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action with lymphocytes and bacillary antigens in the
pathogenesis of leprosy reactions and in mechanisms
of defense against the bacillus ia the various clinicai
fornis of the disease. Studies permitting the evaluation
of CRP botim" to the surface of lymphocytes from lep-
rosy patients and to bacillary antigens in circulating
blood, tissues and cells, and of the possible reactions
associated with these mechanisms would contribute to
the elucidation of these question.
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THE USE OF MYELIN AND AXONAL STAINS
TO ASSESS THE EXTENT OF NERVE
DAMAGE IN NEURITIS OF LEPROSY

Mohd. Ismail & Sujai Suneetha, Lepra Ilidia, Hyderabad

Histopathologicai diagnosis of leprosy ia skin & nerve
biopsies is usually based on H&E stain to study the
general morphology and modified Fite Fanico stain to
identify Mycobacterium leprae. Since neuritis in lep-
rosy precedes nerve damage, it is important also to
evaluate the structural integrity of the nerve by using
special stains for myelin and axon.

Solochrome cyanine is a myelin stain where intact
myelin is stained brilliant blue and Glees Marshland,
stains integral axons black. In this study we carried out
regular H&E, Fite Faraco and these special stains
Solochrome and Glees on 10 nerves of leprosy patients
in reaction (7BT, 3 BL) and were compared to normal
nerve.

The results showed extensive demyelination of axons
of BT leprosy nerves and relatively less damage in BL
leprosy. Normal nerves showed structural integrity of
myelin and axons. When the special stains were com-
pared to H&E, the degree of damage of the nerve cor-
responded to the extent of encloneural inflammation.

In conclusion Glees & Solochrome stains give a direct
& quantitiable evidence of the extent of 'terve daniae,
which is difficult to assess ia the regular H&E stain.
The use of these special stains in coujunction with reg-
ular li&E and Fite stains can help ia the individual
neuritis patient management, the details of which will
be discussed.
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EFFECT OF POLY UNSATURATED FATTY
ACIDS IN EDIBLE OILS ON THE GROWTH
OF NIYCOBACTERIUM LEPRAE IN CBA
MICE

Maruganand I), Gigi Ebenezel; Sinalam A & Joh C.K,
Schieffelin Leprosy Research And Training Institute,
Karigiri, Vellore District

Poly Unsaturateel Fatty Acids (PUFA) / Essential Fatty
Acids (EFA), supplemented in diet, are reported to me-
diate immune-suppression. Prostaglandin E2 a
metabolite of PUFA also lias a suppressive etTect ou
the immune system. Mycobacterium leprae is known
to scavenge fatty acids and other lipids for cell wall
synthesis from the host cell and also to multiply more
abundantly in inummologically suppressed hosts.
Therefore it was planned to study the effect of PUFA
ou the multiplication of M.leprae within the footpads
of normal mice. Coconut oil having a lower PUFA
contem and groundnut ou l with higher PUFA were sup-
plemented in the mice diet. Auto-oxidation of PUFA in
vivo was inhibited by the addition of antioxidants.

Six groups of 5 CBA mice were used for the study.
Group I animais were fed with 20% w/w of coconut
oil, Group 2 with 20% groundnut ou, Group 3 and
Group 4 ia addition to coconut ou l and groundnut oul
were fed with the antioxidants, a-tocopherol acetate
(500 ppm) and selenium (1 ppm) respectively. Group 5
was the control group fed with normal diet and Group
6 the controls for antioxidants. The footpads of the an-
imais were inoculated with 1 x I() bacilli each and
une an i na 1 ia each group was harvested at 61 O. 91O,
1210 and 151h months.

A significam difference in the peaks of growth phase
was observed. Mice fed with high PUFA contem and
antioxidants peaked by 6th month counting a signifi-
cam high of 1.09 x 10 "bacilli/ml whereas low PUFA
diet with antioxidant showed a peak at 12 1" month
(5.45 x 10 bacilli/m1) indicating a slower growth rate.
The observado') conlirms that PUFA may be
for the cell wall synthesis and at the same time its im-
ML1110 suppressive activity favors the growth of the
bacilli. Though it is a significam lindung. it needs cor-
roboration with a larger study.
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DETECTION OF DAPSONE RESISTANCE
MUTATION OF MYCOBACTERIUM LEPRAE
FROM KOREAN LEPROSY PATIENTS
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Scong-lIcom Lee, Tite-Jin Kiing, Se-Kon Kim & Cie-
'Veie Chae, Seoul

Though resistance to Dapsone ( DDS ) was confirme('
by 1601 pitei study of inice in 1964. more convenient in
vitro mediei(' M, liich eireunivent the tedious and expeli-
sive in vivo test \tas not available. Itecently KM et al
and Williams et al have reporteel independently that
DDS resistam sti-ains of M.Iaprete reveal missense mu-
tations ai highly conserved etinino acid residues 53 or
55 in lhe foll1 gene. The missence nititations 1531,
P55R. P55I,suggests that this sulfone resistance-deter-
mining region (SR1)1Z) of folP1 are responsible for the
majority dapsone resistance.

