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It has previous l y been report ed (1, 2 , 3) that a histochemically det er 
mined relationship exists between th e presence of acid -muconolysaccharides 
and the presence of M. l eprae and M. l epraemurium in the r espective l esi ons 
they call forth . It-was fur ther reported that these bacilli have th e neces 
sary enzymes to utili ze hyaluronic acid in thei r met aho li sm and tha t hya luronic 
acid ac t s as a baci lli growth enhancing agent in mice inoculat ed with ~1. l eprae 
It was further not ed that pilot s tudies i nd icat ed that the use of hya luronic 
acid significantly enhanced the probahility of i n vitro cultivation . 

It is now noted that five strains of acid fast bacilli have been isolated, 
cultured and subcultured utilizing hoth l iquid and agar p l at e forms of a hyal
uronic acid based medium , designated LA-3. It has the following composition: 

1. 0.006 M phosphat e buffer 
(Na2HP04-KH 2P04), pH 6.24 

2 . Glycerin 

3. Hyaluronic acid (sodium salt, grade
III-S, from human umbilical cord, Sigma) 

4. Bovine serum albumin (Cohn Fraction V, 
Sigma) 

5. Fresh yeast extract (aseptic, Microbio
logical Associates , Inc., Bethesda, 
Mary land) 

6. Potassium penicillin G (Eli Lilly and 
Co . Suspended in factory made sodium-

81 ml 

3 ml 

100 mg 

6gm 

16 ml 

citrate buffer 0.6 ml) 20,000 unit 

Five cultures of acid-fast bacilli isolated from patients widely separate 
in time and Pacific/Asia~3eography, yield growths of th e same characteristics 
within two to three weekslare r eadily carried into subculture. 

* Thi s work was not compl et ed in time to meet the deadline for submission 
of manuscripts for this me eting . The chairman of th e session was, however, kin 
enough to provide a strictly limit ed five minute period for its pres entation at 
the conclusion of the first morning session . 
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The cultures are identified as M. leprae by specific immuno-fluorescence 
.utilizing LL poo l ed serum from 18 patients different from the patients the 
bacilli are isolated from. The serum preparation follows on the work of Abe 
(4) in being fractionated to its IgG fraction, adsorbed against cardiolipin, 
and a battery of disparate mycohacteria, and coupled with FITC. Other myco
bacteria do not fluoresce with this preparation but the isolates from the 
patients, and the primary and secondary cultures monitored with this technic, 
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all yie ld positive reactions. The cultures are DOPA + hut this is not presently 
acceptable as significant identification since several possibilities for false + 
reactions, not previously recognized, have been identified. Mouse foot pad ino
culation is in process. The cultures do not grow' on standard media for myco
bacteria. Details are in press in the International Journal of Leprosy, Vol. 43, 
#3 . ! . 
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