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Figure 1. Map of Melanophryniscus simplex collection locations in Brazil. Note: Sites 5 and 6
are geographically close, but represent distinct collection locations.
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Figure 2. Colony-forming unit (CFU) assay for frog alkaloids tested against Mycobacterium
phlei. Rows 1-3 were treated with 4.8 microliters of alkaloid; rows 4-6 were treated with 9.6
microliters of alkaloid. Column A is a pure culture of M. phlei, followed by a tenfold dilution in
each successive column.
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Figure 3. Optical density and colony-forming unit analyses for Mycobacterium smegmatis.
(A) Mean endpoint optical density measurements for Mycobacterium smegmatis treated with 4.8

microliters of alkaloid. The dotted line represents the level of inhibition by the methanol control.
(B) Mean colony-forming units per mL for Mycobacterium smegmatis treated with 4.8

microliters of alkaloid. (C) Mean endpoint optical density measurements for Mycobacterium
smegmatis treated with 9.6 microliters of alkaloid. The dotted line represents the level of
inhibition by the methanol control. (D) Mean colony-forming units per mL for Mycobacterium

smegmatis treated with 9.6 microliters of alkaloid.

16



0.6; 800;

600
0.4 _
8 { E
a } .
o) i E 400
""""" 2 S — ©
- v 200;
T i
0.0 3 — o-i T i
N % G © QD N % i) O )
&“e'o & g g ¥ g ¥ \&00 & g g o o ¢
Location Location
C. D.
0.20; 150,
0.15 +
- 100
g 3 . E
""" 8 Ofofii E
(&)
50
0.051
0.00 - N - 0- . == _ .
LN \ &) © QD N 9 4 ™ ) ©
Location Location

Figure 4. Optical density and colony-forming unit analyses for Mycobacterium phlei. (A) Mean
endpoint optical density measurements for Mycobacterium phlei treated with 4.8 microliters of
alkaloid. The dotted line represents the level of inhibition by the methanol control. (B) Mean
colony-forming units per mL for Mycobacterium phlei treated with 4.8 microliters of alkaloid.
(C) Mean endpoint optical density measurements for Mycobacterium phlei treated with 9.6
microliters of alkaloid. The dotted line represents the level of inhibition by the methanol control.
(D) Mean colony-forming units per mL for Mycobacterium phlei treated with 9.6 microliters of
alkaloid.
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