1 Supplemental Figure S1.

2 Map of pWhiB7-C

PHsPé60

MAB_3508e
(whiB7)
whiB7-C Hindlll—
5370 bp Pstl ..

O© 00 N OO U B~ W

10
11
12
13
14
15
16
17
18
19
20
21
22

23
24

25



26
27

Supplemental Figure S1. whiB7 (MAB_3508c) sequence.
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Supplemental Figure S2. Simultaneous clarithromycin and amikacin treatment of MAB. MAB was
incubated with clarithromycin at A) % MIC (0.1 mg/L) or B) 100X MIC (20 mg/L) followed by immediate
addition of a range of amikacin concentrations (3-12 mg/L). CFUs were monitored at 24 h intervals. Data
points are the means of three replicates with error bars indicating standard deviation.
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Supplemental Figure S3: Effect of clinically-relevant clarithromycin concentrations on MAB wild type,
AwhiB7 and A whiB7-C derivatives. Strains were incubated with clarithromycin concentrations found in
the lung. CFUs were monitored at 24 h intervals. Dashed lines represent the limit of detection. Data
points are the mean of 3 replicates with standard deviation given as error bars. The data represents 3
independent experiments.



Supplemental Table S1.

Primers used in this study

Primer Sequence (5’ to 3’)

whiB7-FW GAAATGAACACACCCACCAATTACG
whiB7-RV GATCAGGTGATGGATTACATCAGAC
aac(2)-FW GATCCACGGAAACTGGATAGTC

aac(2)-Rv GTTGTCTGACGAGGCGAC

tap-FW GATTCGCCGACTATCAATCAGGTGAAT
tap-RV GTTGGTTCCTTGTCGGGCTG
WhiB7-iPCR-RV GCATAGGCCTCTTTCCGCGAACCACAGGTC
WhiB7-iPCR-FW GCATAAGCTTGTCGCAGTGCCTGGC
aac(2)-iPCR-RV GCATAGGCCTATGAGTATGCCGTGGTACCAG
aac(2)-iPCR-FW GCATAAGCTTCGTGGAAACGGACTTGGTAC
tap-iPCR-RV CGATAAGCTTCTTCGTCGTGTCGATCATCG
tap-iPCR-FW GCATACTAGTGTGACCCACATGGTGTTGAC
whiB7-0S-FW GGTAGCTGCCGTGTTGAT

whiB7-0S-RV GTCGACCGACCTGTTGGAC

aac(2)-0S-FW CCGATCCCGATGCCTTG

aac(2)-0S-RV CGTGTTCTACATCGGTAGTTGTCTG
tap-OS-FW GATCCCGATCTGGAGGC

tap-OS-RV CCCGTGATCAGTGCAG

whiB7-C-FW CGATCTGCAGGTATCGCCGCAGGTCAAAAATAAC
whiB7-C-RV GCATAAGCTTCAGGCCCTACAACCTTCTTG
whiB7-gPCR-FW ACCTCAAGCGTGGTTCCG

whiB7-gPCR-RV CCTCCACTTCAACGGTCATC
aac(2)-qPCR-FW CTGTGTCCAATATGCCAACC
aac(2)-qPCR-RV GAATGCCTCAATGAGTAATTCAC
erm-qPCR-FW GGAGTTCGTTGTGGATCTGG
erm-gPCR-RV AAACCGTGAACGAAGGTGTC
eis2-qPCR-FW GAGGTCAACCGCAAATTCAC
eis2-qPCR-RV CACGACATGACGGCTGAAC

sigA-qPCR-FW CACAAAGGGTTACAAGTTCTCG
sigA-qPCR-RV GCTTGTTGATGACCTCGACC




Supplemental Table S2. The effect of whiB7 deletion on the resistance profile of MAB.

Drug MIC (mg/L)
WT AwhiB7
Imipenem 6.3 6.3
Cefoxitin 50 50
Doxycycline >100 >100
Tetracycline >100 >100
Clindamycin 12.5 25
Levofloxacin 3.1 3.1
Moxifloxacin 1.6 1.6
Rifabutin 6.3 6.3
Rifamycin >100 >100
Rifamycin SV 25 25
Isoniazid >100 >100
Ethambutol >100 >100

Supplemental Table S3: Roles of tap and eis in aminoglycoside resistance.

Drug Amikacin MIC (mg/L)
0 mg/L Clarithromycin % MIC Clarithromycin
WT A aac(2’) | Atap WT A aac(2’) Atap
Amikacin 3.1 3.1 3.1 12.5 12.5 12.5
Tobramycin 6.3 0.4 6.3 25 0.4 25
Gentamicin 6.3 3.1 3.1 25 6.3 12.5
Sisomicin 3.1 0.8 3.1 12.5 0.8 12.5

Values are the medians of 3 experiments.



