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Protective immunity, immmunopathol-
ogy and the clinical manifestations of lep-
rosy are dependent on the generation of an-
tigen-specific T cells against Mycobacterium
leprae (+ 1'% 13.17), Over the past few years,
a large number of M. leprae antigens have
been characterized (>33 3%), including sev-
eral heat-shock proteins (hsps) with strong
immunogenicity (**). In particular M. /ep-
rae-derived hsp65 and hsp18 have been well
documented as immunodominant antigens
for both T and B cells of healthy as well as
mycobacterial disease-affected individuals
in the context of diverse HLA class II mol-
ecules (7% 10.11.22.23) n recent years, a
number of studies have been conducted to
define T-cell determinants on both of these
stress proteins (4 232831) Since CD4+ T
cells constitute early crucial elements of im-
mune recognition (3), the delineation of ep-
itopes on M. leprae hsps triggering CD4+
cells of the right type is important in order
to understand the immunopathobiology of
leprosy and to design future strategies for
its control.

In the present study, we have attempted
to delineate hsp65 and hspl8 for their po-
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tential CD4+ T-cell immunogenicity in tu-
berculoid (TT) leprosy, lepromatous (LL)
leprosy and healthy contacts. An effort was
made to define these responses using tryptic
digests of hsp65 and hspl18 and the HLA-
DR restriction pattern of polyclonal T cells
derived from patients with polar leprosy.
We identified specific antigenic fragments
of M. leprae hsps that could elicit CD4+
T-cell proliferative responses which were
restricted by diverse HLA-DR molecules in
both polar forms of leprosy.

MATERIALS AND METHODS
Subjects

Patients and control subjects were ob-
tained from the outdoor clinic of the School
of Tropical Medicine, Calcutta, India.
Nineteen TT and 18 LL leprosy patients
diagnosed on clinical and bacteriological
criteria and classified according to Ridley
and Jopling (**) were included in the study.
The diagnosis was confirmed by histopa-
thology in each case. All patients were di-
agnosed within 6 months prior to their in-
clusion in the study, and none had received
any form of steroids during their antileprosy
therapy. The control group consisted of sev-
en healthy individuals from the same en-
demic area living in close contact with lep-
rosy patients.

Antigens and antibodies

Aflinity chromatography purified recom-
binant hsp65 and hspl8 of M. leprae were
generous gifts from Dr. J. D. A. van Emb-
den, National Institute of Public Health and
Environmental Protection, Bilthoven, The
Netherlands, through the WHO-IMMLEP
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program. Anti-CD4 and anti-CD8 cloned
hybridomas were kindly provided by Dr.
Santu Bandyopadhaya, Indian Institute of
Chemical Biology, Calcutta, India. The cul-
ture supernatants of these hybridoma cell
lines at a 1:20 dilution were used as the
sources of anti-CD4 and anti-CD8 mono-
clonal antibodies.

Trypsin digestion of M. leprae hsps

hsp65 and hspl8 [120 ug in 60 ul of 10
mM phosphate buffered saline (PBS)] were
individually incubated at 37°C with 3 ul
(0.041 units) of trypsin (Sigma Chemical Co.,
St. Louis, Missouri, U.S.A., 1.5 ug/ml) for
precisely optimized time, i.e., | min for
hsp65 and 2.5 min for hsp18. The reaction
was stopped by the addition of 40 ul of gel
loading buffer (50 mM Tris, 10 mM di-
thiothreitol, 2% SDS, 0.1% bromophenol
blue, 10% glycerol) and heating in boiling
water for 3 min. Digested hsps were elec-
trophoresed on a 15%-20% gradient SDS-
PAGE gel in order to separate the trypsin-
digested peptide fragments according to their
molecular weights. Separated bands were
transferred onto the nitrocellulose paper (*°)
and processed further for T-cell Western blot
analysis (1).

