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Working Parties

Workshop on Cultivation of M. leprae’

Chairman: Dr. Esmond R. Long
Co-Chairman: Dr. Byron S. Tepper

Thirty-one invited participants®  dis-
cussed mutual problems and methodology
in cell-free and tissue-culture approaches to
the cultivation of Mycobacterium leprae. 1t
was generally agreed that lepromas from
untreated patients provide the most relia-
ble source of inocula for cultivation trials.
The availability problems of contamina-
tion, and transport of material for inocula
were discussed. It was suggested that,
when feasible, infected thymectomized-
irradiated mice could provide a more read-
ily available source of inocula. The impor-
tance of inhibitors of microbial growth and
factors toxic for tissue-culture cells that
may be present in the host tissue were
emphasized. Although the ultimate goal of
the in vitro studies is the unquestionable
multiplication of M. leprae, it was sug-
gested that microscopic counts of inocula
and incubated cultures could provide leads
toward favorable nutritional and environ-
mental conditions for growth. The results of
cultivation trials that were negative or
yield only limited multiplication were dis-
cussed. There was a similarity in problems
of inocula and methodology for the tissue
culture and cell-free approaches to cultiva-
tion. In the tissue-culture approach addi-
tional problems were the choice of cell lines
and the maintenance of original properties
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during prolonged propagation periods. The
morphologic and physiologic changes that
occur during cell subculture were em-
phasized, and it was suggested that original
cell lines be preserved by freezing, to be
used in serial transplants or as reference
standards.

Criteria were suggested for characteriz-
ing acid-fast organisms arising in culture as
the leprosy bacillus. The criteria are (1)
the organisms do not multiply on or in
ordinary bacteriologic media; (2) the orga-
nism multiplies in typical fashion in the
mouse foot pad under defined conditions;
(3) it invades peripheral nerves; (4) skin
test lepromins prepared from the organism
duplicate the results of standard lepromins,
particularly in lepromatous patients, (5)
the organism oxidizes certain phenolic com-
pounds such as 3,-4-dihydroxyphenylalan-
ine, and (6) it does not elongate in Hart-
Valentine media. It was suggested that
some of these characteristics may be lost
during growth in vitro, but that it did not
seem likely that all would be lost at the
same time. An exception would be the
possibility that the etiologic agent in lep-
rosy may first be cultured as non-acid-fast
or as L forms of the organisms, Methods
for the isolation, cultivation, morphologic
study and identification of “soft-forms”
were discussed.

The open discussion and scientific sincer-
ity of the participants of this workshop
made this meeting highly successful. This
workshop illustrated the value of small
group gatherings for free discussion of spe-
cific problems that could not be covered in
any such detail in the general scientific
program. In this sense it seemed to offer a

precedent for future general meetings.—
B. S. TePPER
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