
10'^102 10'^% Killed
± S.E.No. foot pads in which H. leprae

grew/No. foot pads inoculated

Minocycline
dietary

concentration

Probability
that killing
occurred

276^ International Journal of Leprosy^ 1992

REFERENCES
1. CHAUDHURY, D. S., CHAUDHURY, M. and ARMAII,

K. Histoid variety of lepromatous leprosy. Lepr.
Rev. 42 (1971) 203-208.

2. DESIKAN, K. V. and IYER, C. G. S. Histoid variety
of lepromatous leprosy: a histopathologic study. Int.
J. Lepr. 40 (1972) 149-156.

3. PEARSON, J. M. J., REES, R. J. W. and WATERS, M.
F. R. Sulphone resistance in leprosy: a review of
one hundred proven clinical cases. Lancet 2 (1975)
69-72.

4. PFALTZGRAFF, R. E. and BRYCESON, A. Clinical lep-
rosy. In: Leprosy. Hastings, R. C., ed. London:
Churchill Livingston, 1985, pp. 134-176.

5. WADE, H. W. The histoid variety of lepromatous
leprosy. Int. J. Lepr. 31 (1963) 129-142.

6. WHO STUDY GROUP. Chemotherapy of leprosy for
control programmes. Geneva: World Health Or-
ganization, 1982. Tech. Rep. Ser. 675.

Minimal Bactericidal Dietary Concentration of Minocycline for
Mycobacterium leprae-infected Mice is Very Low and
Similar to its Minimal Inhibitory Dietary Concentration

To THE EDITOR:

Previously it was found, by both the ki-
netic and proportional bactericidal method,
that minocycline was consistently bacteri-
cidal for Mycobacterium leprae in infected
mice (2 . 4). This activity was obtained at
levels which were exceeded several fold by
standard doses in man ( 2). Furthermore, we
found that for seven different M. leprae iso-
lates continuous administration of 0.01%
and 0.04% w/w minocycline in the mouse
diet consistently inhibited the growth of M.
leprae (serum levels 0.11 pg/ml and 0.31
pg/ml, respectively), while 0.004% inhibit-
ed 5 of 7 strains and 0.001% was consis-
tently inactive (serum levels 0.08 Am/m1)
(3). These present studies were initiated to
determine by the proportional bactericidal
method (') minocycline's minimal bacteri-
cidal dietary concentration for a single strain
of M. leprae.

In this study, groups of BALB/c female
mice (Jackson Laboratories, Bar Harbor,
Maine, U.S.A.) were infected in both hind
foot pads with 10', 10 2 , or 10 1 AI. leprae
and fed diets for 60 days thereafter con-
taining various concentrations of minocy-
cline (0.004%, 0.01 %, 0.04%, 0.06%, 0.1%);
controls = 0%. One year after the discon-
tinuation of therapy, foot pads of 8 or more
mice (generally 10) from each group of mice
were harvested, and the number of M. lep-
rae counted microscopically ( 6). If 10 5 Al.
leprae were found, multiplication was con-
sidered to have occurred (6). From these re-
sults the percentage of bacteria killed was
quantitated by the method of Spearman and
Karber ( 5 ).

The results of these studies are summa-
rized in The Table. Minocycline 0.004% was
found to have had no significant bactericid-
al activity for M. leprae (p = 0.14). On the

THE TABLE. Killing of M. leprae by various dietary concentrations of minocycline.

No. H. leprae inoculated

0.0% (Control) 3/10 3/10 8/10
0.004% 2/10 6/14 5/18 68 ± 25 0.14
0.01% 0/14 4/14 3/10 85 ± 11 0.01
0.04% 0/10 0/10 12/18 82 ± 12 0.01
0.06% 1/10 1/10 3/8 85 ± 12 0.02
0.1% 0/10 1/10 3/10 90 ± 7 0.001
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other hand, all other dietary levels of mino-
cycline tested (0.01%, 0.04%, 0.06%, and
0.1%) were bactericidal for Al. leprae (p :5
0.02).

Unfortunately, in this study the control
inoculum itself had low viability. This may
account for why the percentage ofM. leprae
killed was less than had been found in pre-
vious studies (2 . 4). Nonetheless, it would
appear that concentrations of minocycline
required to inhibit and kill AI. leprae are
similar (2 3) and easily attainable in man.

— Robert H. Gelber, M.D.
Patricia Siu

Mabel Tsang
Lydia P. Murray

Kuzell Institute for Arthritis and
Wectious Disease

Medical Research Institute of San Francisco
2200 Webster Street
San Francisco, California 94115-1896,

U.S.A.
GWL Hansen's Disease Center

(Dr. Gelber only)
5445 Point Clair Road
Carville, Louisiana 70721, U.S.A.

Special Programme for Research and Training in Trop-
ical Diseases (TDR).
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Improved Method for Purification of Mycobacterium leprae
from Armadillo Tissues

To THE EDITOR:
An efficient, rapid, and cheap method for

the preparation of pure Mycobacterium lep-
rae from armadillo tissues is described. It
is especially recommended for application
in immunology and molecular genetics.

Because the cultivation of M. leprae has
not yet been possible, the only source for
specified living Al. leprae are animal mod-
els, especially the nine-banded armadillo
(Dasypus novemcintus). Difficulty in the
separation and purification of the organism
from armadillo tissues is one of the main
problems workers face in this field, and it
limits the effective use of M. leprae in im-
munology, vaccine preparation, biochemi-
cal studies, etc.

We have developed a rapid, efficient,
cheap, and easy method for the preparation
of M. leprae from armadillo tissues which
provides bacteria of high quantity and high
quality. The method depends on low speed/
high speed centrifugation with the use of
Percoll as a gradient separation medium.

Armadillo liver tissue (6 grams) from an
armadillo inoculated with AI. leprae 24
months earlier was homogenized with ultra-
turax at high speed in 10 ml phosphate buff-
ered saline (PBS), pH 7.0, in a Beckman
screw-cap centrifuge tube (Cat. no. 355670),
and the homogenate was then centrifuged
at 55 x g for 6 min at 5°C. The supernatant
was carefully aliquoted to two or three 5-ml
screw-cap tubes (Greiner, Cat. no. 124261)
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