HLA typing

HLA typing of all patients and controls
was carried out by the standard microlym-
phocytoxicity test (*7). The class II antigens
(HLA-DR and DQ) were determined using
nylon wool purified B lymphocytes on a set
of sera defining DR1 to DR16 and DQI1 to
DQ9 specificities. The serological typing was
subsequently confirmed by polymerase
chain reaction (PCR)-oligotyping using bio-
tinylated probes ('°).

Standardization of T-cell proliferation
assay

The modified MTT assay system [3-(4, 5-
dimethylthiazol-2-yl)-2, 5-diphenyl tetra-
zolium bromide; Loba Chemie, Bombay,
India] was employed with various initial
numbers of cells/well and various doses of
PHA (3% 2%). The tetrazolium ring is cleaved
by mitochondrial dehydrogenase of viable
cells leading to the formation of dark-violet
formazan crystals, which can be dissolved
in acid-SDS (10% SDS in 0.01N HCI) by
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overnight incubation at 37°C. The color in-
tensity of the crystal solutes are proportion-
al to the cell number and can be read on a
micro ELISA reader using a wavelength of
590 nM. The dose-dependent mitogenic re-
sponses were proportional to the initial cell
concentration of the well. The cell concen-
tration of 2 x 103 cells/well was found to
be optimal in the assay system and was used
in all subsequent experiments.

CD4+ T-cell proliferation

From each individual to be tested, 20 ml
of heparinized blood was collected under
aseptic conditions and peripheral blood
mononuclear cells were isolated by Ficoll-
hypaque gradient centrifugation method.
Monocytes were allowed to adhere to the
bottom of the 96-well flat-bottom plate by
incubation for 2 hr in a fully humidified 5%
CO,-air mixture at 37°C and the nonad-
herent cells (T and B cells) were separated.
From the pool of nonadherent cells, B lym-
phocytes and CD8+ T cells were selectively
removed by complement mediated lysis ('°)
using anti-IgM antisera and anti-CD8
monoclonal antibodies. The purity of the
CD4+ T cells was checked by indirect im-
munofluorescence and found to be > 90%.
Purified CD4+ T cells thus obtained (2 x
10%/well) were co-cultured with adhered au-
tologous monocytes in triplicate in RPMI-
1640 containing FCS (10%), L-glutamine (2
mM), gentamycin (50 ug/ml) in the presence
of hsp65 (5 mg/ml)/or hspl8 (7.5 mg/ml)/
or their tryptic fragments in varying doses
(ul/ml). Positive controls with PHA (5 ug/
ml) and negative controls without any mi-
togen were set up in parallel with each ex-
periment. After 5 days of incubation at 37°C
in a humidified environment with 5% CO,
the cell proliferation was measured by the
modified MTT method (3% 2¢).

The results are expressed as a stimulation
index [SI = Optical density (OD) of the cul-
ture with antigen/OD of culture without
antigen at 590 nM]. A mean SI of > 2 was
considered as indicative of cell prolifera-
tion.

Inhibition of T-cell response by
allele-specific anti-DR Mabs

An inhibition assay was performed by
blocking one of the DR molecules on the
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RL50 showing trypsin digested fragments of M. leprae-
derived hsps. a = hsp65 with varying digestion times,
1 min (lane 2), 2.5 min (lane 3) and 5 min (lane 4).
Lane 3 shows four fragments, TDB65-1 (24 kDa),
TDB65-2 (18 kDa), TDB65-3 (17 kDa) and TDB65-4
(14 kDa). Lane 1 was loaded with molecular weight
markers. b = hsp18 digested for 1 min (lane 1), 2.5
min (lane 2) and 5 mins (lane 3). Lane 2 shows three
fragments, TDB18-1 (10 kDa), TDB18-2 (5 kDa) and
TDBI18-3 (3 kDa). Lane 4 was loaded with molecular
weight markers. Topmost band represents undigested
HSP18.

heterozygous monocytes by the addition of
allele-specific anti-DR monoclonal anti-
bodies (M/s Pel-Freez, Rogers, Arkansas,
U.S.A)) to the adherent monocytes at least
half an hour before the addition of purified
CD4+ T cells and the antigens. Most of
these antibodies inhibited the proliferation
(compared to that of uninhibited analogous
cultures) in a dose-dependent manner and,
in most cases, were used at a 1:50 dilution
which was found to be optimal. The percent
inhibition was calculated as follows: 1 —
(OD of Mab added culture/OD of Mab free
culture at 590 nM) x 100.

