Effect of Circulating Immune Complexes of
Leprosy Patients on Leukocyte Migration Inhibition Induced by
Mycobacterium leprae Antigens in Healthy Volunteers

To THE EDITOR:

Elevated levels of circulating immune
complexes (CICs) have been demonstrated
in leprosy sera, particularly in patients with
borderline lepromatous (BL) and leproma-

tous (LL) leprosy and in those with erythe-
ma nodosum leprosum (ENL) (*7-'¢), Re-
cent studies have shown that these CICs
have efficient complement activating ability
('8:23), Further, it appears that as the disease
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THE TABLE. Total protein concentration and mycobacterial ICs (IgG and IgM types) in
the PEG precipitates from sera of leprosy patients and control groups and their effect on

the leukocyte migration inhibition induced by Dharmendra lepromin.?

Total protein

Mycobacterial immune complexes
(OD,,, value)

Decrease in per-
centage migration
inhibition induced

Groups concentration by lepromin in
(no.) (ug/ml) IgG IgM presence of ICs
Mean + S.D. Mean = S.D. Mean + S.D. Mean = S.D.
(range) (range) (range) (range)
NHS 122.5 + 104.0 0.189 + 0.141 0.046 + 0.057 18.16 + 9.28
4) (40-270) (0.0-0.343) (0.013-0.133) (4.4-29)
TT/BT 265 + 139.8 0.467 + 0.357 0.096 + 0.035 19.13 + 8.73
(5) (100—400) (0.149-0.978) (0.069-0.181) (5.9-29)
BTR 156 = 71.2 0.443 + 0.107¢ 0.0954 + 0.083 18.08 = 14.59
(5) (80-260) (0.319-0.591) (0.031-0.239) (1.6-39)
BL/LL 414 + 155.65 0.711 £ 0.254 0.430 £+ 0.110¢ 25.2 + 20.4
@) (200-620) (0.222-1.04) (0.316-0.584) (3.9-55.8)
ENL 353 + 206.55 0.765 + 0.513 0.215 + 0.252 29.4 + 10.04
6) (120-700) (0.183-1.544) (0.060-0.659) (17.9-40.3)
NHS vs BL/LL p < 0.01 p < 0.01 p < 0.001
NHS vs ENL p <0.1 p < 0.01 p < 0.05
BTR vs BL/LL p <0.1 p < 0.05 p < 0.001
BTR vs ENL p <0.1 p < 0.05 NS¢

* Values are given as mean = S.D. (range). NHS = normal human sera; TT/BT = tuberculoid and borderline
tuberculoid leprosy; BTR = BT in reaction; BL/LL = borderline lepromatous and lepromatous leprosy; ENL =

BL/LL with erythema nodosum leprosum.

*p > 0.1, none significant compared to normal controls and diseased groups; Student’s ¢ test.
¢p < 0.05, compared to normal controls; Student’s ¢ test.
4p < 0.001, compared to TT/BT groups; Student’s ¢ test.

< Not significant.

moves toward the LL pole, the level of CIC
increases while the cell-mediated immune
(CMI) response against Mycobacterium lep-
rae diminishes (% 22). Whether these ele-
vated CIC levels play any role in suppress-
ing CMI function in leprosy patients is,
however, not clear. Leukocyte migration in-
hibition (LMI) is known to be induced by
the production of migration inhibition fac-
tor (MIF) by sensitized lymphocytes in the
presence of sensitizing antigens (> '4). In the
present study, the effect of CIC isolated from
leprosy patients was studied on the LMI
induced by M. leprae antigens in healthy
responders.

CICs were isolated by the polyethylene
glycol (2.5% PEG 6000) precipitation meth-
od of Creighton, et al. (°) from the sera of
36 leprosy patients consisting of 8 tuber-
culoid (TT) or borderline tuberculoid (BT)
(TT/BT), 8 BT with reaction (BTR), 10 BL
or LL (BL/LL) and 10 ENL cases attending
the Central JALMA Institute for Leprosy,

Agra, India. They were classified according
to the Ridley-Jopling scale (7). The control
group consisted of 10 healthy laboratory
volunteers.

For the LMI test, mononuclear cells
(MNC) were taken from the healthy vol-
unteers who had been in constant exposure
to leprosy patients for many years and were
known to mount a strong CMI response as
determined by delayed-type hypersensitiv-
ity skin tests, MIF production, and lym-
phocyte transformation against M. leprae
antigens. Prior to the study of the effect of
PEG precipitates on the LMI induced by M.
leprae antigens, the total protein content of
the precipitates was estimated by Lowry’s
method (19), and the levels of mycobacterial
CICs of the IgG and IgM types were deter-
mined by an ELISA developed by us (?3).
The results obtained showed that the PEG
precipitates from the BL/LL and ENL
groups contained significantly higher levels
of protein than those of the normal human
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sera (NHS) group. The differences in the
mean values among the diseased groups, ex-
cept those of the BTR, were not found to
be significant (The Table).

The levels of mycobacterial CICs in the
BTR, BL/LL, and ENL groups were found
to contain significantly higher levels of the
IgG class of mycobacterial CICs than those
ofthe NHS and TT/BT groups. Further PEG
precipitates from BL/LL and ENL were also
found to have significantly higher levels of
IgG ICs than those of the BTR group (The
Table). PEG precipitates from BL/LL were
also found to have higher levels of the IgM
class of ICs than those of the TT/BT and
BTR groups (The Table).

