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Strains of AMycobacterium avium-Mycobacterium intracellulare complex could be divided into two
subgroups, one showing no detectable spots and another showing two radioactive spots at the Rf values
0.10—0. 14 and 0.32—0.36, by thin-layer chromatography (TLC) of a fraction extracted with
acetone after incubation with 35S-sulfate,

The strains tested were cultivated on Ogawa egg medium, harvested after incubation at 37°C
for 10 days, and washed twice with a 0.9% NaCl solution. One hundred mg (wet weight) of cells
were weighed and added aseptically to the following reaction mixture: 3.0 m/ of M/15 phosphate
buffer solution (pH 7.1) containing 0.1% sodium acetate and 5¢Ci/ml, 3S-sulfate. The reaction
mixture was incubated at 37°C for 24 hours, and the cells were centrifuged. The cells were washed
twice with 2.0m/ of distilled water and extracted twice with 109, trichloroacetic acid (TCA)
solution. The cells were then extracted twice with 2.0ml of petroleum ether, and the petroleum
ether extracts were discarded. The cells were extracted twice with 2.0 m/ of acetone, each time for
5 minutes. The acetone extracts were combined and dried by allowing to stand at 37°C. The dried
material was dissolved in 0.1 m/ of acetone, and its 0. 02 m/ sample was placed onto a Silica Gel H
layer (20 by 20 cm; 0. 25 mm thick) with a micropipette.  The sample was subjected to TLC using a
solvent: n-propanol-n-butanol-water-ammonia (57: 20: 20: 3, in volume) (ascending system). The
chromatogram was then scanned for the radioactivity by an automatic TLC scanner (Nihon-Musen
Co., Tokyo) (Scanning speed, 300 mm/hour; chart speed, 150 mm/hour; range, 1,000 counts per
minute (cpm); slit, 30 X 6 mm; time constant, 30 seconds). The 35S-sulfate was a product of the Radio-
chemical Centre, Amersham, Buckinghamshire, England (Sodium sulfate (3S) injection, 0. 63 mCi/m!).

The results are shown in Table 1 and Fig. 1. The radioactive spot that has appeared at the Rf
value 0.95 is originally petroleum ether-soluble®. The TLC of the concentrate of the petroleum
ether extracts showed only one spot at this Rf value and the peak was as high as more than 1, 000 cpm.

The strains were divided into two subgroups by the absence or presence of some acetone-soluble

radioactive compounds.  The first subgroup did not show any radioactive spot and the strains showing
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serotypes 1,2, 7 and 14 belonged to this group. The second subgroup consisted of the strains which

showed the serotypes 9, 16, 18, and 20.

Strains which had a M. scrofulaceum serotype 43 (Gause) also

entered this group. The former showed no detectable, radioactive spots and the latter showed two
radioactive spots at the Rf values 0. 10—0. 14 and 0. 32—0. 36.

*
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Table 1. Subgrouping of Strains of Mjycobacterium avium-Mycobacterium intracellulare
Complex by Thin-Layer Chromatography of Acetone-Soluble Fraction

after Incubation with 35S-Sulfate

Subgroup Strain Serotype Ot}rlgtigisig-
11001 1 (@ ATCC 71
No dectable 11002 2 (II) ATCGC 3717
radioactive 11005 2 (II) ATCC 4121
spot at Rf 11006 1 (I ATCC 11755
values 11016 1 (@ ATCGC 15769
0.10—0.14 11019 2 (I ATCC 17944
and 11020 1 (D) ATCC 15773
0.32—0.36 11021 2 (II) ATCC 17942
13885 7 (VII)
13887 14 (Boone)
13009 16 (Yandle)
13011 16 (Yandle)
13025 9 (Watson)
Two radioactive 13038 18 (Altman)
spots at Rf 13543 18 (Altman) ATCC 19179
values 13884 18 (Altman)
0.10—0.14 13022 20 (Arnold)
and 13948 20 (Arnold)
0.32—0.36 13040 43 (Gause)*
13042 43 (Gause)*
13043 43 (Gause)*
12321%* 43 (Gause)* ATCC 15078

* Serotype of Mycobacterium scrofulaceum.
** Received as Mycobacterium scrofulaceum.
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Fig. 1.
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Thin-layer chromatography of acetone-soluble fraction of Mycobacterium

cvium-Mycobacterium intracellulare complex after incubation with 35S-sulfate.

(A) Strain 13887, serotype 14 (Boone); (B) Strain 13885, serotype 7 (VII); (C)
Strain 13011, serotype 16 (Yandle); (D) Strain 13948, serotype 20 (Arnold);
(E) Strain 130253, serotype 9 (Watson); (¥) Strain 13043, serotype 43 (Gause).

The scale at the right vertical axis shows the radioactivity as counts per minute.
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#RLiz (B 1,F), 2@ pattern %, C, D, E &
CLAinEh s, Hitk spots OMAHEMENE L
WHETR DT3B,

£ =

RSB T, BWikE TCA g CME L8, A=
—7AT2EMHL, w7 & b v e 2\ L CE
7 b VESRHEE 2 m < M2 CHREE spots D4
TaBEE L, FOME,
complex DEH% 2 TSm0 2 LA TE I,
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