-
trol.

The ML Flow assay is a fast and easy-to-perform
method for the detection of IgM antibodies to PGL-I
of M. leprae; it does not require any special equip-
ment and the highly stable reagents make the test ro-
bust and suitable for use in tropical countries.

PI 27

EXPRESSION OF ANTI-INFLAMMATORY AND
INFLAMMATORY CYTOKINES IN THE LE-
SIONS OF TIR PATIENTS DURING PRED-
NISOLONE TREATMENT

Sara Atkinson, Anna K. Andersson, David Little,
Saroj Khanolkar-Young, Sujai Suneetha and Diana
N.J. Lockwood

Department of Infectious and Tropical Diseases,
London School of Hygiene & Tropical Medicine,
Keppel Street, London, WCIE 7HT, United King-
dom

BPRC, Hyderabad, India

This study investigates effect of prednisolone (30mg
daily) on the expression of the cytokines in the le-
sions of patients with Type | reactions (TIR). The
hypothesis that the inflammatory cytokines observed
in TIR patients decrease with treatment and that the
anti-inflammatory cytokines are concurrently in-
creased has been tested.

Study: Skin biopsies were taken from 15 patients (6
BL and 9 BT) at time points (weeks 0, 1, 4 and 24)
during depleting prednisolone treatment. Immuno-
histochemical analysis of the expression of the cy-
tokines IFN-y, TNF-o, TGF-1, IL-6, 1L-12, IL-13,
IL-10 and iNOS were determined.

Results: The inflammatory cytokines (TNF-o., IFN-
Y. IL-12) levels were found to decrease with treat-
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ment (significantly by 4 weeks). This study also
demonstrates that the levels of the anti-inflammatory
cytokines IL-10 and IL-13 decrease (significantly by
4 weeks).

Conclusion: This work suggests that prednisolone
non-specifically down regulates the whole spectrum
of inflammatory cytokines rather than altering the
pro-/anti-inflammatory cytokine balance and that this
effect is not observed in skin lesions until 4 weeks af-
ter the start of treatment..
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EXPRESSION OF PERFORIN MRNA AT THE LE-
SION SITE IN LEPROSY REACTION

Geraldo, N.T.R.; Teles, R.M.B.; Nery, J.C.A.; Sarno,
E.N.; Sampaio, E.P.

Introduction: Perforin is a cytolytic pore-forming
protein that colocalizes with granulysin in cytotoxic
granules, and is responsible for the cytolytic activity
of CD8*T cells. Perforin mRNA was detected in lep-
rosy lesions and enhanced expression of perforin in
the blood of patients with reaction (erythema no-
dosum leprosum, ENL and reversal reaction, RR)
was also described.

Objective: To investigate the expression of perforin
mRNA at the site of the leprosy lesion in patients
with reaction and its induction following M. leprae
stimulation in vitro.

Methods: Skin biopsies of 12 leprosy patients (10
BL and 2 LL) were collected and total RNA was ex-
tracted. For the in vitro experiments, PBMC was ob-
tained from 5 patients, and kinectic cultures were es-
tablished. Following RNA isolation, RT-PCR for
perforin was performed, and the amplified products
analyzed through electrophoresis in agarose gel.

Results: When comparing patients with reaction,
ENL patients are likely to show higher relative
amounts of perforin mRNA in the lesion than pa-
tients with RR. In addition, around 50% of the RR
patients (n=7) expressed perforin message in the der-
mis, whereas, 100% of the ENL (n=3) were positive
for this cytolytic mediator. Four of these patients
were also evaluated during treatment for reaction and
down-regulation of perforin mRNA was noted in 2
individuals. Kinectic evaluation of perforin mRNA
following M. leprae stimulation showed to be similar
for that of TNF-o as it peaks around 3h after adding
the stimulus.

Conclusions: Perforin mRNA is expressed in the
dermis of the reactional leprosy lesion. The present
data suggest that cytotoxic mechanisms may play a
role in the pathogenesis of reaction in leprosy.
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GANGLIOSIDE IMMUNO ASSAY EVALUATION
FOR LEPROSY PATHOLOGICAL DAMAGE

Sardella, 1.G., Schwerer, B., Saad, M.H.F.

Leprosy Laboratory, FIOCRUZ, RJ, Brazil), Neurol-
ogy Institut, Wien University, Austria

In some forms of motor neuron diseases and periph-
eral neuropathy the occurrence of high titers of anti-
body against Gm1 gangliosyde has been described.
Gml is an acid glycolipids composed of lipid and
carbohydrate moieties. The carbohydrate portion of
ganglioside contains sugars (gal and gluc) and sialic
acid. The carbohydrate portion of the gangliosyde
could be the epitope in autoimmune reactions caused
after nervous damage. Leprous neuritis caused by
Mycobacterium leprosy is the most common periph-
eral neuropathy in developing countries. Since lipids
such as gangliosydes, cerebrosides and sulfatides are
known to be immunogenic and are present in periph-
eral nerve and perhaps the nerves are the first system
to be attacked by M. leprae presenting along of the
time irreversible damage, we investigate the exis-
tence of an auto antibody response to ganglioside in
leprosy patients using Gmlantigen (monosialogan-
glioside). Elisa Anti-Gm1 antibodies (IgG, IgM and
IgA) were measured in sera from leprosy patients,
household contacts and healthy individuals. Compar-
ison of anti-Gm1 IgG, IgM and IgA rates between
leprosy patients and healthy individuals did not show
significant statistical difference (p>0.05). Antibodies
levels were very low, 84% (85/101) of leprosy sera
showed A E<0.1 and only 3% (03/101) presented A
E>0.1. With Household contacts and Normal results
were similar: 43% (21/49) showed A E<0.1 and 8%
presented A E>0.1. Most of the sera presented high
background; this could be, perhaps, by the use of de-
tergent tween 20 in the block and washing solution.
In fact Anti-Gm1 antibodies do not have value for
evaluate pathological damage in leprosy.

Support: CNPq, FAPERJ
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HEPATITIS B AND C INFECTION AMONG LEP-
ROSY PATIENTS ATTENDING THE SANATO-
RIUM OF FONTILLES (SPAIN)

J.M.
Nogueira?, J.C. Navarro®

'Sanatorium San Francisco de Borja, Fontilles; > Ser-
vicio de Microbiologia, Hospital Universitario Dr
Peset.

A possible association between infection by hepatitis
viruses B (HBV) and C (HCV) and leprosy has been
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proposed. Hepatitis B (HBV) and hepatitis C (HCV)
viruses are transmitted by blood (transfusions, par-
enteral injections) possibly sexual contacts and prob-
ably other unknown routes. They can cause chronic
liver disease. Populations with increased risk of these
viral infections, specially patients with hemophilia
and on hemodialysis have been identified. Patients
with leprosy possibly also form a high risk group be-
cause of skin lesions, blood transfusions and confine-

ment in institutions during prolonged periods of

time. Some consider that the 2 polar forms of leprosy
(tuberculoid and lepromatous) provide a model of in-
teraction between cellular immunity and the hepatitis
viruses.

In this study, the distribution of HBV and HCV virus
markers were evaluated in 214 leprosy patients
mostly long term institutionalised in the Sanatorium
of Fontilles and compared with matched controls, us-
ing the same protocols required for screening of
blood donors. Initially, two third generation mi-
croparticle enzyme immunoassays and positive re-
sults were confirmed by PCR methods.

The HBsAg and HCV positivity rates were 6% and
35% respectively, significantly higher than in the
corresponding control groups (2% and 3.5%). The
influence of possible risk factors (blood transfusion,
confinement in leprosaria during prolonged periods
of time, open skin lesions etc.,) on this group of pa-
tients is discussed.

PI 31

HUMAN T CELL RESPONSES TO PEPTIDES OF
THE Mycobacterium leprae 45-KDA SERINE-
RICH ANTIGEN

S. Brahmbhatt', R. Hussain®, S. Zafar®, G. Dawood®,
T.H.M. Ottenhoft>, J. W. Drijthout®, G. Bothamley®,
S. Smith', F. Vega Lopez’, H.M. Dockrell'

'London School of Hygiene & Tropical Medicine,
London WCIE 7HT, UK; *Aga Khan University, PO
Box 3500, Karachi 74800, Pakistan; *Marie Adelaide
Leprosy Centre, PO Box 8666, Karachi 74400, Pak-
istan; *Masoomeen Hospital, Karachi 53, Pakistan;
Leiden University Medical Centre, Postbus 9600,
2300 RC Leiden, The Netherlands; “Homerton Hos-
pital, London E96 SR, UK: "The Middlesex Hospi-
tal, London, WIN 8AA, UK.

In order to identify T cell epitopes within the Myco-
bacterium leprae 45-kDa serine-rich antigen, T cell
responses to overlapping 17-mer peptides encom-
passing the whole antigen were analysed in non-ex-
posed UK controls, Pakistani leprosy patients and tu-
berculosis patients in both the UK and Pakistan. This
antigen has been described as M. leprae-specific, al-
though it has a hypothetical homologue in Mycobac-
terium tuberculosis. Peripheral blood mononuclear
cells were stimulated with peptide for 5 days and
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IFN-y measured in supernatants by ELISA. Some
peptides were more frequently recognised by T cells
from tuberculoid leprosy patients than those from
UK controls, suggesting that such T cell epitopes
might have diagnostic potential. Short-term cell lines
and flow cytometry confirmed specific T cell recog-
nition of these peptides. However, T cells from many
tuberculosis patients also recognised these poten-
tially specific peptides suggesting that there could be
a true 45-kDa homologue present in M. tuberculosis,
or that tuberculosis patients living in a leprosy-en-
demic area have also been exposed to M. leprae.