PEG precipitates from NHS, TT/BT, and
BL/LL groups were tested for their effect on
the viability of MNC at various concentra-
tions (0.1 ml, 0.2 ml, 0.3 ml, and 0.4 ml),
and were found to have no toxic effect (ex-
cept the PEG precipitates from BL/LL at
0.4 ml concentration). The viability of the
cells was more than 98% (Fig. 2). In a sim-
ilar experiment, M. leprae antigen (Dhar-
mendra lepromin) was tested for its effect
on the viability of MNC at various concen-
trations (10° to 102 bacilli/100 ul). No toxic
effect on the MNC except at the concentra-
tion of = 108 bacilli could be noted.

In order to determine the optimal dose
of PEG precipitates to study their effect on
LMI, a dose-dependent experiment to ob-
serve the effect of PEG precipitates from

from PBS/NHS (@-®), TT/LL (a-A) and BL/LL (B~
M) on the viability of mononuclear cells. Each dot =
mean value of three experiments.

NHS and BL/LL groups was carried out us-
ing the following concentrations of PEG
precipitates: 0.025 ml, 0.05 ml, 0.1 ml, and
0.2 ml. The results showed (Fig. 3) that PEG
precipitate from BL/LL at a high concen-
tration (0.2 ml = 72.6 ug of protein) was
found to induce moderate migration inhi-
bition (% migration 82 + 17.17, p < 0.05);
at a low concentration (0.025 ml = 9.06 ug
protein) no effect was noted on the LMI test.
Since 0.025 ml (9.06 ug) protein of PEG
precipitate did not show any effect on the
leukocyte migration, this concentration of
the precipitates obtained from the various
groups was used in our subsequent study to
find out their effect on the LMI induced by
M. leprae antigen. From The Table it can
be seen that PEG precipitates from the nor-
mal control and the diseased groups had no
significant effect on the LMI induced by A.
leprae antigen (10° bacilli) [1 x 10°¢ bacilli
of Dharmendra lepromin were found to be
the optimal dose for the induction of sig-
nificant migration inhibition (MI)]. In
healthy responders, the mean percent MI
value induced by 10¢ M. leprae was found
to be 58.53 = 12.43 (Fig. 1).

In a separate experiment in which leu-
kocytes were pretreated with various con-
centrations (0.1 ml, 0.2 ml, and 0.3 ml) of
PEG precipitates obtained from NHS and
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cipitates had no significant effect on the LMI
induced by M. leprae antigens (Fig. 4).
The specific CMI responses against M.
leprae antigens in BL/LL and ENL patients
have been found to be reduced to a great
extent, and in some it is almost completely
absent (3 ' 12). However, the effect of CIC
on the CMI response in leprosy patients is
not known. There are reports in which ICs
have been shown to act as immunomodu-
lators in the CMI response ('* 2!). Further-
more, soluble ICs (> 3), aggregated IgG (°),
and IgG-coated sheep red blood cells (') have
been reported to stimulate production of
lymphokine (IL-1 or IL-1-like factors) in
murine or human monocytes and macro-
phages ('). Our observation showed a mod-
erate induction of migration inhibition of
leukocytes by PEG precipitates obtained
from the BL/LL groups at a high concen-
tration only. This might be due to the pres-
ence of a significant quantity of mycobac-
terial antigens in the CIC (* '¢) which have
induced the production of lymphokine.
PEG precipitates at a lower concentration
(0.025 ml) obtained from various leprosy
types were found to exert no effect on the
LMI induced by M. leprae antigens. At this
juncture, no explanation could be offered
for this observation because at this low con-
centration of PEG precipitates the myco-
bacterial antigens and antimycobacterial
antibodies are at such a low concentration

FiG. 4. Effect of pretreatment of MNC (5 x 107
cells/0.5 ml) with various doses of PEG precipitates
(0.2 ml, 0.3 ml, and 0.4 ml) from NHS (®-@) and BL/
LL (A-A) on the LMI induced by M. leprae antigens.
Sections a, b, and ¢ = three different healthy responding
individuals.

that it is probably unlikely that they would
exert an effect on the LMI.

PEG precipitates obtained from the dis-
eased groups were found to exert no signif-
icant suppressive effect on the LMI induced
by M. leprae antigen. The LMI of 18.16%
+ 9.28 induced by NHS PEG precipitates
is not significant (The Table). This insig-
nificant suppression may be due to the back-
ground level of antimycobacterial antibod-
ies present in the IC of these individuals.

It has been shown that the Fc fragment
of IC can induce lymphocyte blast trans-
formation and polyclonal antibody synthe-
sis in murine B lymphocytes (* ). The im-
munochemical analysis of CIC isolated from
the PEG precipitates of serum samples of
patients has been shown to contain IgG, IgM,
and IgA (*'%) and, hence, is very rich in Fc
contents. It is possible that CIC isolated from
leprosy sera may have been in a solubilized
form; hence the Fc portions were incapable
of binding to the Fc receptors of the cells.
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Takahashi, et al. (*°) have shown that
while solubilized ICs retain a little capacity
to activate the complement system, they lose
their ability to bind to the Fc receptors of
various blood cells such as leukocytes,
monocytes, macrophages, and certain cells
of the B-lymphocyte series (> '*-29).

From these observations it may be con-
cluded that CICs in leprosy patients prob-
ably have no impairing effect on the pro-
duction of MIF induced by M. leprae
antigens. Further studies are, however,
needed to determine the role of CICs on the
other functional parameters of CMI.

—Padmawati Tyagi, M.Sc.
Bhawneshwar K. Girdhar, M.D.
Kiran Katoch, M.D.

Utpal Sengupta, Ph.D.

Central JALMA Institute for Leprosy
Taj Ganj, Agra 282001, India

—Vadakkuppattu D. Ramanathan, Ph.D.

Tuberculosis Research Centre
Chetput, Madras, India
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