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A method of p roducing a leprosy-bacill us suspell s ioll fo r ll se a s a 
lepromin is described which has some advan tages over convent ional 
methods, and may he of interest in v iew of the large dema nd fo r lep­
romin toda.y . ~I~he lepr omin-type a ntigen obtained by this method, fo r 
which the name Nimor pel ha s heen introduced, consist :" of a suspension 
of leprosy bacill i obta in ed f r om expla nts of biopsy materia l ma inta in ed 
in or.IJon cultm"c fo r about fi ve to six week~ . 

MATElUALS AN D M ETHODS 

Explants f rom biop sy sp ecimens f rom untreatecl eases of leproma tous leprosy were 
mainta ined in 'V';t,·O cul ture, using organ-culture techniqlH's. (Two Illod ifi cnt ions of the 
orig ina l proceclure of F ell a nd Robinson (4) wer e u. cd. 

1. Lepromatous nod ul es were removed asepti cally and expla nt,.; 11'1'1'1' imlll l'(liatl' l ~T 
prepar ed by cutting t he t issue into sma ll cubes of about 1-3 mlll ~ \"olu ll1e. A fte r (' \, era l 
washing,; with Tyr od e 0 1' H anks' solution they were tr ansfl'r r ed to rayon st ri ps 1 CIll. 

squar e. These wpre p laced on clots of chi cken embryo extract (Ditco) and p lfl sma 
(Di fco), eq ual pa rts, in wa tch glasses enclosed in petri dishes with damp cotton wool at 
the bottom ( Schaffel' (;; )) . The rayon strips were transfeJ'red to ncw clots rlt rcgul ar 
intervrl ls, a bout tll' ice wcekly . Some explants were r emovecl a t each changc of mediu m 
a nd wer e either nxed fo r hi stolog ic eX fll llinat ion or lII inced to make smea r~ to r prl'limi ­
na r.v ilw est iga t ion. 

2. A lte!'llntivcly, a p latf or lll of ta n ta lum wire mesh (T rowell (6 )) " 'as p laSNl in a 
dish about 11/2 in ch in d iam eter . 'Ine exp lants wcrc placed on top '-of the wire supported 
hy squar es of lens p ap er, and thc fl uid med iu m selected was ca rd ull .,· pipettNl onto thc 
hottom of the rl ish unt il t he flu id was level with th e ll'ns pnper. The fl ui d Ill ediul11 was 
ehanged about tw ice wl'ckly . V arious combina tions of nutri ents wer c used, ma in l:v the 
"e1'um-emb1'Yo extract lIl ediu m, 0 1' 2 pa rts of serum to 1 p a l-t of a solu t ion co ntfl ining 
0.6 pel' cent glucosc anrl 0.2 pel' cent socliu l1l chloride. 

nr':SlJLTS 

In previous work hy one of Il S (KM .B.) i t wa s shown that in ex­
plants macle f rom ea rly t uberculous les ions whi ch were cllltivated,fol' 
only a fo rtnight in vitro by either th e t issue or orgml -culture tech­
nique, bacilli , whi ch w(' r r ra re at the heginning of the cllltn i' c per iod, 
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had multiplied to such an extellt that in sections the whol e microscope 
field wa s cover ed with colonies of acid-fa st organisms (Brieger, F ell 
and Smith e); Briegel' (1)). In parallel experiments done at the Africa 
Inland ?\fission lep l'osal'ium at Oicha, explants were made from biopsy 
specim ens from lepromatous cases, and the ·impress ion was gained that 
the ba cilli had multipli ed in some of the explants that had been culti ­
vated fo r fo ul' to six weeks. rrhe microscope fi eld wa s covel'ed with 
colonies of acid-fa st bacilli . 

