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Introduction: Iron isvital for the survival and proliferation of
microorganisms, while mycobacteria also require this element
for their survival within the host. To meet the demand for
iron, mycobacteria synthesise and utilise specific high-affinity
iron-binding compounds (siderophores) which help them
grow in the' iron-restricted conditions of the host [1, 2] and
also participate in the uptake of iron across the thick lipid cell
wall [3].

Two types of siderophores are produced by mycobacteria
[3]. Exochelin occurs extracellularly to act as a scavenger, and
mycobactin occurs on the cell wall to act as a transporter.
Specific membrane proteins are also produced by severa
mycobacteria for the transport of siderophore-ferric iron
complexes [4].

Recent work [5] demonstrated that the growth of
Mycobacterium tuberculosis strains was increased with in-
creasing concentrations of iron in the medium and that the
concentrations of exochelins and mycobactins, which are
highest under iron-deficient conditions, registered marked
decreases. It does not follow, however, that exochelins are
involved in the uptake of iron by mycobacteria.

We have therefore studied the uptake of iron by four
strains of mycobacteria in the absence and in the presence of
exochdlins released by these strains.

Materials and methods. Four different strains of mycobacteria
— a saprophyte, M. smegmatis (TMC 1515); an avirulent
strain H,,R,(TMC 201); a standard virulent strain H,R,
(TMC 102) and a South Indian low virulent (SILV) strain of
M. tuberculosis — were kindly supplied by the Bacteriology
Department of the Tuberculosis Research Centre, Madras,
India. Strains were grown on Lowenstein-Jensen (LJ) slopes
to their log phase and were inoculated into a synthetic
medium (15 mL), which was prepared in iron-free glassware
[6]. with 0.01 mL suspension of 3 X 10°cells mL"of M.
smegmatis, 9 x 10°cells mL*for H,,R,, 1 x 10°cells mL"
for H,R,and 9 x 10°cells mL"for SILV.

Five sets of flasks (each containing 15 pg Fe* mL™) were
set up for each strain. One was used as a control and to the
other four sets were added various concentrations (1.25,2.5,
5 and 10 pg mL ) of exochelins (isolated from the same strain
[7] used for inoculation). After inoculation, the flasks were
incubated a 37°C without shaking. The experiment was set

Table I: Effect of addition of increasing concentrations of exochelins on iron uptake by M. smegmatis at different
days (means £ SD of 4 estimates).

Exochélin Iron uptake (ug mL™) at the following days after inoculation
concentration

(ug mL™) 2 4 6 8
None (Control) 0.8 £ 05 05+ 04 16+ 10 19+ 07
125 09+ 038 15+ 03 3.0+ 0.7 50+ 05
25 0.8+ 0.3 29+ 13 44 + 06 51+ 13
5.0 21+ 09 44 + 05 58 + 09 72+ 04
10.0 19 + 0.6 47 £ 0.2 6.5 + 05 73+ 06

Table 2: Effect of addition of increasing concentrations of exochelins on iron uptake by the avirulent (H,,R),
virulent (H,,R) and the South Indian low virulent (SILV) strains of M. tuberculosis at different weeks
(means + SD of 4 estimates).

M. Tuberculosis Exochelin Iron uptake (ug mL™) at the following weeks after inoculation
strains concentration
(Mg mL™) 1 2 3 4
None 0.8 £ 0.3 14+ 04 14+ 0.7 19 + 04
(control)
1.25 0.8 £ 04 13+05 25+ 03 40+ 05
H..R, 25 10+ 04 13+ 0.7 3608 45 + 10
5.0 0.7+ 0.2 16 + 08 51+ 05 57 £ 0.3
10.0 08+ 04 20+ 05 53+ 0.3 64 % 09
None 09 + 04 12+ 05 14+ 04 19 + 0.6
1.25 0.8+ 0.3 14+ 06 25+ 05 3007
H.R, 25 09 + 04 14+ 02 24+ 0.7 43 + 0.6
5.0 11+ 04 26 +0.3 39+0.8 6.6 + 0.6
10.0 17 + 04 3.0+ 04 45+ 04 70 £ 0.6
None 0.7 £ 0.6 12 £ 06 16+ 0.9 18 + 0.7
125 13+ 04 2.0+ 0.9 25+ 0.6 3705
SILV 25 10+ 07 14 +10 28+ 04 46 + 04
5.0 12 £+ 07 15+ 0.7 3.7+ 06 52 + 0.7
10.0 14 £ 0.3 24 + 04 39+ 09 51+ 03
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up in quadruplicate and the estimations were undertaken
after coding the flasks.

