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CORRESPONDENCE

This department is for the publication of informal communications that are of
interest because they are informative and ,s -timulating, and for the discussion of
controversial matters. The mandate of this foun.vv. is to disseminate information
relating to leprosy in particular and also other mycobacterial diseases. Dissident
comment or interpretation on published research is of course valid, but personality
attacks on individuals would seem unnecessary. Political comments, valid or not,
also are unwelcome. They might result in interference with the distribution of the
JOURNAL and thus interfere with its prime purpose.

Purification of M. leprae Isolated from Human Skin Biopsies

To THE EDITOR:
For many years after its discovery in 1873

( 3 ), biopsies of nodules from lepromatous
leprosy patients constituted the only source
of the non-cultivable bacillus, Mycobacte-
rium leprae. Draper's method (') is cur-
rently being used by the WHO-IMMLEP
program for the isolation of large quantities
of Af. leprae from armadillo tissues. We used
the same protocol to isolate Al. leprae from
human skin biopsies. The data presented in
Tables 1 and 2 show that Protocol 1/79 can
be adapted for human tissue, although its
reproducibility was not totally satisfactory.
The often low bacterial counts in skin tis-
sues and the relatively massive amounts of
collagenous tissues and fats greatly affect the
recovery, especially at the density gradient
centrifugation step. However, the isolated
Al. leprae cells from skin tissues are free
from the brownish contaminants which are

readily found in isolates from armadillo liv-
er tissues. Moreover, other enzymes and
protein contaminants were not detected by
starch gel electrophoresis, nor were they seen
by light and electron microscopy.

The type of disease in the patient from
whom the starting material is obtained af-
fects the percentage recovery of Al. leprae
(Table 2). The Al. leprae cells in the old LL
cases could have been in the disintegrated
form and could have been lost during the
purification process. Skin biopsies from new
LL cases and BL patients gave percentages
of recovery comparable to those from ar-
madillo liver tissues. Skin biopsies from pa-
tients with LL with reactivation and LL with
ENL gave very good yields of pure Al. leprae
cells.

Preliminary observations suggest that M.
leprae isolated from human skin biopsies
may be more specific than those isolated

TABLE 1. Yield of bacilli and presence of tissue contaminants at different stages of the
purification process.

Purification step
No. of bacilli: x 10' AFB ml - ' (yield in %) Presence of tissues

Expt. 1' Expt. 2' Expt. 3' Expt. 4 0 LM' EM"

Skin tissue homo-
genates 90 (100%) 650 (100%) 600 (100%) 66 (100%) + + + ++++

End of homogenization 78 (86%) 480 (74%) 520 (87%) 47 (71%) +++ ++
End of enzymatic

treatment 66 (73%) 420 (65%) 490 (82%) 39 (59%) ++
End of gradient

centrifugation 51 (57%) 390 (60%) 420 (70%) 27 (41%) _r
End of two-phase

separation 48 (53%) 280 (43%) 310 (52%) 21 (32%)

a Expt. 1-3 = Human skin biopsies (pooled).^d EM = Electron microscopy.
b Expt. 4 = Mouse foot-pad tissue (pooled).^+ = Presence of tissue contaminants.

LM = Light microscopy.^ f — = Absence of tissue contaminants.
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TABLE 2. Recovery of M. leprae isolated from skin biopsies taken from patients with
different types of disease.

Disease type"
Biopsy pool Tissue

homogenates
Two-phase separation

(x10' AFB

(

To Recover

- x 100%)
ca

no. of
specimens

(x10' AFB ml - ')
(a)

Lower layer
(b)

Upper layer
(c)

LL old cases 5 8.9 0.0 0.0
LL new cases 8 281.0 0.0 131.1 47
LL with reactivation 4 131.4 3.1 87.6 67
LL with ENL 4 8.1 0.0 7.0 86
BL 7 71.0 0.0 31.4 44
TT 4 0.0 0.0 0.0
BT 3 0.0 0.0 0.0
Mouse foot pad 6 3.1 0.0 0.8 26

LL = lepromatous leprosy; ENL = erythema nodosum leprosum; BL = borderline lepromatous; TT =
tuberculoid leprosy; BT = borderline tuberculoid.

from armadillo liver tissues (supplied by
IMMLEP) in that the former did not react
with any of the tuberculosis patients' sera
tested, while the latter reacted with 5%-9%
of these sera ( 2 ).
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Enzyme Activation in Peritoneal Cells from Mice
Infected with Mycobacterium lepraemurium

To THE EDITOR:
In a previous study ( 5 ) we found that peri-

toneal cells (PC) from NIH mice inoculated
i.p. with 10 8 Mycobacterium lepraemurium
(M1m) showed increased levels of several
lysosomal hydrolases 4 months after inoc-
ulation. Two months later, most of the en-
zyme activities decreased to values equal to
or lower than those found in the control
group. This suggested a transient state of
biochemical activation resulting, very likely
(2 ), from the generation of an affective cell-
mediated immune response (via lympho-
kines) toward the mycobacterial antigens,
and led us to study the kinetics of such bio-

chemical activation in the PC population
(mostly macrophages) during the entire pe-
riod of infection. We inoculated 150 NIH
female mice (8 weeks old, 20-24 g) i.p. with
10 8 Aihn bacilli freshly separated (4 ) from
lepromas from previously infected animals.
Similar, non-inoculated animals served as
controls. Groups of 15 animals were sacri-
ficed at 2-week intervals following inocu-
lation to collect PC as described elsewhere
( 5 ). Four days before PC collection, the an-
imals were injected i.p. with 2.0 ml of light
mineral oil (Sigma). Cell suspensions were
pooled, separated from the oil in a separa-
tion funnel, washed, adjusted to 20 to 22 x
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