Statistical analysis

The cell proliferation data were expressed
as the mean SI + standard error of the mean
(S.E.M.) and the inhibition data as the per-
cent inhibition = S.E.M. The statistical sig-
nificance for the cell proliferation experi-
ment among various patient groups in re-
sponse to different antigens was calculated
by nonparametric methods: Kruskal-Wallis
and Wilcoxon rank sum tests (°). Statistical
significance for the data on inhibition of cell

healthy contacts against hsp65 and its four tryptic frag-
ments. Numbers at bottom of each bar indicate num-
ber of responders/number of individuals tested; p val-
ues: * = < 0.001 (LL leprosy vs healthy contacts/or
TT leprosy); # = < 0.001 (LL leprosy vs TT leprosy).

proliferation was determined by Student’s
t test.

RESULTS
Trypsin digestion of M. leprae hsps

Digestion of hsp65 for 1 min generated
four peptide fragments referred to as
TDB65-1 (24 kDa), TDB65-2 (18 kDa),
TDB65-3 (17 kDa) and TDB65-4 (14 kDa).
hsp18, on the other hand, yielded three frag-
ments at optimal digestion for 2.5 min:
TDBI18-1 (10 kDa), TDB18-2 (5 kDa) and
TDBI18-3 (3 kDa) (Fig. 1 a and b).

CD4+ T-cell responses to hsp65 and its
tryptic fragments

hsp65 was found to be recognized by
CD4+ T cells obtained from healthy con-
tacts (mean SI = 5.8) and patients with TT
leprosy (mean SI = 5.2); it failed to stim-
ulate cells from LL leprosy subjects (SI =
1.6, p < 0.001). Similar responses were ob-
served with TDB65-1 in TT patients and
healthy contacts as compared to LL patients
(p < 0.001) with the proliferation magni-
tude as found in the undigested hsp65. Sig-
nificant reactivity also was found against
TDB65-3 and TDB65-4 in TT patients
compared to that of LL patients (p < 0.001).
However, reactivity of these two fragments
was of a much reduced magnitude than that
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obtained with either the whole hsp65 or its
first two tryptic fragments, TDB65-1 and
TDB65-2 (Fig. 2).

Contrarily, TDB65-2 was not only found
to be immunogenic in TT patients (mean
SI = 5.3) and healthy contacts (mean 6.0),
but also in LL patients (mean SI = 5.8). This
was the only tryptic fragment of hsp65 that
could bypass its specific unresponsiveness
in lepromatous leprosy.

CD4+ T-cell responses to hsp18 and its
tryptic fragments

hsp18 was found to be immunogenic in
TT patients and healthy contacts, but not
in LL patients (p < 0.001). Its larger two
fragments, TDB18-1 and TDB18-2, showed
reactivity of a reduced magnitude in both
TT patients as well as healthy contacts (SI
> 2.0) but LL patients remained unrespon-
sive (SI < 2.0). However, the SI values be-
tween individual groups were not statisti-
cally significant in relation to these two frag-
ments. On the other hand, TDBI18-3 was
found to be potentially immunogenic in all
three groups studied, with significant SI
values of 6.8, 5.4 and 3.1, respectively. Al-
though this 3-kDa fragment stimulated
CD4+ T cells from anergic LL patients (SI
= 3.1), the response was significantly lower
compared to TT patients and healthy con-
tacts (p < 0.01) (Fig. 3).

HLA-DR restriction

The inhibition of the T-cell responses by
allele-specific anti-DR monoclonal anti-
bodies (Mab) against each of the antigens
tested was expressed as a percent inhibition.
A > 50% inhibition was considered signif-
icant. The data thus obtained reflects the
magnitude of restriction imposed by spe-
cific HLA-DR alleles.