Residua iron concentrations in the media were determined
using the SP 9700-atomic absorption spectrophotometer-
flame system (Pye-Unicam Instruments, Cambridge, UK), at
2, 4, 6 and 8 days after inoculation with M. smegmatis and at
the Ist, 2nd, 3rd and 4th week after inoculation with the three
M. tuberculosis strains.

The iron taken up by the bacilli was caculated as the
difference between the initial concentration (15 pg mL™) and
the residua iron concentration. The results were statistically
analysed using Student’s t-test (paired and unpaired).

Results: Addition of exochelins to media inoculated with M.
smegmatis caused a significant increase in the uptake of iron
only from the 4th day onwards (p < 0.01). The iron uptake
by M. smegmatis was raised significantly (p < 0.01) with
increasing concentrations of exochelins in the medium (Table
1). With the three M. tuberculosis strains, no significant
differences were observed a the 1st and 2nd week; the
uptake was significantly higher at the 3rd and 4th weeks (p <
0.01). The iron uptake by the three M. tuberculosis strains
was also raised significantly (p < 0.01) with increasing
concentrations of exochelins in the medium (Table 2).

The uptake of iron was higher with the saprophytic M.
smegmatis than with any of three M. tuberculosis strains. Of
the three M. tuberculosis strains, the uptake of iron was
dightly higher with the virulent strain than with the avirulent
or low virulent strains (p = 0.02).

Discussion: The uptake of iron from various siderophores into
microbia cells is being increasingly well documented [8, 9].
The process of iron uptake in mycobacteria is distinct
from the processes described in other bacteria [10], as two
molecules with the ability to chelate iron are involved - the
exochelins and the mycobactins. As sdicylate is produced in
considerable amounts under iron deficient conditions, it was
thought to function as the external siderophore. However,
sdlicylate has been found to be incapable of holding iron in
solutions in the presence of phosphate ions [11]. It was later
established that exochelins, found to be present in al species
of mycobacteria studied, serve as the externa siderophore [12].
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Exochdlin from M. smegmatis can solubilise iron from
ferric phosphate and ferritin and mediate the uptake of iron
by M. smegmatis [13]. Uptake of iron in Azospirillum
lipoferum strain D-2 was stimulated rapidly by the addition
of siderophores extracted from the organism to the medium
[14]. The present uptake findings show an increase in the
uptake of iron with increasing concentrations of exochelinsin
the medium by al four strains of mycobacteria, thus clearly
establishing a role in iron-uptake for these compounds.
Further, the uptake of iron was lower in the SILV strain than
in the H,R, strain. Whether the relatively low iron uptake
by the SILV strain even in the presence of added exochelins
is related to the expression of receptor proteins (iron-
regulated envelope proteins) on the mycobacterial envelope
is unknown, but their relevance to virulence needs to be
investigated.

1. Kochan, I., Pelis, N.R. and Golden, C.A. 1971. Infect. Immum., 3,

553-558

Barclay, R. and Ratledge, C. 1983. J. Bacteriol., 153, 1138-1146

Ratledge, C. 1982. In: Ratledge, C. and Stanford, J.L..(eds), The Biology

of Mycobacteria, Vol. 1, pp. 185. Academic Press, London

4. Sritharan, M., Hall, R.M, and Ratledge, C. 1987. J. Gen. Microbiol.,

133, 2107-2114

Barclay, R. and Ratledge, C. 1988. J. Gen. Microbiol., 134, 771-776

Ratledge, C and Hall, M.J. 1971. J. Bacteriol., 108, 314-319

Macham, LP., Ratledge, C. and Nocton, J.C. 1975. Infect. Immun., 12,

1242-1251

8. Braun, V. 1978. Sym. Soc. Gen. Microbial,, 28, 111-138

9. Emnst, JF., Bennett, R.L. and Rothfield. C.I. 1978. J. Bacteriol., 138,
928-934

10. Ratledge, C. and Marshall, B.J. 1972. Biochim. Biophy. Acta. 279,
58-74

11. Ratledge, C., Macham, LP. and Brown, K.A. 1974. Biochim. Biophys.
Acta, 373, 39-51

12.  Macham, LP. and Ratledge, C. 1975. J. Gen. Microbiol., 89, 379-382

13. Macham, LP., Stephenson. M.C. and Ratledge, C. 1977. J. Gen.
Microbiol., 101, 41-49

14, Sexeng, B., Modi. M. and Modi, V.V. 1986. J. Gen. Microbiol., 132,
2219-2224

w

~No o

This study was supported by the Indian Council of Medical Research.

Reprint requests: to Dr B. Raghu. X-6, Anna Nagar, Madras - 600 040.
India

Paper received: 14th July, 1993; amended 8th September. 1993.