PI 32

IDENTIFICATION AND CHARACTERIZATION
OF THE ESAT-6 HOMOLOGUE OF M. leprae
AND T CELL CROSSREACTIVITY WITH M. tu-

berculosis

Annemieke Geluk*, Krista E. van Meijgaarden®,
Kees L.M.C. Franken*, Yanri W. Subronto’, Brigitte
Wieles*, Sandra M. Arend"", Elizabeth P. Sampaio®,
Tjitske de Boer*, William R. Faber!, Ben Naafs®, and
Tom H. M. Ottenhoff

*Department of Immunohematology and Blood
Transfusion, “Department of Dermatology and YDe-
partment of Infectious Diseases, Leiden University
Medical Center, The Netherlands, "Department of
Dermatology, Amsterdam Medical Center, The
Netherlands, *Leprosy Laboratory 10C Fiocruz, Rio
de Janeiro, Brazil.

The present study describes the identification and
characterization of M. leprae ESAT-6 (L-ESAT), the
homologue of M. tuberculosis ESAT-6 (T-ESAT). T-
ESAT-6 is expressed by all pathogenic strains be-
longing to the M. tuberculosis complex, but absent
from virtually all other mycobacterial species, and is
a promising antigen for immunodiagnosis of TB.
Therefore, we have analyzed whether L-ESAT-6 rep-
resents a similarly powerful tool in leprosy, by exam-
ining T cell responses against L-ESAT-6 in leprosy pa-
tients, TB patients and exposed or non-exposed
healthy controls from leprosy/TB endemic and -
nonendemic areas. L-ESAT-6 was recognized by T
cells from leprosy patients, TB patients, TB patients’
contacts and healthy individuals from a TB/leprosy
endemic area, but not by non-M. tuberculosis, non-M.
leprae-exposed individuals. Moreover, M. leprae-un-
responsive leprosy patients failed to respond to L-
ESAT-6. A very similar pattern was seen in case of T-
ESAT-6. These results show that L-ESAT is a potent
M. leprae antigen that stimulates T cell-dependent
IFN-y production in a large proportion of M. leprae-
exposed individuals. Moreover, our results suggest
the existence of significant cross reactivity between
T- and L-ESAT-6, which has implications for the use
of ESAT-6 as diagnostic tool for diagnosis of leprosy
and TB in areas endemic for both diseases.
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IMMUNE SERIC PARAMETERS IN LEPROSY
REVERSAL REACTION

Sales, A.M.: Nery, J.A.C: Oliveira, R.B.: Machado,
P.; Scheinberg, M.; Sampaio, E.P.; Sarno, E.N.

Leprosy Laboratory, Oswaldo Cruz Foundation
(FIOCRUZ), Rio de Janeiro, R.J., Brazil

Introduction: It is well known that reactions are
commonplace occurrences during the course of lep-
rosy disease representing a clinical challenge in view
of the immune response involved. In terms of im-
munology, the acute clinical episodes taking place in
some chronic diseases are attributed to an exacerba-
tion of the immune-inflammatory response expressed
through seric and cellular markers, which are clini-
cally evaluated, for example, by way of the erythro-
cyte sedimentation rate (ESR), reactive protein C,
and nuclear activity factor. Other markers, like
Neopterin, B2-microglobulin, and tumor necrosis
factor (TNF) have recently been shown to also be
significant in this context. In leprosy, however, while
the Lepromin test and the linfoproliferative assay are
capable of confirming exacerbation of the immune
response, no clinical or laboratory evidence has yet
been reported to uphold this claim.

Objective: To evaluate the serum markers used to
assess immunological activity during and after rever-
sal reaction (RR).

Material and Methods: The first reactional episodes
of 21 multibacillary (MB) leprosy patients who de-
veloped RR during specific MDT treatment were
studied. The patients were classified according to the
Ridley and Jopling criteria, having been submitted to
routine clinical, histopathological, bacteriological,
and immunological tests at diagnosis and then at the
onset of a reactional episode. Neopterin and [2-mi-
croglobulin levels, tumor necrosis factor, and soluble
TNF-o. receptors 1 and 2 were likewise assessed at
the beginning of the RR episode and after treatment.

Results: Slightly over 90% (90.5%) of the first reac-

tional episodes occurred during the first year of treat-
ment; and the great majority of the patients (71,4%)
experienced only one. During reaction, increased
levels of the studied markers, which declined after
treatment, were observed. Increased values of
neopterine (66,6%) were seen more frequently dur-
ing RR than were other markers, such as f2-mi-
croglobulin (62%). The levels of these two markers
showed a statistically significant (p= 0,007 and
p=0.01, respectively) regression pattern subsequent
to RR treatment.

PI 34

IMMUNOEPIDEMIOLOGICAL MONITORING OF
LEPROSY

International Journal of Leprosy 2002

A.A. Juscenko, M.N. Dyachina, V.V. Duiko, O.V.
Degtyarev, V.P. Tsemba

Leprosy Research Institute, Astrakhan, Russian Fed-
eration

Identification of risk groups for leprosy discase
among contacts and population of regions with spo-
radic cases of leprosy is rather topical. Survey was
carried out of 316 household contacts with leprosy
cases and 516 inhabitants of Astrakhan region where
sporadic cases of leprosy are registered. Epidemio-
logical monitoring involves specific serological diag-
nosis (ELISA) and skin tests. In DIS-BSA-based
ELISA anti-PGL-1 antibodies and antibodies against
M. leprae sonicates were determined. DTH response
to lepronin (Leprosy Research Institute, Astrakhan,
Russia) and leprosin A (WHO Bank) was deter-
mined. As controls 150 volunteers out of inhabitants
of non-endemic for leprosy regions of Russia were
used. Among 316 contacts 39 subjects showed posi-
tive serological results (12,3%), and among 516 in-
habitants anti- M. leprae antibodies were observed in
9 cases (1,7%). Levels of anti-PGL-1 antibodies
(0,23+0,05) and anti-M. leprae antibodies (0,27 +
0,12) in contacts significantly differed from indices
in control subjects (0,08 = 0,04 and 0,13 = 0,01, re-
spectively. Serologically positive contacts were in-
vestigated each 6 months during 2 — 2.5 years. Con-
tacts with permanently high titers of antibodies
against M. leprae were given additional 6-months’
course of preventive therapy resulting in serological
conversion in some of them. Among 138 contacts
28% gave a positive reaction to lepronin and 35% -
to leprosin A (coincidence for the two antigens —
81%). Whereas among 419 inhabitants positive reac-
tions to lepronin were observed in 21% and to lep-
rosin A — in 18% (coincidence for the two antigens —
88%. Thus, the data of serological monitoring and
skin testing of household contacts and general popu-
lation of leprosy endemic regions favor for identifi-
cation of risk groups and might serve as additional
characteristic of epidemiological situation in a re-
gion.
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IMMUNOLOGICAL PROPERTIES OF THE Myco-
bacterium leprae HLP PROTEIN

Rodrigues. L.S., Antunes, S.L..G., Lima, M.C.B.S.,
Martins, M.V.B.S., Sarno, E.N., Pessolani, M.C.V.

Leprosy Laboratory, Oswaldo Cruz Institute,

FIOCRUZ, Rio de Janeiro, Brazil

Mycobacterium leprae Hlp (histone-like protein) is a
cationic protein that is able to bind the laminin o2
and other extracellular matriz proteins present on the
surface of Schwann cells (Marques et al., Microbes
and Infection. 2:1407, 2000). Besides its potential
role as a M. leprae adhesin, it has been reported that
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a Hlp found in a number of Streptoccocus species
may play a role in the pathogenesis of bacterial-in-
duced tissue inflammation (Choi et al., Clin. Im-
munopathol. 76:68, 1995). In this context, it has been
speculated that Hlp can accumulate within the basal
lamina of infected nerves inducing tissue damage in
leprosy. To elucidate its potential role in the im-
munopathogenesis of leprosy, the present study in-
vestigated the immunological properties of Hlp and
its expression in infected tissues. Hlp was able to
elicit high levels of IFN-y secretion in mononuclear
cells isolated from bordeline tuberculoid leprosy pa-
tients. Experiments are under way to determine the
capacity of Hlp to induce TNF-o. secretion in the
same cultures. Additionally, the presence of antibod-
ies specific to Hlp was detected in leprosy patient’s
sera, indicating that this protein is able to induce both
cellular and humoral immune responses in M. leprae
infected individuals. Immunohistochemical analysis
using a specific antibody anti-Hlp showed that the

protein is expressed in the cutaneous infiltrates of

leprosy lesions as Hlp-positive phagocyted materials
inside macrophages. These data indicate that Hlp is
immunogenic and could contribute to tissue inflam-
mation in leprosy. Currently, we are analysing the
presence of Hlp in nerve biopsies to define its poten-
tial role on the persistent inflammation and delayed
sequelae observed following M. leprae endoneural
infection.