. 1 t might be argued t.hat thi s appearance is due to diges tion (a uto­
lys is) and consequ ent conccntration of the tissue andl'edistrihu tion of 
hacilli in th e explant. 'Phis does not seem likely when one consid er s the 
vc ry grca t difference in bacillus content of the material expressible 
from the explants hefor e and after culture, and in histologic prepara­
tions of the tissues befor e and after culture. Tn any case, however, a 
suspension mad e from minced six-weeks-old explants cons isted almost 
entirely of bacilli, singly or in clumps. 

An attempt is now hcing made to a pply qnantitative mctho(l s to as­
ce r tain if multipli cat ion of the ba cilli actuall y takes place ill such 
explants. Th e finalrcsults of thi s investigation, which was made during 
a visit (KM.B.) to Oi cha in 1959, ha ve not ~'e t been fully analyzed, but 
an electron microscope s tudy of the fin e structure of the bacilli present 
in explants after several weeks of incubation showed a well-preserved 
internal structure in many bacilli, some of which were apparentl.v un­
dergoing division (Brieger , Glauert and All en (3)). 

An explanation of why our r esults differ from those of Hanks, who 
found a decrease in numher of bacilli over the culture period in tissue 
culture, may be found in the fact that conditions in an organ culture 
diffcr from thosc in ti ssue cultures . (Tissue from bord erlin e or reac­
tiona 1 tu hcrculoid cascs, although r easonably )'ich in bacilli , arc not 
suitable for thi s work.) 

PREPARATION O:F N I NWRPEL 

\. picce of fine-meshed nylon cloth is spread out in a glass funn el. 
The explants are tran sferred to the apex of the cloth. They arc then 
crushed and squcezed with a gla ss rod. 'While this is being don e normal 
saline is poured over the tissue. This washing is continued as long as a 
definit e degr ee of turbidity is maintained. The concentration of bacilli 
is then assessed by one of the conventiona l counting methods . The 
preparation i.3 finall y diluted as r equired. The dilution is controll ed by 
counting. Phenol is added to a concentration of 0.5 per cent. The sus­
pen sion is placed in suitable vials and sterilized by autoclaving. 

CONCLUSION 

The product which we have called Nimorpel is a suspens ion of heat­
killed leprosy bacilli in 0.5 per cent phenol-salin e, which is practically 
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free from t iss ue dehJ'is. (t can he eas ily sta ndal'd ized . lts immunologic 
effect is compa rable to that of th e ~ I it suda-Hayashi lepr omin prepar ed 
by conventional methods. r(' his has been shown, not only in ohservat ion s 
at Oicha, but also hy Dr . J . Cap at Leopolc1vill e in controll ed exper i­
m en ts a nd hy Dl' . . J. il l. ll . Ga J'rod at the l<~ast African Leprosy He­
sea J'ch Centre Ht Alll pe, in Ken ~· a, using H0af's multi pUllCt lll'e 
I echni rp10. 

RESUM I':~ 

EI pl'odudo, III ('uil l se III li n dllClo el nOJllh l'f' de );iilllol'pel, f'S' unil suspension (Ie 
ba(·i!o;:; 1('})], 0508 Illntados il l cil loI' en 0.5 pOI' cipnto ell' fpnol-soluc i6n SlI lina, que se enC1H'n ­
tl'a pnlcticamente exenta de trjirlos. Pueele adellHl s SCI' nOl'lIln li7.aela f<lc illllcnte. Su efecto 
inlllunologico es compnl'llhle al de In If'pl'OIllina el e ?Iitsuda-H IlYll shi p1'rpll l'il ,l a POl' 10 .' 

metodos acep tael os·. E sto ha qu rda do cl cl1\ ostl'ado , no solo pOl' Ins obse rvaciones vel'ificll das 
en Oicha, sino tamhien POl' el DI'. J. Cap en Leopolclvi ll e en expel'imentos fi :;caliza rlos y 
pOl' el DI' . J. M. B. Gll l'l'od en el Centro de Investigllc i6n Lepl'osa (leI Africa Ol'ientlll en 
Alnpe, K enia , uSll nclo III te('nien de multipuncion rIc Urnf. 
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