DR restriction of hsp65 and its fragments

The proliferative response to undigested
hsp65 was significantly inhibited (> 50%)
by anti-DR2 Mab in 14 out of the 19 DR2-
positive TT patients (Fig. 4a). Although
similar inhibition was observed with sev-
eral other non-DR2 molecules (e.g., DRI,
DR5 and DR?7), it was significantly higher
when anti-DR2 Mab was used (p < 0.001).
For example, in TT patients carrying DR1/
DR2 phenotypes (N = 7), the mean inhi-
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bition by anti-DR 1 was low (18.5%); where-
as in one patient carrying DR 1 along with
a non-DR2 allele, it was found to be ap-
preciably higher (68.2%). Similarly, anti-
DRS5 inhibited the response by 72.9% in a
DR5/non-DR2 patient but in a DR5/DR2-
positive patient, the inhibition was only
18.2%, suggesting stronger immunogenic af-
finity of DR2 for hsp65 and competition
imposed by it on other DR alleles.
TDB65-1. Responses to the TDB65-1
fragment in TT patients showed stronger
inhibition by blocking of HLA-DR2 in
comparison with all other non-DR2 alleles
reaching the significance level (p < 0.001).
In six patients with the DR1/DR2 pheno-
type, the inhibition by anti-DR1 was less
(13.8%) but when DR is associated with a
non-DR2 allele (N = 2), the inhibition by
anti-DR1 was found to be very high (88.9%).
Similarly, inhibition by anti-DR7 was low
in a patient with a DR7/DR1 phenotype
(7.1%) but the same was quite high (53.6%)
in the DR7/non-DR1 phenotype (N = 3).
The response to this fragment could also be
inhibited by anti-DRS5 in DR5/non-DR2-
positive patients. Thus, TDB65-1 was found
to be immunogenic in the context of DR2,
DR1, DR7 and DRS, with DR2 providing
the strongest restriction (Fig. 4b).
TDB65-2. The response to this unique
fragment in TT patients was inhibited sig-
nificantly by the blocking of DR2 (88.8%),
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Fig. 4. Percent inhibition of CD4+ T-cell proliferative responses of leprosy patients using allele-specific anti-
DR Mabs against: a = HSP65 in TT; b = TDB65-1 in TT; ¢ = TDB65-2 in TT; d = TDB65-2 in LL leprosy.
Each bar represents mean percent inhibition; vertical line at top of bar denotes S.E.M. Numbers in parentheses
indicate number of individuals showing > 50% inhibition/number of individuals tested.

more so than all other non-DR2 alleles (p
< 0.01). Inhibition by anti-DRS in two pa-
tients carrying DR5/DR2 or DR1 was high
(85%), suggesting that DRS is also a strong
presenter of this fragment. Anti-DR7 in-
hibited the response in one patient with a
DR7/DR1 phenotype (96.9%). However, in
the presence of DR2 in a DR7-positive phe-
notype (N = 3) inhibition by anti-DR7 was
found to be low, suggesting that DR2 can
compete with DR7 for immunogenic pre-
sentation of this fragment. Only one DR8-
positive patient who carries DR2 as the oth-
er phenotype was available and the TDB65-
2-specific response in this patient could be
inhibited (32%) by anti-DR8 Mab (Fig. 4c).

In DR2-positive LL patients (N = 13),
the CD4+ T-cell proliferative response to
this fragment was inhibited strongly by anti-
DR2 Mab as compared to that obtained by

the blocking of other DR alleles (77.2%, p
< 0.01). However, the response could also
be inhibited by anti-DR5 (68.4%), anti-DR3
(56.6%) and anti-DR6 (29.4%) Mab (Fig.
4d). In DR4-positive subjects, inhibition by
anti-DR4 in patients (N = 2) bearing DR4/
non-DR2 alleles was high (80.5%), although
the presence of DR2 led to a drop in the
response to 28.6%. This suggests that DR2
is the strongest restriction allele for TDB65-2
in LL patients also and competes with DR4
for immunogenic binding.