Supported by CNPq and NIH.
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lMPORTANClA DAS PROVAS INFLAMA-
TORIAS INESPECIFICAS NA EVOLUCAO DO
TRATAMENTO DA HANSENIASE MULTIBA-
CILAR

Augusto S. Monteiro Jr, Fabiana M. Silva, Sarah
Saul, Vania S. Manso, Sidney de Souza Lima

Hospital Infantil Darcy Vargas. Rua Seraphico de
Assis Carvalho, 34- Morumbi cep 05614-040 Fone
37233753

O sistema imune responde geralmente a agentes
lesivos animados, microorganismos, com a produgio
de anticorpos e células sensiveis. Anticorpos sdo pro-
teinas originadas na progénie dos linfécitos B, os
plasmécitos,caracterizados como globulinas.e por-
tanto pela alteragiio dos seus niveis plasmadticos po-
dem caracterizar a presenca de infecciio, embora se
compreenda de forma inespecifica.

Uma infec¢do pode ser rastreada quanto a sua
evolucio através da repeti¢iio destes exames que po-
dem evidenciar a melhora ou n@o do processo infec-
cioso,no caso a hansenfase multibacilar.

Nosso servico pela simplicidade do armamentério di-
agnostico laboratorial disponivel tem lan¢ado mao
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daquilo que chamamos de “provas funcionais de pro-
tefnas inflamatdrias™, acrescidas do leucograma para
evidenciar leucocitose.

Os resultados obtidos mostram que de uma forma
mais simples, em servicos mais periféricos de,cont-
role da Hansenfase, este rastreamento pode ser uma
forma a mais de consolidar a alta clinica.

O estudo foi realizado na Unidade Bdsica de Satde
de Itapevi, estado de Sao Paulo, onde foram acom-
panhados 23 pacientes multibacilares. Foram solici-
tadas provas inflamatérias durante o curso de trata-
mento. De acordo com o estudo pudemos evidenciar
que 0s Unicos exames que parecem estar relaciona-
dos com critérios para alta de multibacilares sdo pro-
teina C reativa (positiva em 40% dos casos) eVHS
(positiva em 60%)
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INDUCTION OF CELL DEATH (APOPTOSIS) BY
TNFo. AND TGFJ IN A HUMAN SCHWANN
CELL LINE IN VITRO

Oliveira R.B., Sampaio E.P., Sarno E.N.

Leprosy Laboratory, Oswaldo Cruz Insitute,
FIOCRUZ. Avenida Brasil 4365, Manguinhos, Cep
21045-900, Rio de Janeiro, RJ, Brasil

A major complication in leprosy is the development
of deformities along the chronic course of disease. In
the present study, we used a human malignant
Schwann cell line to characterize mechanisms of cell
death in vitro. The ST88-14 tumor cell line was es-
tablished from malignant schwannoma of neurofi-
bromatosis (NF1) patient. The cells (SC) were grown
in complete RPMI medium. The purity of Schwann
cells was assessed by morphologic examination
through Wright Giemsa, toluidine blue staining and
S-100 protein. In the present study, we investigated
physiological and morphological characteristics of
ST8814. Cytokine gene expression and secretion was
assessed by RT-PCR and ELISA respectively. Con-
stitutive mRNA (for TNFo, TNF-R1, TNF-R2, IL-8,
ICAM-1 and c-fos) was present in these cultured
cells. Albeit TNFo. gene expression was detected, no
TNFa protein was observed in culture supernatants.
However, soluble TNF-RI and TNF-R2 were re-
leased in the culture medium. FACS analysis demon-
strate, for the first time, expression of both TNF-R on
the human SC surface. When SC were cultured in the
presence of TNFo. (10ng/ml) and TGFL (40ng/ml),
around 30% of cell death was detected in vitro, a 3
fold enhancement when compared to the unstimu-
lated cultures. No significant effect was noted when
either TNF or TGFl were used as the stimulus. In or-
der to determine whether the sinergistic effect of
TNF and TGF! leads to apoptosis in vitro, adherent
and free cells in the culture medium were stained
with propidium iodide and analyzed by flow cytom-
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etry. Preliminary results demonstrate an increase in
the subdiploid peak in cells cultured in the presence
of TNF/TGF as compared to the controls. The pres-
ent data indicate that expression of the TNF and
TNF-R genes in the SC may have implications in the
pathogenesis of nerve damage in leprosy and induc-
tion of cytokine-mediatted SC death in vivo.
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INHIBITION OF M. leprae-INDUCED APOPTO-
SIS AND CYTOKINES PRODUCTION BY
THALIDOMIDE AND ANALOGUES

Elizabeth P. Sampaio, Daniel S. Carvalho, Jorgenilce
S. Sales, Eliane B. Oliveira, Tatiana O. Fulco, Ro-
drigo C. Peres, Paulo R. Z. Antas, Shannon E. J. e
Euzenir N. Sarno

Leprosy Laboratory, 10C/FIOCRUZ, Av. Brasil
4365, Manguinhos, Rio de Janeiro, Brasil. E-mail:
esampaio @ gene.dbbm.fiocruz.br

One of the clinical manifestations of leprosy is the
erythema nodosum leprosum (ENL) characterized by
enhanced TNF levels. IFN and IL.-12 were shown to
be up-regulated during the reactions and are likely to
be involved in the high TNF production in response
to M. leprae in vivo. The use of thalidomide (THAL)
in the treatment of several pathologies has been de-
scribed by several authors. The search for new stable
analogues with increased effectiveness and lower
side effects has been requested. In order to conceive
the mechanisms of THAL action, the M. leprae-in-
duced production of IL-12 and TNF (secretion and
mRNA synthesis), and its impact on cell death was
investigated in cells culture. PBMC was stimulated
with irradiated M. leprae (10g/ml) in the presence of
THAL and analogues (25g/ml). RT-PCR performed
of cultured cells 3h after stimulation displayed a de-
creased TNF and IL-12 mRNA by effects of THAL
and N-hydroxyphtalimide (NH). After 20h of cul-
ture, TNFou production (2306 190pg/ml, n=5) was
decreased by THAL (64 + 12%), NH (81 + 8.7%)
and N-butylphtalimide (NB, 48 + 4.4%). N-methyl-
ethylketonephtalimide (NK) showed no effect so far.
Analysis of intracellular cytokine staining demon-
strated an enhancement in TNF positive cells for
both CD4* and CD8* T subsets induced by M. lep-
rae, which was higher in the former group (3.7 +
0.8% Vs. 1.3 = 0.3%). In the presence of THAL,
CD8* T cells seem to be more affected than CD4* T
cells. When incubated with THAL, analysis of the
rate of apoptosis induced by M. leprae in monocytes
showed a reduction of 58,3%. Our preliminary data
indicate that THAL, NB and NH lead to inhibition of
pro-inflammatory cytokines on both monocytes and
T cells, and the potential role to modulate M. leprae-
induced features is evidenced.

International Journal of Leprosy
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INVOLVEMENT OF B CELLS IN LOCAL IMMU-
NITY OF LEPROSY PATHOLOGY

Sengupta U."?, Moens A.>*, Mohanty K.', Katoch
K.', Faber W.R.*, Bellone A.*, Fleury R.!, Naafs
B.>*% and Das P.K.>*

'Central JALMA Leprosy Institute, Agra, India;

Departments of *Pathology and ‘Dermatology Aca-
demic Medical Center UvA, Amsterdam, The
Netherlands;

“Instituto “Lauro De Suza Lima”, Bauru, Brazil;

‘Department of Dermatology Leiden University
Medical Center (LUMC), Leiden, The Netherlands.
Mycobacterium leprae responsive T cell subsets are
regarded to control the clinical and immunological
spectrum in leprosy. On the otherhand, the longlast-
ing m.leprae specific antibodies are diagnostically
important, despite approximately 60% of paucibacil-
lary (PB) patients can not be diagnosed by sero anti-
body assays. Low level of systemic antibody in PB
patients can be due to the absence of optimal anti-
genic load in circulation that is needed for stimulat-
ing circulating B cells. Moreover, it is not understood
why the PB lesions show continued clinical activity
long after stopping the treatment. Since it is believed
that appropriate quantum of immunologically de-
fined both Thl and Th2 cells exist in these PB pa-
tients, it is not known whether subsets of B cells are
locally present. Further it remains unknown whether
these also present B cells can be activated by the in
situ persistence of m.leprae antigens and thus caus-
ing reactivation of the disease. Interestingly role of
specific T cells in skin inflammation is studied exclu-
sively but the participation of B cells in skin has not
been studied.

In this study, we report the presence of B cell subsets
as identified immunohistochemically by means of
monoclonal antibodies e.g. CD20, CD79 and Syndi-
can-1(CD138), that are involved in local interaction
with residual m.leprae antigens and other immune
cells e.g. T cells and subsets of antigen presenting
cells (APC). We analysed the immune infiltrates and
antigen expressions in both skin and nerve biopsies of
leprosy patients originating from Brazil, India and
The Netherlands. Our results show that all the subsets
of B cells e.g. CD20*/CD79*/CD138, CD20/CD79*/
CDI138, CD20*/CD79/CDI138 and CD20/CD79/
CD138 cells are present in varying proportion and
distribution in both skin and nerve lesions. The often
presence of these B cells and persistent presence of
m.leprae antigens are seen microscopically interact-
ing with T cells and APC in both nerve and skin. We
hypothesise that locally produced antibodies by these
B cells may play an important effector role together
with T cells and APC in the dynamicity of leprosy
pathology.
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M. leprae INDUCED APOPTOSIS PARALLELS A
DOWN REGULATION OF CD14

Hernandez. M.O.. Shannon, E.J.*, Sarno, E.N., Sam-
paio, E.P.

