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Supporting Figures and Tables
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Figure S1. The growth curve analysis of M. smegmatis mc?155 was conducted under six distinct conditions,
each utilizing a specific carbon source. Growth assessments were performed in minimal Sauton's medium
supplemented individually with cholesterol, D-glucose, L-lactate, glycerol, Tween 80, and in DMEM

medium with 10% FCS.
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Figure S2. Visualization of Missing Values on Protein Group Level. A) Missing protein group values over
replicates grouped by condition. B) Missing Protein Group Values summarized by condition. 0 means that
protein groups were present in all replicates of all conditions, 6 means that protein groups had missing
values in at least one replicate in all 6 conditions. C) Missing Values per protein group over all replicate. 0
means that protein groups were present in all replicates, 23 means that protein group was only present in

one replicate.
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Figure S3. Agarose gel analysis of RT-PCR for MSMEI_3870 (A) and MSMEI_2690 (B) for diverse growth
conditions: Tween 80 (Lane 1), Cholesterol (Lane2), D-Glucose (Lane 3), L-Lactate (Lane 4), Glycerol (Lane
5), DMEM (Lane 6). Analysis was performed in the presence (A, B) or absence of reverse transcriptase (C,
representative image for the negative control using MSMEI_2690 primers). Expected PCR product size
MSMEI_3870: 662 bp, MSMEI_2690: 275 bp. Respective logec under the tested growth conditions vs
Glycerol as determined by proteomics: Tween 80 (logec 2.70), Cholesterol (logec 2.07), D-Glucose (logkc
2.81), L-Lactate (logec 5.54), DMEM (1.77).
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Figure S4. Volcano plot illustrating proteins with differential expression in response to the utilization of
L-lactate as a carbon source for the cultivation of M. smegmatis, compared to the glycerol condition. Top
downregulated hits (> 3-fold logrc) involved in mycobactin synthesis are highlighted in red.



Siderophore biosynthetic process — Glycerol against all other conditions
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Figure S5. Heatmap of differentially expressed proteins involved in siderophore biosynthesis (glycerol
condition compared to all other conditions).



DMEM

6- RERATE MSME|_437 2.0 remEr4532
-?. .o [} °
K] L oS v
A X f - *< s MSME]_4544
T4 O L -
S 52
S! T
o
1 ® -
2.
L]
O.
-5 0 5
logFC

Figure S6. Volcano plot illustrating proteins with differential expression in response to the utilization of
DMEM as a carbon source for the cultivation of M. smegmatis, compared to the glycerol condition. Top
upregulated hits (> 3-fold loggc) involved in myo-inositol catabolism are highlighted in red.
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Figure S7. Boxplot of log2 protein abundance for putative membrane transporter MSMEI_6324 (I7FN68)
over all conditions. Replicates shown as points.



Table S1. Primers used in this study.

MSMEI_2690 FW

CGACTACACCAAGGGCTACAAGTTC

MSMEI_2690 REV

TGGTCTGGTCCAGCGAGATG

MSMEI_3870 FW

CAGTAGTGACCGAGCGACATG

MSMEI_3870 REV

CGGCGTACTTCCAGCTGTATTAC