TDB65-3. The CD4+ T-cell response to
this 17-kDa fragment was strongly inhibited
(82.1%) by anti-DR1 in TT patients (N =
9) compared to non-DR1 antibodies (p <
0.01). Interestingly, inhibition by anti-DR2
was very low (9.2%, N = 9) compared to
that by anti-DR1 (p < 0.001). In a DR7/
DR1-positive patient, inhibition by anti-
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DR7 was low (8.6%) compared to the DR7/
non-DR1 patients (N = 3) in whom the mean
inhibition was 92.9%. Generally, anti-DR7
inhibited the response more strongly than
anti-DR2 (p < 0.01).

HLA-DR restriction for the TDB65-4
fragment could not be determined due to
certain unavoidable constraints such as
contamination of the stock antigen.

DR restriction of hsp18 and its fragments

The CD4+ T-cell response to hsp18 was
studied in 19 TT patients. The mean inhi-
bition by anti-DR2 was significantly higher
(86.3%) as compared to other non-DR2 an-
tibodies (p < 0.1), and all patients gave in-
hibition levels of > 50%. Inhibition by anti-
DRI (N = 4) and anti-DR5 (N = 1) was
found to be 14.2% and 1.6%, respectively,

which is significantly lower than that ob-
tained by anti-DR2 (anti-DR1, p < 0.001;
anti-DRS, p < 0.01) (Fig. 5a). Inhibition by
anti-DR7 and anti-DR8 followed two dis-
tinct patterns. In the presence of DR2, the
inhibition by antibodies to these alleles was
low (26.7% and 20%, respectively). On the
other hand, in the absence of DR2, the in-
hibition by anti-DR7 (N = 1) and anti-DRS§
(N = 3) was much higher (96% and 97%
respectively). Since the number of patients
with all of these combinations was small,
statistical calculations could not be done for
these alleles.

TDB18-1. Using TDBI18-1, maximum
inhibition was provided by the blocking of
DRY7 (91.8%) which was much higher com-
pared to the blocking of non-DR7 alleles (p
< 0.05). Minimum inhibition was obtained
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with anti-DRS in one patient (2%). Anti-
DR2 also showed strong inhibition, but only
in the absence of DR7 in the phenotype. On
the contrary, the presence of DR7 in DR2-
positive TT patients rendered anti-DR2 a
poor inhibitor of the response (p < 0.001).
When DR7 was associated with DR1, only
2% of the response could be inhibited by
anti-DR1, but in the absence of DR7 in
DR1-positive patients, the anti-DR1-me-
diated inhibition was 19.7% (N = 6). Thus,
TDB18-1 isa multideterminant cluster pep-
tide of hsp18 of M. leprae (Fig. 5b).

TDB18-3. In 9 out of 12 TT patients
tested, anti-DR2 was found to be a strong
inhibitor of polyclonal T-cell response to
the versatile fragment TDB18-3 (86.%) as
compared to blocking other non-DR2 al-
leles (p < 0.01) (Fig. 5c). This anti-DR2-
mediated inhibition also was significant
when compared with other individual anti-
DR antibodies, such as anti-DR1 (p < 0.01),
anti-DR8 (p < 0.001) and anti-DRS5 (p <
0.01)

In LL patients (N = 8) on the other hand,
anti-DRS5 was found to be the strongest in-
hibitor (78%, N = 3) followed by anti-DR2
(72.9%, N = 6) and anti-DR1 (19%, N = 2)
(Fig. 5d). Thus, this unique fragment was
restricted by the maximum number of HLA-
DR alleles, namely, DR2, DR5, DR8, and
DRI1 not only in TT patients but also in
anergic LL cases.