Leprosy Laboratory, Oswaldo Cruz Foundation-
FIOCRUZ, Rio de Janeiro — Brazil.
Baton

*Veterinary ~ Medical ~ School,

Louisiana — USA.

Rouge,

Until very recently, the function of CDI4 was
thought to be limited to innate immunity, as the ma-
jor endotoxin receptor. Nowadays, a role for CD14 in
the regulation of monocyte apoptosis is being re-
ported. It has been shown that down regulation of
CD14 or its removal triggers apoptosis, whereas up-
regulation promotes survival. Since our previous re-
sults indicate that M. leprae induces monocyte-de-
rived macrophages (MDM) apoptosis in a dose
dependent manner, the expression of CD14 in MDM
stimulated with increasing concentrations of M. lep-
rae or LPS was monitored by flow cytometry. When
dead M. leprae (1g/ml) or LPS were added to cul-
tures for 2 days an up-regulation of CD14 and an in-
crease in cell viability was observed. However, when
higher amounts of the bacteria (10 or 20g/ml), re-
ported to induce apoptosis, where used. a down reg-
ulation of CD14 expression was noted after the same
period of culture. When live M. leprae was used a
similar profile in CD 14 expression was detected. Our
results indicate a selective and progressive CD14
down regulation, which parallels apoptosis induced
by dead M. leprae in MDM, suggesting that CD14
down regulation is an early signal of cell death, as
previously reported for MTB.
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MATURE DENDRITIC CELLS INFLUENCE
THI/TH2 CYTOKINE PROFILES IN STABLE
LEPROMATOUS LEPROSY PATIENTS

Nalini Vemuri*, R.K. Jain M.J. Colston# and 1.
Nath*

*Immunology Laboratory, Biotechnology Depart-
ment, Anatomy Department, All India Institute of
Medical Sciences, New Delhi, India; **Dermatology
Department, Safdarjung Hospital, New Delhi. India:
#National Institute of Medical Research, Mill Hill,
London.

The role of dendritic cells (DC) in immune response
to M. leprae antigen was investigated in lepromatous
leprosy patients. Dendritic cells (DC) are unique
antigen presenting cells specialised in antigen cap-
ture and triggering adaptive immune responses. Im-
mature DCs act mainly to capture antigens whereas
mature DCs acquire high lenvels of MHC class /11
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and co-stimulatory molecules, present antigens and
initiate T cell and B cell responses. The role of both
populations of DCs in Th cell differentiation in lep-
rosy was evaluated. Co-expression of Th cytokines
IFNy and IL4 and regulatory cytokines IL10 and
IL12p40 was compared in antigen stimulated periph-
eral blood mononuclear cells (PBMCs), T-cells re-
constituted with autologous monocytes (Mo), T-cells
reconstituted with immarure DC (high intracellular
MHC I, low CD83 and p55) and T-cells reconsti-
tuted with mature DC (CD11C+, high surface MHC
I1, high CD83 and p55) by conventional and Real
Time fluorogenic based RT-PCR (Reverse Transcrip-
tion Polymerase Chain Reaction) and by ELISA. Re-
constitution of purified T-cells with autologous Mo
and immature DC resulted in down regulation of 1L4
and IL10. On the other hand reconstitution of puri-
fied T cells with mature DC resulted in upregulation
of IFNy and dysregulation of 1L4. The fact that stim-
ulation of different populations of DCs could alter
the cytokine profile in reconstituted cultures, sug-
gests that they may have a varied influence on the
imuunological stablity of this disease.
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MODULATION OF CYTOKINE RESPONSE TO
POLYCLONAL AND MYCOBACTERIAL STIM-
ULI BY THE PHENOLIC GLYCOLIPID-I(PGLI)

Esquenazi D.A."*, Alvim LM.P."?, Guimaraes M. da
S.M.', Santos S.L.C.!, Nery J.A.C.", Sarno E.N.!,
Pessolani M.C.V." and Pereira G.M.B.'?

'Leprosy Lab, IOC-FIOCRUZ;

‘Lab of Immunopathology, FCM-UERIJ: Rio de
Janeiro, Brazil

Previously, PGLI has been shown to inhibit T cell ac-
tivation parameters and to enhance TNF-ou produc-
tion by M. leprae-engulfing mononuclear phago-
cytes. In order to further assess the role of PGLI in
cytokine production, peripheral blood leukocytes
from healthy volunteers, tuberculoid and leproma-
tous leprosy patients were stimulated in vitro (ConA,
M. Leprae, PPD), in the presence of PGLI, and the
levels of 6 cytokines (IFN-o, TNF-cr, IL-2, 1L-4, IL-
5 and IL-10) were evaluated in the culture super-
natants, using the cytokine bead array flow cytomet-
ric method and ELISA. In the presence of PGLI,
IFN-y levels were reduced/absent in ConA and M.
Leprae-stimulated wells, but unafected or increased
with PPD. PGLI reduced TNF-o. in response to
ConA, but markedly enhanced this cytokine concen-
tration when added to M. Leprae-stimulated wells.
PGLI inhibitory actions were not associated to in-
crease in IL-10 levels. The observed effects of PGLI
were seen in the patients and healthy volunteers.
Taken together these observations show that PGLI
effects change with different stimuli, perhaps reflect-
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ing a different sensitivity to PGLI by the leukocyte
subsets and/or pathways involved in cytokine pro-
duction induced by ConA and these mycobacterial
stimuli.

Supported by PROATEC-UERJ, PADCT/CNPq, and
FAPERIJ.
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NIVEIS DE OXIDO NITRICO EM PLASMAS DE
PACIENTES HANSENIANOS

Luiz Cosme Cotta Malaquias', Fabiana Magalhaes
Coelho', Daniela Aquino Dusi de Nazareth', Fran-
cisco Carlos Félix Lana’, Simone Teixeira®, Fran-
cisco Carlos Pereira®, Regina Licia Barbosa Cypri-
ano* e Alexandre Castelo Branco®

'Faculdade de Ciéncias, Educacdao e Letras/UNI-
VALE, Gov. Valadares, MG, Brasil;

’Escola de Enfermagem/UFMG, Belo Horizonte,
MG, Brasil.

Secretaria Municipal de Satde, Gov. Valadares,
MG, Brasil.

“Policlinica Central Municipal de Saide, Gov. Val-
adares, MG, Brasil

As infec¢oes causadas por parasitos intracelulares
obrigatérios tais como o Mycobacterium leprae sao
contidas pela imunidade celular. Os pacientes porta-
dores desta infecc@o apresentam um variado espectro
de manifestagdes clinicas, o que reflete o estado
imunoldgico em que se encontram. Pacientes multi-
bacilares podem apresentar alta bacteremia em vir-
tude de uma resposta imune celular deficiente. Por
sua vez, pacientes paucibacilares apresentam baixa
bacteremia associado a uma resposta imune celular
eficiente. A producao de reativos intermedidrios do
oxigénio e do nitrogénio por macréfagos ativados €
crucial para o desenvolvimento da imunidade contra
microrganismos intracelulares. Este estudo tem por
objetivo quantificar os niveis de 6xido nitrico (NO)
em plasmas de pacientes portadores das diferentes
formas clinicas da Hanseniase. A quantificacdo de
NO serd realizada indiretamente através da medida
de nitritos e nitrados. Metodalogia: 50 L das
amostras de plasmas diluidos em dgua foram incuba-
dos overnight com uma mistura contendo FAD,
NADPH e nitrato redutase. As amostras foram de-
sproteinadas por ZnSO4. A seguir, 100 L das
amostras em duplicatas foram misturadas com 100 L
do reagente de Griess e a absorbancia determinada
em leitor de ELISA. Os resultados expressos em
M/mL foram obtidos pela extrapolacio de uma curva
padrao com NaNO2. Resultados: os niveis de NO
encontrados nos plasmas dos pacientes foram: pau-
cibacilares: 218,8 M/mL (n=3), multibacilares: 183,4
M/mL (n=10) e controles sadios: 217,7 M/mL
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(n=10) respectivamente. Conclusao: os resultados
sugerem nao haver diferengas significativas nos
niveis séricos de NO entre pacientes hansenianos e
controles sadios.

Apoio Financeiro: FAPEMIG
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PARACOCCIDIOIDOMICOSE E HANSENIASE:
RELATO DE CASO

Ana Regina Alencar Santos, Clarisse Zaitz, Clarice
Marie Kobata, Juliana Rogério Prado

Clinica De Dermatologia Da Santa Casa De Miser-
icérdia De Sao Paulo

Rua Cesdrio Motta Junior, 112 Cep:01221-020 Vila
Buarque, Sao Paulo

clakobata @yahoo.com

Paciente masculino, negro, 44 anos, natural de Teo-
filo Otoni- MG, procedente de Sdo Paulo.

Procurou nosso servigo em Dezembro de 1999 apre-
sentando dermatose localizada em dngulo esquerdo
da boca e lingua caracterizada por exulceragdao com
cerca de 2 cm de diametro, de limites irregulares,
mal delimitadas em cuja superficie se observava ex-
sudato seropurulento e crostas hemdticas.

O diagnostico de Paracoccidioidomicose foi confir-
mado pelo exame micolégico direto e cultura para
fungos.

