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A method of producing a leprosy-bacillus suspension for use as a
lepromin is deseribed which has some advantages over conventional
methods, and may be of interest in view of the large demand for lep-
romin today. The lepromin-type antigen obtained by this method, for
which the name Nimorpel has been introduced, consists of a suspension
of leprosy bacilli obtained from explants of biopsy material maintained
in organ culture for about five to six weeks.

MATERIALS AND METHODS

Explants from biopsy specimens from untreated cases of lepromatous leprosy were
maintained in vitre eulture, using organ-culture techniques. (Two modifieations of the
original procedure of Fell and Robinson (%) were used.

1. Lepromatous nodules were removed aseptically and explants were immediately
prepared by eutting the tissue into small eubes of about 1-3 mm® volume. After several
washings with Tyrode or Hanks' solution they were transferred to rayon strips 1 em.
square. These were placed on elots of chicken embryo extract (Difeo) and plasma
(Difeo), equal parts, in wateh glasses enclosed in petri dishes with damp eotton wool at
the hottom (Schaffer (?)). The rvayvon strips were transferved to new clots at regular
intervals, about twice weekly. Some explants were removed at each change of medinm
and were either fixed for histologic examination or minced to make smears for prelimi-
nary investigation.

2. Alternatively, a platform of tantalum wire mesh (Trowell (%)) was placed in a
dish about 1% inch in diameter, The explants were placed on top of the wire supported
by squares of lens paper, and the fluid medium seleeted was eavefully pipetted onto the
bottom of the dish until the fluid was level with the lens paper. The fluid medinm was
changed about twice weekly. Various combinations of nutrients were used, mainly the
serum-embryo extract medium, or 2 parts of serum to 1 part of a solution containing
0.6 per eent glucose and 0.2 per eent sodinm chloride,

RESULTS

In previous work by one of us (I.M.B.) it was shown that in ex-
plants made from early tuberculous lesions which were eultivated for
only a fortnight in vitro by cither the tissue or organ-culture tech-
nique, bacilli;, which were rare at the beginning of the enlture period,
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had multiplied to such an extent that in seetions the whole mieroscope
field was covered with colonies of acid-fast organisms (Brieger, Fell
and Smith (%) ; Brieger (')). In parallel experiments done at the Afriea
Inland Mission leprosarium at Oicha, explants were made from biopsy
specimens from lepromatous eases, and the impression was gained that
the baeilli had multiplied in some of the explants that had been culti-
vated for four to six weeks. The microscope field was covered with
colonies of acid-fast baeilli.

It might be argued that this appearance is due to digestion (auto-
Ivsis) and consequent concentration of the tissne and redistribution of
bacilli in the explant. This does not seem likely when one considers the
very great difference in bacillus content of the material expressible
from the explants before and after eulture, and in histologic prepara-
tions of the tissues before and after culture. In any case, however, a
suspension made from mineced six-weeks-old explants consisted almost
entirely of bacilli, singly or in elumps.

An attempt is now being made to apply quantitative methods to as-
certain if multiplication of the bacilli actually takes place in such
explants, The final results of this investigation, which was made during
a visit (K.ALB)) to Oicha in 1959, have not vet been fully analyzed, huat
an electron microscope study of the fine structure of the bacilli present
in explants after several weeks of ineubation showed a well-preserved
internal structure in many bacilli, some of which were apparently un-
dergoing division (Brieger, Glauert and Allen (%)).

An explanation of why our results differ from those of Hanks, who
found a deerease in number of bacilli over the eulture period in tissue
culture, may be found in the faet that conditions in an organ eunlture
differ from those in tissue cultures. (Tissue from borderline or reac-
tional tubereuloid eases, although reasonably rich in bacilli, are not
suitable for this work.)

PREPARATION OF NIMORPEL

A piece of fine-meshed nylon cloth is spread out in a glass funnel.
The explants are transferred to the apex of the cloth. They are then
crushed and squeezed with a glass rod. While this is being done normal
saline is poured over the tissue. This washing is continued as long as a
definite degree of turbidity is maintained. The concentration of bacilli
is then assessed by one of the conventional counting methods. The
preparation i3 finally diluted as required. The dilution is controlled hy
counting. Phenol is added to a concentration of 0.5 per cent. The sus-
pension is placed in suitable vials and sterilized by autoclaving.

CONCLUSION

The product which we have called Nimorpel is a suspension of heat-
killed leprosy bacilli in 0.5 per cent phenol-saline, which is practieally



28, 4 Beeleer and Brieger: Nimorpel for Use as a Lepromin 443

free from tissue debris. 1t ean be easily standardized. Its immunologie
effeet is comparable to that of the Mitsuda-Hayashi lepromin prepared
by conventional methods. This has been shown, not only in observations
at Oicha, but also by Dr. ). Cap at Léopoldville in controlled experi-
ments and by Dr.JJ. M. B. Garrod at the Fast African Leprosy Re-
search Centre at  Alupe, in Kenva, using Heaf’s multipuncture
technique.

RESUMEN

El producto, al cual se la ha dado el nombre de Nimorpel, es una suspension de
bacilos leprosos matados al ealor en 0.5 por ciento de fenol-solueidn salina, que se encenen-
tra practicamente exenta de tejidos. Puede ademds ser normalizada fieilmente. Su efeeto
inmunoldgico es comparable al de la lepromina de Mitsuda-Hayashi preparada por los
métodos aceptados. Ksto ha guedado demostrado, no sélo por las observaciones verifieadas
en Oicha, sino también por el Dr. J. Cap en Léopoldville en experimentos fisealizados v
por el Dr. J. M. B, Garrod en el Centro de Investigacion Leprosa del Afriea Oriental en
Alupe, Kenia, usando Ia téeniea de multipuncién de Heaf,
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