DISCUSSION

In order to develop effective immunom-
odulators for leprosy, it is important to de-
fine the antigenic sites on M. leprae seen by
the CD4+ T cells that constitute early and
crucial events in effector immune function.
In the present study, we report in vitro pro-
liferative responses of CD4+ T cells from
polar leprosy patients against M. leprae-de-
rived hsp65, hspl8 and their tryptic frag-
ments. In their native form, both hsp65 and
hsp18 were found to be immunoreactive in
TT leprosy patients and healthy contacts,
but failed to induce proliferation in LL sub-
jects. The unresponsiveness observed in LL
patients may be attributed to suppressor
mechanisms directed against these hsps (32).
Since the reactive subjects in this study (both
TT patients and healthy contacts) were from
an outbred population, it may be envisaged
that these proteins bear multiple T-cell ep-
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itopes with affinity for various HLA class 11
alleles. The reduced magnitude of T-cell
reactivity against 17-kDa (TDB65-3) and
14-kDa (TDB65-4) fragments suggests that
these might have lost some of the potential
epitopes present on the intact hsp65 mol-
ecule. Interestingly, TDB65-2 triggered
polyclonal CD4+ T cells derived not only
from TT patients and healthy contacts but
also from LL patients, suggesting that this
18-kDa fragment of hsp65 could bypass the
selective T-cell anergy in LL leprosy. The
magnitude of responses against this frag-
ment was found to be similar in all three
groups studied, suggesting that most of the
helper/inducer epitope(s) of the intact mol-
ecule are clustered in this 18-kDa fragment
without any suppressogenic element.

Regarding hspl8, although the two big
fragments (10 kDa and 5 kDa) were less
immunogenic in TT leprosy and healthy
contacts, the smaller 3-kDa fragment ap-
peared to have immunogenicity similar to
the whole hspl8 in the same group of sub-
jects. Further, this 3-kDa fragment was im-
munoreactive even in LL patients, suggest-
ing that this fragment could circumvent the
suppressor mechanism(s) directed against
hspl8 or its two other tryptic fragments.
The possibility of revealing “cryptic” epi-
topes or the effect of competition can also
be considered for the observed universal
immunoreactivity of the 3-kDa fragment of
hspl8. Thus, it is clear that at least one
fragment in each on the two major stress
proteins, namely, TDB65-2 (18 kDa) and
TDB18-3 (3 kDa) escapes the immunolog-
ical unresponsiveness of LL leprosy possi-
bly due to the deletion of the suppressogenic
elements present on intact hsps.

For the development of a potential vac-
cine for leprosy in the outbred human pop-
ulation, it is necessary for a candidate mol-
ecule to be presented by multiple HLA class
II alleles (> '?). The data in the present study
revealed that while hsp65 can bind immu-
nogenically with a battery of DR molecules
(i.e, DR2, DR1, DRS and DR7), HLA-DR2
appears to be the strongest presenting allele.
Recently, Mutis and co-workers (*') have
demonstrated that an epitope that maps be-
tween the amino acid residues 439 and 448
of the mycobacterial hsp65 is restricted/pre-
sented by HLA-DR2 (DRB1*1503) in the
Surinam black population. None of the pa-
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tients/controls in the present study had
DRBI1*1503. In fact, this unique subtype of
DR2 is characteristic of negroids and is to-
tally absent in Asian Indians ('%). Further,
DR3 restriction earlier reported in TT lep-
rosy (°) could not be detected in our patient
group. Instead, we obtained evidence for the
presence of DR7-restricted determinants on
hsp65 perhaps for the first time in this sam-
ple of Asian Indian patients. Similarly, DR2
was found to be the strongest presenter of
the 18-kDa fragment in both polar forms of
leprosy. Although, the restriction imposed
on TDB65-2 by DR2 was almost similar in
TT and LL leprosy patients, that by other
DR alleles was varied in the two patient
groups, i.e, DR1, DRS, DR7 in TT leprosy
and DR3, DR4, DR6 in LL leprosy. In this
respect, this fragment appears to contain
multiple epitopes with affinity for several
DR alleles. Interestingly, DR8 restriction
was found only for this fragment in TT lep-
rosy and not for any other fragment tested,
including the whole molecule. It is possible
that DRS8 restricted epitope(s) may be cryp-
tic in nature, inaccessible for immunogenic
presentation and expressed only on the 18-
kDa fragment of hsp65 after trypsin diges-
tion. Thus, de novo trypsin digestion widens
the DR restriction of hsp65.