Foi introduzido o tratamento com cetoconazol,
porém o paciente abandonou o tratamento.

Em Julho de 2001 procurou o servi¢o de Otorrino-
laringologia com queixa de rouquiddo progressiva e
perda ponderal de 5 kg. Na mucosa nasal foi obser-
vado lesao ulcerosa infiltrativa e exsudativa.

Na mesma época retornou ao nosso servigo.

Ao exame dermatolégico observou-se: dermatose
disseminada caracterizada por nédulos e placas que
variavam de 2 a 7 cm de diametro.Face infiltrada, n6-
dulos em pavilhdes auriculares e madarose.

Na regido de sulco nasogeniano e axila direita nédu-
los ulcerados com cerca de 2 cm de didmetro.
Baciloscopia com bacilos dlcool dcido resistentes
isolados e em globias.

Exame micoldgico direto e cultura para fungos posi-
tivos para Paracoccidioidomicose.

Exame anti-HIV negativo.

Iniciou-se tratamento com poliquimioterapia esquema
multibacilar para Hanseniase Virchowiana e Itracona-
zol 100 mg ao dia para Paracoccidioidomicose.
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Trata-se de uma associacdo rara de duas doencas in-
fecto contagiosas, com mecanismos imunolégicos
distintos, onde o paciente apresenta a forma cronica
multifocal da Paracoccidioidomicose com resposta
Th1 e Hanseniase Virchowiana com resposta Th2.
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PREVALENCIA DE ANTICORPO ANTICARDI-
OLIPINA NAS DIFERENTES FORMAS CLINI-
CAS DE HANSENIASE

Rosa Maria Cordeiro_Soubhia; Denise Rodrigues;
Geysa Canarim; Prof. Dr. José Maria Godoy; Prof.
Dr. Jo@o Roberto Antonio

Faculdade Estadual de Medicina de Sao José do Rio
Preto, Ambulatério de Dermatologia do Hospital de
Base. Av. Brigadeiro Faria Lima no. 5416 Sao José
do Rio Preto — SP Brasil.

Os Anticorpos Anticardiolipina (AA) sdo autoanti-
corpos associados com trombose vascular e aborto
de repeti¢ao, porém virios relatos tém associado com
doencas infecciosas como a Hansenfase. O objetivo
deste estudo foi avaliar a prevaléncia dos AA nas
diferentes formas clinicas de Hansenfase. Foram es-
tudados 42 pacientes, sendo 26 do sexo masculino e
16 do sexo feminino, com idades entre 17 e 77 anos
com média de 48 anos.Todos pacientes eram porta-
dores de Hanseniase confirmados pela clinica,
baciloscopia e bidpsia de pele. As manifestacoes
clinicas da Sindrome do Anticorpo Antifosfolipede
(SAF) ndo foram encontradas. Os pacientes foram
submetidos a classificacio de Ridley-Jopling: 9,5%
indeterminado(I), 16,6% tuberculéide(T), 16,6%di-
morfo tubercul6ide(DT), 7,1%dimorfo dimorfo(DD),
4, 7%dimorfo virchowiano(DV) e 45,2% virchowiano
(V). A avaliagiio dos niveis de AA no soro foi real-
izada pelo método ELISA (Enzyme-linked
Imunnosororbbent Assay).Foi utilizado na andlise es-
tatistica o teste exato de Fisher com p< 0,05 e IC
95%.0s dados obtidos foram comparados com grupo
controle formado por 100 doadores do banco de
sangue de estudo prévio da instituicdo.A prevaléncia
global dos AA foi de 47%, sendo significante p<
0,0001 em relacdo ao grupo controle, sendo encon-
trado positividade na forma I (25%), T (28.5%), DT
(28,5%), DD (33,3%), DV (50%) e na forma V
(68,4%). Os pacientes com baciloscopia positiva apre-
sentaram significincia estatistica quando comparados
com os negativos p< 0,01. Conclui-se que os pacientes
com Hansenfase apresentam alta prevaléncia de AA,
sendo as formas com baciloscopia positiva mais
prevalente que as formas com baciloscopia negativa.
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REACAO DO GRANULOMA IN VITRO COM
ANTIGENOS DO Mycobacterium leprae E CELU-
LAS MONONUCLEARES DO SANGUE PER-
IFERICO DE DOENTES COM HANSENIASE

Souza. C.S."; Foss, N.T."; Cunha, F.Q.?

'Divisdo de Dermatologia e *Departamento de Far-
macologia Faculdade de Medicina de Ribeirdo Preto,
Universidade de Sio Paulo.

As razdes para diversidade da resposta imune nas
formas polares da doenca frente ao mesmo agente
agressor, Mycobacterium leprae, nio estdo comple-
tamente elucidadas. Buscamos desenvolver um mod-
elo de granuloma in vitro com antigenos do M. lep-
rae e células mononucleares do sangue periférico de
doentes com as formas polares da hanseniase e
avaliar as diferencas na producio de citocinas e de
6xido nitrico em culturas de células. Foram sele-
cionados, 10 doentes com hansenfase sem trata-
mento, atendidos no HC-FMRPUSP: Grupo V (vir-
chowianos polares e borderline-lepromatosos) e
Grupo T (tuberculdides polares e borderline-tuber-
culdides). Procedeu-se o isolamento de células
mononucleares do sangue periférico utilizando-se
centrifugacio sob gradiente de Ficoll-Hypaque.
Foram realizadas culturas duplicatas (2 x 10° linf6c-
itos/ml): controles, com meio de cultura ou beads
isolados; com antigenos de 28kD ou de 36kD do M.
leprae conjugados a beads de poliacrilamida e com a
presencga ou auséncia de aminoguanidina. As placas
foram incubadas a 37° C em atmosfera timida con-
tendo 5% de CO,, durante 21 dias e, colhidas
amostras do sobrenadante no 7° e 21° dias. A
pesquisa das citocinas IL1, IL6, IL10, IL8, TNF, IFN
no sobrenadante foi feita pelo método ELISA e a
atividade da enzima NO sintase foi avaliada pelo en-
saio modificado da citrulina. Ao 7°dia, observou-se
aumento significativo da producdo de IL-6 e IL10
nas culturas controles e com antigenos no grupo V,
comparada a do grupo T. Nao se detectou producio
de TNF em nenhum grupo neste periodo. Ao 21°, os
grupos V e T produziram IL6 de modo similar, na
presenca ou auséncia de antigenos nas culturas. En-
tretanto, no grupo V, observou-se redu¢do da pro-
dugdo de IL10 nas culturas com antigenos. A pro-
ducdo de TNF tende a ser mais acentuada no grupo T
e reduzida com a presen¢a de qualquer um dos an-
tigenos testados, em ambos os grupos. Com a pre-
senga de antigenos, a producdo de IL1 foi reduzida
no 21° dia. Nido se detectou a atividade da enzima
NO sintase nas culturas. A IL6 atua preferencial-
mente em células B, proporcionando a producgio de



238A

anticorpos, e a IL10 exerceria efeitos imunossupres-
sores. No modelo desenvolvido, o aumento destas
citocinas no grupo V e a inibi¢io da produgio de
TNF e ILI1, na presenga de antigenos, sio indi-
cadores da imunomodulagdo. Vale ressaltar, que o
modelo de granuloma in vitro mostrou-se til no es-
tudo da imunomodulag@o na hanseniase com amplas
perspectivas de aplicacdo experimental
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REGULATION OF MACROPHAGE BCL-2 GENE
FAMILY EXPRESSION DURING M. leprae-IN-
DUCED APOPTOSIS: INVOLVEMENT OF BAX
AND BAK

Hernandez, M.O., Salles. J.S., Sarno, E.N., Sampaio.
E.P.

Leprosy Laboratory. Oswaldo Cruz Foundation —
FIOCRUZ. Rio de Janeiro-Brazil.

Bcel-2 protein family regulates cell death. This family
has antiapoptotic (Bcl-2 and Bcel-xL) and proapop-
totic (Bad, Bax and Bak) proteins. These proteins
form homo and heterocomplexes that can, among
other functions, regulate mitochondria release of the
cytochrome C. Mycobacterias were described to in-
duce apoptosis in mononuclear phagocytes in vivo
and in vitro. Our previous results demonstrate that
M. leprae can also induce apoptosis in leprosy pa-
tients monocytes in a dose dependent manner in
vitro. In order to investigate the molecular mechan-
isms underlying the apoptotic pathway in this model,
RT-PCR was used to evaluate the expression of some
members of the Bcl-2 family, namely Bax-o and
Bak. Initial experiments demonstrated that M. leprae
could modulate the mRNA expression of some pro-
apoptotic genes. Cells stimulated with low concen-
tration of M. leprae (1g/ml), not able to induce
macrophages apoptosis, also did not induce expres-
sion of Bak or Bax. However, cells stimulated with
10 or 20g/ml of M. leprae showed increased expres-
sion of both genes and exhibited a significant en-
hancement in the rate of apoptosis. LPS, an inhibitor
of macrophage cell death, did not induce large
amounts of these genes. Bad expression was not de-
tected in either culture. These results suggest that
Bcl-2 family proteins may be involved in M. leprae-
induced cell death in vitro.
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SELECTIVE INCREASE IN THE CD4+ T CELL
ACTIVATION THRESHOLD AS A POTENTIAL
MECHANISM FOR THE BIOLOGICAL ROLE OF
THE PHENOLIC GLYCOLIPID-I (PGL-I) IN LEP-
ROSY

Alvim, IMP'?, Guimardes, M da S.M.', Esquenazi,
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D..A'?, Santos, S.L.C.", Nery, JLA.C.", Sarno, E.N.",
Pessolani, M.C.V." and Pereira, G.M.B.'?