With use of primers vçhich ampl^the SRDR, we iso-
lated two variant strains of M.leprite from Korean lep-
rosy pai ient.s who are suspicious of resistance to dapsone
by PCR-SSCP of the 16111 gene. Direct sequencing of
the 161P1 region of M. leprite variants revealed two
sense mutations were Meninice'. Two variants strains
showed A to G and C' to G substitution's ai nuclemities
157 and 164, respectiveiy. We screened the sulfone resis-
lance-determining region of DHPS in 50 patients. The
frequency of 157 and 164 guanine substitution vvas 11
(22%) patients and 6 (12%) patients, respectively, in our
study population. The mutations ai nucleoticies 157 and
164 would suhstitute'Flir to Ala ai ailuino acid residue 53
and PIO to Arg at residue 55 of DHPS, respectively.
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DETECTION OF MYCOBACTERIUNI LEPRAE
BY PCR IN NASAL AND BUCCAL MUCOSAE
IN LEPROSY PATIENTS AND HOUSEHOI,D
CONTACTS

ER.Ferreini.^C.A.Pinheiro,
1)..S..Borges. G.('unlui, 1)1:1..R.Genilart^Dr.N.1:Foss

Sao Paulo University, Sao Paulo, Bratil

Leprosy is a disease of wide clinicai and im-
munopathological speetrum. is hich causative organu 510.
Mycohaeterium leprzte may ()cem: un large amounts

host tissties without causing clinica' signs and/or symp-
toms. The clinicai manifestations correlate v),:ith elistinci
immunologic patterns, varying from a strong c/AI-me-
di:net' immunity to M.lepreie with a predominantly Th
1-type pattern of cytokine production in tuberculoid
leprosy, to ali absence of specilic cellular immune re-
sponse to M.leprzie antigens in lepromatous leprosy re-
lated to predominance of Th 2-type response and exac-
erhati O 11 of humoral immune response. Currently it is
assumed that transmission occurs by the cometei of sus-
ceptible individuais with untreated multibacillary pel-
tients. however it lias heen discussed the possibility that
not oniy leprosy 11ilueuils diseharge haeilliis. since lep-

rosy hacillus were found in the nasal mucosa from
householli contacts patients. Because
the M.Ii.przie cannot lie cultured in vitro :mel it is virtu-
ally impossMie to assess exposure anil the ousei of the
infection, the PC 'R holds promise as too! to detect sub-
clinica' intection with enough sensitivity and speci-
licity for the use in epideiniological studies. In the pre-
sent report the 1)(12 was applied with a pau' of primers
tlescribed(1) Yonn et ai.. (1992) for detection of M.lep-
rite in Ilasal and buccal inucosae of patients and iIs
household eontacts. The DNA of the specimens of
nasal and ilticea( swiths v)/its extracted using lysis bufler
(Naci 400mM: EDTA pH 8.0. 50mM: Tris-HCI,
25infl ) and proteinase K 1100111g/1M ). The PCR sias
stantlarelized according inethodolog) proposed by Innis
et ai., 1990)11) amplify a 3721-)p specilic fragment from

M.leprite genome. The reaction residis were visualizeti in
1.5% agarose gels stained 55 1111 ethidium humilde. A

Jonsisting of a 51 year oiti borderline when:Moi('
paliem and 5 household contacts was analyzed. Nasal
sweit, specimens of paliem and 4 (80% ) his household
cometeis was P('R positi \ e, while buccal swab speci-
mens vias PCR positive on the patient and 1 (20%)of his
householel contacts. The tlifferenee o) PCR positivity he-
tween nasal and Iluccal specimens reinforces the idea
that the nasal mucosa is the main way of M.lepreie trans-
mission. The use of molecular biology in the eletection of
M.leprae. as in the genetic characterization of suscepti-
bility will bring new insights for epitlemiological re-
search of the disease allowing to eliscuss the role of the
healthy earrier in transmission of M.leprile and the early
elimination of the iniection source.
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IS DELAY IN TREATMENT AFTER
DIA(;NOSIS RELATEI) TO AN INCREASE IN
DEFORNIITY?

}.:Alhan^Rol The I ,t)prosy Mission. Dayeipu-
ram. Sivagattgai

OBJECTIVE : Over a period of 2 years from 1997 to
1999, many leprosy patients were reportei], with lin-
pairments, hut nol aI all treated with imy anti leprosy
drugs. in the district of Sethib Gani - This iinti-
ateei us to finei out the oectirrence of impairment for
untreated delayedleprosy pai lents.

DESIGN : This is a retrospective eross sectional stutly,
in which 237 patients with impairments were inter-
viewed and assessed Cor disability with W.H.O. grade
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