The results on hspl8 revealed multiple
DR restriction with DR2 as the strongest
restricting element in TT patients. Among
its tryptic fragments, the 10-kDa fragment
(TDB18-1) was restricted by multiple DR
alleles (DR7, DR 1, DR2, DR5) with DR7
being the potential antigen-presenting al-
lele. Interestingly, the smallest of the three
fragments, TDB18-3, stimulated CD4+ T
cells derived from both TT as well as LL
patients and was restricted by multiple DR
alleles. For this fragment, the highest re-
striction was provided by DR2, while DR7
restriction was close to zero. This indicates
that DR7-restricted determinant(s) are ex-
pressed strongly on TDB18-1, and they are
either absent or not properly oriented for
immunogenic presentation on TDB18-3.

The present study provides evidence that
hsp65, hspl8 and their tryptic digests are
ubiquitous so far as their immunogenic af-
finity for HLA-DR specificities is con-
cerned. Further, an 18-kDa fragment of
hsp65 and a 3-kDa fragment of hsp18 are
most versatile and potentially immunogen-
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ic in both polar forms of leprosy. The study
provides evidence that multiple DR alleles
are involved in MHC restriction to M. lep-
rae hsp antigens. The DR alleles associated
with the highest mean inhibition are those
with the highest affinities for relevant pep-
tides. Among these, DR2 is the strongest
restricting allele for the mycobacterial an-
tigens tested in this experiment. This pos-
sibly reflects the dominance of DR2-re-
stricted helper T-cell reactivity in the TT or
reactive form of leprosy. Indeed, DR2 has
been reported to be strongly associated with
TT leprosy (*¢3°) and pulmonary tubercu-
losis (*°) in the Indian population. Our re-
sults of dominant DR2 restriction of M. lep-
rae hsps in immunoreactive forms of lep-
rosy explain the immunological basis for the
observed DR2 association in polar TT lep-
rosy.

It is highly probable that these tryptic
fragments may carry multiple epitopes, so
that a diverse HLA-DR restriction is pos-
sible. Further fragmentation of these tryptic
digests and delineation of their amino acid
sequences could provide valuable infor-
mation in defining the critical determinants
in the M. leprae hsps. In this respect, al-
though our observations are preliminary, the
knowledge about these M. leprae hsps and
their DR restriction pattern is important for
designing effective immune intervention
strategies in leprosy.

SUMMARY

Mycobacterium leprae heat-shock pro-
teins hsp65 and hspl8 have received im-
mense attention as major T-cell target an-
tigens in leprosy. Both of these hsps and
their tryptic fragments were characterized
for their ability to stimulate CD4+ T cells
derived from polar leprosy cases and healthy
contacts. The optimal digestion of hsps with
trypsin yielded four fragments of hsp65—
TDB65-1 (24 kDa), TDB65-2 (18 kDa),
TDB65-3 (17 kDa), TDB65-4 (14 kDa)—
and three of hspl8—TDBI18-1 (10 kDa),
TDBI18-2 (5 kDa), TDB18-3 (3 kDa). While
all of these tryptic fragments and undigested
hsps triggered CD4+ T cells from tuber-
culoid (TT) leprosy patients and healthy
contacts (SI > 2), only two fragments—
TDB65-2 and TDB18-3—were found to be
stimulatory in anergic lepromatous (LL)
leprosy patients (SI = 5.27 and 3.0, respec-
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tively). Blocking studies using allele-specific
anti-DR monoclonal antibodies revealed
multiple HLA-Dr restriction, with DR2
providing the strongest restriction in both
TT as well as LL leprosy. These findings
indicate that M. leprae hsps and their tryp-
sin-digested fragments are promiscuous and
recognizable in the context of diverse HLA
alleles, of which DR2 is the most efficient
restriction element. The 18-kDa fragment
of hsp65 and the 3-kDa fragment of hspl8
are the most versatile fragments that could
elicit in vitro proliferation in both polar
forms of leprosy.