'Leprosy Lab, IOC-FIOCRUZ;

’Lab of Immunopathology, FCM-UERJ; Rio de
Janeiro, Brazil

Pathogens frequently synthesize immune response
modifiers to enhance their survival in the host mi-
croenvironment. In order to evaluate the role of
PGL-1, a M. leprae (ML) glycolipid, as a T cell func-
tion modifier, PBLs from healthy volunteers and lep-
rosy patients were stimulated in vitro in the presence
of PGL-I. Flow cytometry of the cultured PBLs
demonstrated PGL-I inhibition of CD28 expression
in CD4+, but not CD8+T cells. The induction of
CD69 and CD25 in ConA or anti-CD3 stimulated T
cells was markedly reduced by PGL-1. The prolifera-
tive responses, 1L-2/TCGF and TNF bioactivities, as
well as IFN-y levels (ELISA) were also reduced by
PGL-1. All the effects of PGL-I were seen in healthy
volunteers and in patients across the spectrum of lep-
rosy. PGL-I actions occurred only at suboptimal lev-
els of stimulation, being reversed by increasing the
stimulus. This observation suggests that this glycol-
ipid increases the threshold for T cell activation. The
inhibition of CD28 expression/function in CD4+ T
cells and, as a consequence, less effective sorting of
activation-associated molecules in the immunologi-
cal synapses is a potential mechanism for PGL-I ac-
tion on T cell activation. These effects of PGL-I can
lead to pathogen-specific anergy and defective effec-
tor function against ML, if associated to conditions
allowing the initial survival of ML in an infected in-
dividual.

Supported by PROATEC-UERJ, PADCT/CNPq,
FAPERJ.
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SERODIAGNOSIS OF Mycobacterium leprae IN-
FECTED INDIVIDUALS IN HIGHLY ENDEMIC
AREAS OF MYANMAR

Khin Nwe Qo,' Namisato M.,” Kashiwabara Y.,* Fu-
jiwara T..;* Nwe Nwe Yin,' Kyaw Nyunt Sein.” Kyaw
Myint®

"Tmmunology Research Division, Department of
Medical Research, Yangon, Myanmar

*National Sanatorium Kuryu-Rakusenen, Japan

‘Leprosy Research Center, National Institute of In-
fectious Diseases, Japan

“Nara University, Japan
*Department of Health, Yangon, Myanmar

This study was carried out on serodiagnosis of M.
leprae-infection in highly endemic areas of Myan-
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mar. It was studied on the residents of Kyanbokone
(A-village) and Konethandin (B-village) in Bago Di-
vision and NTP-BSA ELISA was done on their sera.
The IgM and IgG seropositives in A-villages were
59/263 (22.43%) and 34/263 (12.93%) in the first
year, 41/223 (19.21%) and 46/223 (20.63%) in the
second year. The same in B-village is 41/115
(35.65%) and 9/115 (7.82%) in the 1" year. The age
group of 10-19 year-old was the commonest one in
age specific distribution of anti IgM and IgG anti-
bodies to NTP-BSA antigen. Some villagers who
presented with high titre of antibodies should be fol-
lowed up considering the indication of chemopro-
phylaxis. Through the follow up study of M. leprae-
infection in particular populations, some valuable
information about the process from infection to de-
velopment of disease can be expected.
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SERUM CYTOKINES AND MONOKINES IN
LEPROSY AS A MARKER FOR MONITORING
REVERSAL REACTIONS

Faber, WR', Iyer, AM'?, van der Pol, T%, Dekker, T',
Walsh, GP*, Fijardo* and Das, PK'?

'Departments of Dermatology, * Pathology and * In-
ternal Medicine, Academic Medical Center, Univer-
sity of Amsterdam, The Netherlands

“Leonard Wood Memorial Leprosy Foundation,
Phillipines.

During the course of leprosy episodes, two types of

“reactions”, classified either type-1 (reversal reac-
tion: RR) or type II (erythema nodosum leprosum:
ENL) occur among 30-40% of the patients. The im-
munopathology of leprosy is primarily due to im-
mune interaction between subsets of T cells, macro-

phages/relevant antigen presenting cells and
M.leprae antigens. Such interactions produce

Th1/Th2 cytokines, activated macrophage products
and monokines, which act as molecular signals for
communication between immune cells and the organ
specific cells, which play a pivotal role in the dy-
namics of host immune response and tissue damage.
The latter, in case of leprosy, is the destruction or
dysfunction of peripheral nerves and deformity. /n
vitro and in vivo studies have been used to delineate
the immunologic aspects of leprosy and the reac-
tional states. In this respects serum cytokine and
monokine levels had been considered as useful
markers for monitoring the leprosy patients during
the course of the disease. In this study we measured,
by either ELISA or radioimmunoassay, serum levels
of T cell cytokines: IFN-y, TNF-c., TNF-aR (p75.
p55), IL-4, IL-5 and neopterine in seven leprosy pa-
tients from Phillipines before treatment and there-
after for 1-6 months when patients developed clinical
signs of RR with the expectation that serum cytokine
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and monokine profile at the onset of reaction may
provide a clue for early prediction of reactions to be
experienced by the patients. The results show that at
the onset of RR and/or one month after, 6/7 patients
showed significantly increased levels of neopterine
and in some cases remained high even after being
treated with immunosuppressive drugs. On the other
hand serum IFN-, IL-4, IL-5 showed inconsistent in-
crease in not more than 2/7 patients. Interestingly,
levels of TNF-y, TNF-R were increased in 6/7 pa-
tients either at the onset or after 1 month of the onset
and remained high above the normal value. It ap-
pears from this pilot study that measurement of
serum neopterine and TNF-o, TNF-aR could be
valuable in monitoring the RR patients during the
treatment.
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SPECIFICITY OF PGL-1 SEMI- SYNTHETIC
ANTIGENS IN LEPROSY SEROLOGY

S. Biihrer-Sékula', P. Jansen, M. Hatta’, L. Oskam].
W.R. Faber and P.R. Klatser'

'KIT Biomedical Research, Meibergdreef 39, 1105
AZ, Amsterdam, The Netherlands

*Department of Microbiology, Faculty of Medicine,
Hasanuddin University, Makassar, Indonésia

Several serological tests to detect M. leprae infection
have been developed using PGL-I. a cell wall com-
ponent specific for M.leprae. Semi-synthetic deriva-
tives were produced by either directly linking a dis-
accharide group to BSA, leading to disaccharide
BSA (DBSA), or by linking the synthesised sugar
groups (natural di- or tri-saccharides [ND or NT]) to
BSA with an octyl (O) or a phenolic linker (P).

We evaluated whether the antibody response to PGL-
I was specific for M.leprae and determined whether
serum samples gave similar results with different
PGL-I-based semi-synthetic antigens.

143 serum samples from different groups were tested
using the native PGL-I and three semi-synthetic anti-
gens (ND-O-BSA, DBSA and NT-P-BSA). ND-O-
BSA was more often positive than the others. All
antigens were compared with ND-O-BSA. DBSA
gave the highest agreement and PGL-I the lowest.
There was no disagreement in the patients group
with OD values above 1.5 and the groups formed by
contacts and non contacts of leprosy patients with
negative ND-O-BSA. The group composed of non-
contacts with positive ND-O-BSA results gave the
lowest agreement between antigens, namely 62, 83
and 94% when compared with DBSA, NT-P-BSA
and PGL-I, respectively.

Comparison between different batches of ND-O-
BSA gave a strong suggestion that non-specific bind-
ing in a particular batch could be occurring. This re-
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sults indicate that a rigorous quality control of the
antigen should be performed.
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SPINDLE CELLS AND MACROPHAGES IN HIS-
TOID LEPROSY

Tomimori-Yamashita J.!, Dos Santos M.J.CP.%, De
Seixas M.T.>, Michalany N.?

Department of Dermatology’ and Pathology’, Fed-
eral University of Sdo Paulo (UNIFESP), Rua Botu-
catu 740, CEP: 04023-900, Sao Paulo/SP, Brazil.

Purpose: Histoid form of leprosy is a rare manifes-
tation of lepromatous form. The histological aspect is
the presence of a pseudocapsule, with fusiform cells
surrounding this structure. The aim of this study was
to demonstrate that this spindle cells express the
same antigen as the foam cell and that this form are
related to high positivity of acid fast bacilli.

Methods: We have performed an histological (HE
and Fite-Faraco stain) and immunohistochemical
study (anti-CD4, anti-CDS8, anti-CD68 and anti-
BCG) in 8 patients, presenting clinical criteria for
histoid leprosy.

Results: In HE stain, the infiltrate was mainly con-
stituted by Virchow’s cells. The spindle cells were
present in four patients. In only two cases, we could
distinguish pseudocapsule in peripheral localization
of the macrophagic granuloma. We observed a rela-
tionship between globi and presence of spindle cells,
by Fite-Faraco stain. Virchow's cells were related to
isolated and granular bacilli. The expression for
BCG antigen was also strong in every patients.
CD4+ and CD8+ cells were diffusely distributed in
the infiltrate, without any typical pattern. CD68 anti-
gen expression was strong in Virchow’s and spindle
cells. The expression for BCG and CD68 antigen
was positive in the cytoplasm of fusiform cells, con-
stituting the pseudocapsule.

Conclusion: Spindle cells are typical of this resistant
form of leprosy. Expressing the same antigen
(CD68+) in Virchow's and spindle cells, we could
consider that these spindle cells have macrophagic
function.

Fis3

STUDIES ON REGIONAL IMMUNITY USING
EX-VIVO EXPLANT CULTURES OF SKIN LE-
SIONS IN RELATION TO LEPROSY PATHOL-
OGY

Mohanty, K.P.!, Lehé, C.**, Dekker, T.**, Katoch,
K.', Das, PK.>* and Sengupta, U.'?.

Central JALMA Leperosy Institute, ICMR, Agra,
India;

International Journal of Leprosy

2002

Departments of “Pathology and *Dermatology, Aca-
demic Medical Center, University of Amsterdam,
The Netherlands.

Prevention of acute reactions in leprosy is the prinic-
ipal goal to be tackled for the containment of leprosy
in foreseeing future. Understanding the local immu-
nity on skin lesions is therefore, a pre-requisite so
that a more direct approach for early diagnosis of
leprosy lesions can be developed. At present, several
serodiagnostic tests using antibody titres are used for
leprosy diagnosis. Although these tests can diagnose
90-100% of multibacillary (MB) leprosy, they failed
to detect 40-60% cases of paucibacillary (PB) pa-
tients, but 40% of these PB patients show serum an-
tibody to m.leprae antigens. In addition, several in-
vestigators used serum cytokine levels as the marker
for disease activity but with limited value, particu-
larly in the context of discriminating leprosy from
other inflammatory skin diseases.

We established organotypic cultures of full thickness
skin to study the local production of anti-m.leprae
antibodies and cytokines in the lesions of paucibacil-
lary (PB), multibacillary (MB) patients with and
without leprosy reaction. These presently studied PB
and MB patients were histopathologically classified
as BT/TT and BL/LL respectively. Kinetics of anti-
body production and cytokines in the culture super-
natants were analysed.

Results: show that production of antibody peaked at
48 hours in all leprosy lesions but negative in all con-
trol specimens. Such antibody production could not
be seen when the biopsies were autoclaved before
culturing. On the otherhand kinetics of IFN-, TNF- in
the same supernatants that peaked at 24 hours were
significantly more pronounced in PB lesions and le-
sions with reversal reactions than those in MB and
control specimens. However, there was no difference
in the local production of I1L-4 and IL-10 among the
specimens. Interestingly, IL-6 production peaked at
48 hours that was variable but pronounced in the le-
sions of PB patients although statistically not differ-
ent from those in MB lesions.

Conclusion: The present data taken together with the
phenotypes of in situ immune-infiltrates in PB le-
sions suggest that a combined role of locally pro-
duced antibody and T cell response is important in
leprosy pathology.

PI 54

T- AND B-CELL RESPONSES TO Mycobacterium
leprae HOMOLOGUE OF ESAT-6 IN LEPROSY
PATIENTS AND CONTROL INDIVIDUALS

Monica C.B.S. Lima'**", Marcia V.B.S. Martins”",
John S. Spencer', Maria A.M. Marques', Heejin
Kim', Bruce C. Gregory', Nadia C. Duppre', Jos¢ A.
C. Nery', Geraldo M.B. Pereira>’, Maria C.V. Pes-
solani®, Euzenir N. Sarno’, and Patrick J. Brennan'
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"Department of Microbiology, Colorado State Uni-
versity, CO, USA;

’Leprosy Laboratory, Oswaldo Cruz Institute, Os-
waldo Cruz Foundation and

‘Laboratory of Immunopathology, School of Medical
Sciences, State University of Rio de Janeiro, R,
Brazil.

ESAT-6 (early secreted antigen target 6 kDa protein)
has been described as an immunodominant antigen
in the context of Mycobacterium tuberculosis infec-
tion in animal models and humans. ESAT-6 gener-
ates CD4+ Thl cells and antibody production, thus
showing promise as a specific diagnostic tool for ac-
tive tuberculosis. It was recently demonstrated that
M. leprae expresses in vivo an ESAT-6 homologue
sharing only 36% identity with its M. tuberculosis
counterpart. The present study investigated the spe-
cific T- (IFN-y secretion) and B- (IgG antibody) cell
responses to M. leprae ESAT-6 in the context of lep-
rosy. T-cell response to M. leprae ESAT-6 was mea-
sured in peripheral blood mononuclear cells (PBMC)
from leprosy patients, M. leprae-exposed individu-
als, tuberculosis patients, and healthy individuals
from an endemic area. Cells were stimulated with the
antigen and secreted IFN-? levels were quantified by
standard ELISA in cultured supernatants. Initial re-
sults show that M. leprae ESAT-6 was recognized by
cells from leprosy patients (6/9), exposed individuals
(8/12), tuberculosis patients (1/2), and healthy indi-
viduals (2/2) from an endemic area. IgG antibody re-
sponse was observed in lepromatous leprosy patients
(11/13), tuberculoid leprosy patients (6/8), TB pa-
tients (1/10), and exposed individuals (14/18). Cur-
rently, M.leprae ESAT-6 peptides are being analyzed
for IFN-y induction in PBMC. These preliminary re-
sults indicate that ESAT-6 induces T- and B-cell re-
sponses in most leprosy patients and healthy exposed
individuals. The potential cross-reactivity with M. ru-
berculosis ESAT-6 together with the positive re-
sponses observed in individuals from an endemic
area suggest limitations on the use of M. leprae
ESAT-6 in a specific diagnostic test for leprosy.

(Research supported by the NIAID, NIH).
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THALIDOMIDE CAN CO-STIMULATE OR SUP-
PRESS CD4+ CELLS’ ABILITY TO INCORPO-
RATE [H?]-THYMIDINE — A DEPENDENCE ON
THE PRIMARY STIMULANT

Shannon. E.J., Sandoval, F.

Hansen’s Disease Programs, Laboratory Research
Branch at L.S.U. Baton Rouge, La.

Thalidomide is the treatment of choice for erythema
nodosum leprosum and has immunomodulatory
properties. To assess if the stimulant and/or thalido-
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mide could modify the synthesis of IL-2, IFN-? and
incorporation of [H*]-thymidine, peripheral blood
mononuclear cells (PBMC) were incubated for three
days in the presence or absence of thalidomide and
Staphylococcal enterotoxin A (SEA), anti-CD3, Con-
A or PHA.

Regardless of the mitogen used to stimulate the
PBMC, the thalidomide-treated-PBMC produced.more
IL-2 than controls. Thalidomide enhanced IFN-?
synthesis in the Con-A and anti-CD3-simulated
PBMC. It suppressed the ability of SEA and PHA
stimulated PBMC to incorporate [H¥]-thymidine;
whereas it enhanced incorporation of [H*]-thymidine
in PBMC’s stimulated with anti-CD3.

When the PBMC were enriched for CD4+ or CD8+
cells, the SEA-stimulated CD4+ cells responded far
better than the CD8+ cells in the synthesis of 1L-2
and incorporation of [H*|-thymidine. In CD4+ cells
thalidomide acted as a co-stimulant with SEA to en-
hance the synthesis of IL-2, but it suppressed incor-
poration of [H*]-thymidine. In the anti-CD3-stimu-
lated-thalidomide treated cultures of PBMC enriched
for CD4+ or CD8+ cells, thalidomide acted as a co-
stimulant to enhance the synthesis of IL-2 and incor-
poration of [H*]-thymidine.

Thalidomide cooperated with all of the mitogens to
enhance T-cell synthesis of

IL-2: however, depending on the stimulant, thalido-
mide could suppress or enhance cellular incorpora-
tion of [H*]-thymidine. The SEA-stimulated cell tar-
geted by thalidomide to suppress incorporation of
[H]-thymidine was CD4+. CD4+ and CD8+ cells
stimulated with anti-CD3 were enhanced by thalido-
mide in their ability to synthesize 1L-2 and to incor-
porate [H*|-thymidine.
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THALIDOMIDE DID NOT MODIFY LEPROSY
PATIENTS CELLS® ABILITY TO PROLIFERATE
IN RESPONSE TO M. leprae ANTIGENS

Azeb Tadesse' >, Engeda Taye®, F. Sandoval®, E.J.
Shannon*

'Armauer Hansen Research Institute, Addis Ababa,
Ethiopia.

“Dept. of Pathobiological Science, School of Veteri-
nary Medicine, L.S.U., Baton Rouge, LA.

3Gillis W. Long Hansen’s Disease Center, Lab Re-
search Branch, L.S.U. Baton Rouge, LA.

*All Africa Leprosy and Rehabilitation Training Cen-
ter (ALERT), Addis Ababa, Ethiopia.

The immune response in reversal reaction, (RR) and
in erythema nodosum leprosum (ENL) is character-
ized in vitro by an enhancement in lymphocyte blast
transformation to M. leprae. As thalidomide is effec-
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tive treatment for ENL, this study assessed the effect
of thalidomide on these phenomena. Mononuclear
cells from patients attending the clinic at ALERT and
healthy staff were exposed for 5 days to integral M.
leprae, or a modified Dharmendra antigen, or a
preparation of PPD from M. tuberculosis. The cul-
tures were treated with thalidomide. In one set,
thalidomide was added once at the initiation of the
culture, and in another set it was added for a second
time (2x), 24 hr prior to harvesting the cells.