RESUMEN

Las proteinas de choque térmico hsp65 y hsp18 de
Mycobacterium leprae han recibido mucha atencion
como blancos antigénicos reconocidos por las células
T en la lepra. Estas hsps y sus fragmentos tripticos
fueron caracterizados en cuanto a su capacidad de es-
timular células TCD4+ obtenidas de casos polares de
la lepra y de individuos sanos. La digestion optima de
las hsps con tripsina produjo 4 fragmentos de la hsp65
(TDB65-1 de 24 kDa, TDB65-2 de 18 kDa, TDB65-3
de 17 kDa, y TDB65-4 de 14 kDa), y 3 fragmentos de
la hspl18 (TDB18-1 de 10 kDa, TDB18-2 de 5 kDa, y
TDBI18-3 de 3 kDa). Todos los fragmentos tripticos y
las proteinas no digeridas estimularon a las células
TCD4+ de los pacientes con lepra tuberculoide (TT)
y de los contactos sanos, pero solo 2 de los fragmentos
(TDB65-2 y TDBI18-3) fueron estimulatorios para las
células de los pacientes lepromatosos, LL (SI = 5.27 y
3.0, respectivamente). Los estudios de bloqueo con
anticuerpos monoclonales anti-DR, alelo especificos,
revelaron restriccion multiple, siendo DR2 el respon-
sable de la restriccion mas fuerte tanto en los pacientes
TT como en los LL. Los hallazgos indican que las hsps
de M. leprae son promiscuas y son reconocidas en aso-
ciacidén con diversos alelos HLA entre los cuales DR2
es el elemento de restriccidon mas eficiente. Los frag-
mentos de 18 kDa de hsp65 y de 3 kDa de hspl8,
fueron los mas versatiles en cuanto a que pudieron
inducir la proliferacion in vitro de los linfocitos en
ambas formas polares de la lepra.

RESUME

Les protéines de choc de chaleur hsp65 et hspl8 de
Mycobacterium leprae ont regu une énorme attention
en tant que cibles antigéniques majeures des cellules T
danslalépre. Ces deux hsp et leurs fragments tryptiques
ont été caractérisés quant a leur capacité de stimuler
les cellules T CD4+ dérivés de cas de lépre polaire et
de contacts en bonne santé. La digestion optimale des
hsp par la trypsine a donné quatre fragments de hsp66 —
TDB65-1 (24 kDa), TDB65-2 (18 kDa), TDB65-3 (17
kDa). TDB65-4 (14 kDa)—et trois fragments de hsp18-
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TDBI18-1 (10 kDa), TDBI18-2 (5 kDa), TDB18-3 (3
kDa). Alors que tous ces fragments tryptiques et les
hsp non digérés stimulaient les cellules T CD4+ des
patients atteints de lépre tuberculoide (TT) et des con-
tacts en bonne santé (SI > 2), on n’a trouvé que deux
fragments—TDB65-2 et TDB18-3—qui étaient sti-
mulateurs chez les patients atteints de lépre 1éproma-
teuse anergique (LL) (SI = 5.27 et 3.0 respectivement).
Des études de blocage utilisant des anticorps mono-
clonaux anti-DR spécifiques pour I’alléle ont révélé une
restriction multiple HLA-Dr, avec DR2 produisant la
restriction la plus forte dans la lépre TT comme dans
la lépre LL. Ces découvertes indiquent que les hsp de
M. leprae et leurs fragments digérés par la trypsine sont
proches et reconnaissables dans le contexte de divers
alleles HLA, parmi lesquels DR2 est I’élément de re-
striction le plus efficient. Le fragment de 18 kDa de
hsp65 et le fragment de 3 kDa de hsp18 sont les frag-
ments aux caractéristiques les plus diverses qui pour-
raient provoquer une prolifération in vitro dans les
deux formes polaires de la l¢épre.
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