The mononuclear cells, in the absence of thalido-
mide, from the healthy staff (N=11), borderline tu-
berculoid patients (BT, N= 14) and the BT patients in
RR (BT/RR, N=11) responded best to PPD >Dhar-
mendra > M. leprae. The cells from patients who
were being treated with prednisone to suppress ENL
(N=7) did not respond well to the M. leprae antigens.
Thalidomide (2x) enhanced proliferation to PPD in
the ENL group (paired t-test, p=0.02). No significant
changes occurred for the other groups. Comparing
PPD-stimulated cells treated with thalidomide once
to those treated with thalidomide twice, thalidomide
(2x) suppressed incorporation of [H*]-thymidine by
the PPD-stimulated cells in the healthy staff group
(p= 0.04). In the Dharmendra-stimulated cells from
the healthy staff thalidomide significantly suppressed
TNF-o. (p=0.01). A mixed effect was seen within and
between the other groups, but there was a trend for
thalidomide to suppress of TNF- induce by the M.
leprae and PPD antigens.
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THE EFFECT OF THE ACTIVITY OF MICROSO-
MAL ENZYMES AND ACETILATION ON
METHEMOGLOBIN RATE IN LEPROSY PA-
TIENTS

V.Z. Naumov, V.P. Tsemba, E.A. Zadneprovskaya

Leprosy Research Institute, Astrakhan, Russian Fed-
eration

As it is known, dapsone at certain doses may induce
hemolysis, especially in persons with glucose-6-
phosphate dehydrogenase (G6PDH) deficiency, oc-
curring in about 10% of leprosy patients. However,
DDS-induced hemolysis might be due to other fac-
tors among which peculiarities and intensity of drug
metabolism, including rate of sulphone acetylating
and hydroxylation, play an important role. Patients
with lepromatous leprosy were given various
schemes of MDT with dapsone 100 mg daily as a
main component. Activity of microsomal enzymes
by the time of antipyrine half-secretion (T1/2) and
acetylation rate of sulfadimizine was studied. All the
patients studied had no G6PDH-deficiency. It was
observed that in patients showing rather high activity
of microsomal enzymes (T1/2 =125 h in average)
blood methemoglobin rate was significantly higher
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(P<0,05) than in those with low activity of these en-
zymes (T1/2=23.5 h in average). Though methemo-
globin rate in the most patients did not exceed 1,5%,
it approached 2,5-3,9% in persons with a combina-
tion of low acetylating rate and high activity of mi-
crosomal enzymes. It might be a consequence of in-
crease in derivatives of N-hydroxylation of dapsone
with methemoglobin-forming properties in persons
with predominance of oxydative phenotype of xeno-
biotic biological transfor.
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THE REPORT FOR THE SKIN SMEARS QUAL-
ITY CONTROL ON LEPRESY IN SICHUAL
PROVINCE IN THE PAST 15 YEARS

Wang Rongmao, Liu Xueming, Zheng Yigiang, Yu
Linchong

Sichuan Institute of Dermatology, Chengdu, 610031,
China

The skin smears quality control on leprosy was im-
plemented in the leprosy epidemic counties in
Sichuan Province, in order to improve the quality of
skin smears and implementation of MDT. 10% of
skin smears, came from the leprosy epidemic coun-
ties, were selected randomly with double-blind
method and evaluated in smears, stain and diagnosis
in Sichuan Leprosy Laboratory on the basic of the
criterion of the skin smears quality on leprosy in the
Handbook of MDT on Leprosy. Meanwhile, the skin
smears came from Sichuan Leprosy Laboratory were
also checked and contrasted by the paramedical
workers. In the past 15 years, the skin smears quality
control was implemented and the quality of skin
smears was improved between 17 and 97 leprosy
epidemic counties in Sichuan. 4529 pieced of skin
smears were checked. The average qualified rate of
smears, stain and diagnosis was 96.88%, which was
86.97% in 1986. The implementation of skin smears
quality control could improve professional level of
paramedical workers and the quality of leprosy control
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TOLL-LIKE RECEPTOR 2
SCHWANN CELLS.

2 QOliveira. R.B., > Sarno, E.N., '"Modlin, R.L.

'Division of Dermatology, Department of Microbiol-
ogy and Immunology, University of California (Los
Angeles) School of Medicine, 90095, Los Angeles,
California, USA; “Leprosy Laboratory, Oswaldo
Cruz Insitute, FIOCRUZ, Avenida Brasil 4365, Man-
guinhos, Cep 21045-900, Rio de Janeiro, RJ, Brasil.

ON HUMAN

Nerve damage is a characteristic clinical feature of
leprosy. We investigated the ability of human
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Schwann cells to participate in microbial recognition
according to their expression of Toll-like receptor 2
(TLR2). In this paper, FACS analysis of a human
Schwann cell line ST88-14 and immunohistochem-
istry of leprosy skin lesions demonstrate expression
of TLR2 on the surface of human SC (double-fluo-
rescence labeling showed colocalization of a
Schwann cell marker, neural cell adhesion molecule
(NCAM) and TLR2). Given that TLR2 mediates
recognition of microbial lipopeptides, we engineered
a synthetic lipopeptide comprising the first six amino
acids of the putative M. leprae 19 kKD antigen. Acti-
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vation of the human Schwann cell line with the the
M. leprae lipopeptide triggered an increase in the
number of cells with condensed nuclei and evidence
of DNA fragmentation, characteristics consistent
with cell death. Hoescht stain and 7-AAD showed a
2 or 3 fold enhancement in the cell death when com-
pared to the unstimulated cultures. The ability of M.
leprae components to induce apoptosis of Schwann
cells through Toll receptors might provide a mecha-
nism for nerve damage in leprosy in the absence of
inflammation.

MICROBIOLOGY & MOLECULAR BIOLOGY
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A HISTOLOGICAL AND BACTERIOLOGICAL
ASSESSMENT OF LEPROSY PATIENTS WITH
<5 LESION

Sujai Suneetha*, Narasimha Rao P., T.S.S. Lakshmi

Department of Dermatology, Osmania General Hos-
pital, Hyderabad.

* LEPRA India — Blue Peter Research Centre, Cher-
lapally, Hyderabad — 501301

Aim: To study the histological and bacteriological
features of leprosy patients with 5 or less than 5 le-
sions and relate it to clinical features.

Methods: 76 consecutive leprosy patients (M 57 F
19) who had 5 lesions were included in the study.
Clinical features were recorded, slit skin smears and
skin biopsies were done on all patients. A nerve
biopsy was performed (radial cutaneous or Sural
nerve) in 18 patients who had a clinically thickened
cutaneous nerve.

Results: Out of the 76 patients, 28 patients had
single skin lesions, 17 had 2 lesions, 13 had 3 le-
sions, 5 had 4 lesions and 2 had 5 lesions. The clini-
cal diagnosis was TT leprosy in 4, BT in 68 and in-
determinate in 4. Slit skin smears were positive in
only 1 BT leprosy patient.

Histological examination revealed features of TT
leprosy in 2 patients (2.6%), BT leprosy in 42 pa-
tients (55.3%), BL in 4 patients (5.3%), indetermi-
nate leprosy in 16 (21%) and non-specific inflamma-
tion in 12(15.8%). Acid fast bacilli ranging from a
bacterial index of granuloma (BIG) of 1+ to 4+ were
present in 10 of the skin biopsies (13.2%). The cuta-
neous nerve biopsies in 16 of the 18 patients (88.8%)
revealed features of BT leprosy consisting chiefly of
lympho-epithelioid granuloma. 12 of these nerve
(66.7%) revealed AFB in them with a Bl ranging
from 1+ to 4+.

Conclusion: The findings from the study indicate
that the number of lesions does not determine the
type or extent of the disease.

PM & BM 2

A HISTOPATHOLOGICAL STUDY OF TYPE Il
(ENL) REACTION IN LEPROSY

Sujai Suneetha, Desikan, K.V.

LEPRA India - Blue Peter Research Centre, Cherla-
pally, Hyderabad - 501301

Type 11 lepra reaction produces a defined clinical pic-
ture of painful and tender erythematous nodules
which are described as *Erythema Nodosum Lepro-
sum’. The histology of these lesions have been vari-
ously described. The aim of this study was to docu-
ment the different components that constitute a
histological diagnosis of ENL and their consistency
of occurrence in each lesion.

A detailed study was made of 22 skin biopsies from
ENL lesions. A histological diagnosis of "LL in ENL’
was made in 11 biopsies (50%). The most consistent
feature noticed in these 11 biopsies was the presence
of foamy macrophage granulomas in a pale oedema-
tous dermis. The oedema was more prominent in the
upper dermis and was associated with dilated vascu-
lar channels. Neutrophilic infiltrate was a consistent
finding in 9 biopsies and vasculitis in 8. Plasma cells
were present in 5 and panniculitis was noticed only
in | biopsy.

Acid-fast stain revealed predominantly beaded and
granular bacilli in the macrophages, nerves, smooth
muscle and in the sub epidermal zone. Bacilli were
also seen in the endothelial cells in 2 biopsies and in
the wall or lumen of the blood vessels in 2 biopsies.

In the remaining 11 biopsies although the patient was
clinically diagnosed as LL in ENL the histology did
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