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Figure S1: Alignment of LeuS sequences in M. abscessus reference strain ATCC 19977, and clinical isolates
M9507 and M9529. Compared to LeuS in ATCC 19977, LeuS in M9507 and M9529 harbor A315V and T355A
substitutions.



Table S1: MIC of epetraborole (EBO) against nine M. abscessus and a M. peregrinum isolate.

Biological Replicate #1

Biological Replicate #2

MIC (pg/ml) Mean MIC (pg/ml) Mean ?\ZZ;H
Isolate ID | Subspecies | Technical | Technical MIC Technical | Technical MIC MIC
Replicate | Replicate | (ug/ml) | Replicate | Replicate | (ng/ml) (ng/ml)
#1 # #1 # He
ATCC
19977 abscessus 0.0625 0.0625 0.0625 0.0625 0.0625 0.0625 0.0625
M9501 abscessus 0.0625 0.0625 0.0625 0.0625 0.0625 0.0625 0.0625
M9503 abscessus 0.0625 0.0625 0.0625 0.0625 0.0625 0.0625 0.0625
M9507 abscessus >2 >2 >72 > >72 >2 >2
M9529 abscessus 1 1 1 1 1 1 1
M9530 abscessus 0.0625 0.0625 0.0625 0.0625 0.0625 0.0625 0.0625
M9502 massiliense 0.0625 0.0625 0.0625 0.0625 0.0625 0.0625 0.0625
M9509 massiliense 0.0313 0.0313 0.0313 0.0313 0.0313 0.0313 0.0313
M9514 massiliense 0.0625 0.0625 0.0625 0.0625 0.0625 0.0625 0.0625
700686 | peregrinum 0.125 0.125 0.125 0.125 0.125 0.125 0.125

Minimum inhibitory concentration (MIC) of EBO was determined against six M. abscessus subspecies abscessus,
and three M. abscessus subspecies massiliense. Mycobacterium peregrinum ATCC 700686 was included as an
internal control comparator. MIC of EBO from two biological repeats and two technical repeats are shown. The
final column shows the overall mean MIC calculated from the four MIC determinations shown in columns three,
four, six and seven.




Table S2: Mean M. abscessus CFU burden in the lungs of mice in different treatment groups.

M. abscessus | Figure panel in | Treatment | Mean M. abscessus CFU burden in the lungs (Logio)
isolate manuscript Group Week +1 Week +2 Week +4
PBS 5.11 4.90 5.25
ATCC 19977 1A IMI 3.05 2.73 2.13
EBO 25 3.66 3.86 2.97
EBO 50 3.88 3.44 2.93
PBS 4.71 5.47 6.68
M9501 1B IMI 3.18 2.68 1.63
EBO 25 4.15 4.16 2.71
EBO 50 3.98 3.52 2.92
PBS 4.92 5.37 7.18
M9530 1C IMI 3.55 2.64 2.00
EBO 25 3.92 3.62 3.47
EBO 50 4.19 3.49 2.20
PBS 4.95 n/a 5.84
IMI 3.68 n/a 2.34
EBO 0.5 4.90 n/a 5.40
M9501 2 EBO 5 4.81 n/a 4.14
EBO 10 4.72 n/a 4.01
EBO 25 431 n/a 242
EBO 100 3.81 n/a 1.83

Mean burden of M. abscessus isolates ATCC 19977, M9501 and M9530 in the lungs of mice at the conclusion of
one-, two- and four-weeks of treatment (represent as week +1, +2 and +4) are shown. n=5 mice per treatment
group at week +1 and +2, and n=10 mice per treatment group at week +4. PBS: 1x phosphate-buffered-saline, pH
7.4. IMI: imipenem, 100 mg/kg*dose, dosed twice daily. EBO 0.5: epetraborole, 0.5 mg/kg, once daily. EBO 5:
epetraborole, 5 mg/kg, once daily. EBO 10: epetraborole, 10 mg/kg, once daily. EBO 25: epetraborole, 25 mg/kg,
once daily. EBO 50: epetraborole, 50 mg/kg, once daily. EBO 100: epetraborole, 100 mg/kg, once daily. n/a: not

applicable as week +2 timepoint was not included for this specific assessment.




Table S3: Statistical assessment of M. abscessus burden in the lungs of mice between groups of mice receiving
different treatments.

M. Treatment Group p-value from #Test: Two-Sample Assuming Unequal Variances (P(T<=t) one-tail)
abscessus p-value p-value p-value
isolate Week +1 | interpretation | Week +2 | interpretation | Week +4 interpretation

PBS vs. IMI 0.001 o <0.001 *x <0.001 *x

PBS vs. EBO 25 0.004 o 0.019 * 0.001 *x

ATCC PBS vs. EBO 50 <0.001 *% <0.001 *% <0.001 *k
19977 IMI vs. EBO 25 0.091 ns 0.017 * 0.018
IMI vs. EBO 50 0.022 * 0.029 * 0.013

EBO 25 vs. EBO 50 0.257 ns 0.163 ns 0.459 ns

PBS vs. IMI 0.031 * <0.001 *x <0.001 *x

PBS vs. EBO 25 0.235 ns 0.015 * <0.001 *x

M9501 PBS vs. EBO 50 0.157 ns 0.002 *% <0.001 *k

IMI vs. EBO 25 0.044 * 0.010 *x 0.006 *x

IMI vs. EBO 50 0.035 * 0.070 ns 0.002 *x

EBO 25 vs. EBO 50 0.382 ns 0.108 ns 0.334 ns

PBS vs. IMI 0.016 * 0.001 *x <0.001 *x

PBS vs. EBO 25 0.055 ns 0.006 *x <0.001 *x

M9530 PBS vs. EBO 50 0.081 ns 0.004 *% <0.001 *k

IMI vs. EBO 25 0.229 ns 0.045 * <0.001 *x

IMI vs. EBO 50 0.056 ns 0.058 ns 0.183 ns

EBO 25 vs. EBO 50 0.266 ns 0.398 ns <0.001 *x

PBS vs. IMI 0.014 * n/a n/a <0.001 *x

PBS vs. EBO 0.5 0.458 ns n/a n/a 0.228 ns

PBS vs. EBO 5 0.396 ns n/a n/a 0.228 ns

PBS vs. EBO 10 0.332 ns n/a n/a 0.001 *x

PBS vs. EBO 25 0.083 ns n/a n/a <0.001 *x

PBS vs. EBO 100 0.018 * n/a n/a <0.001 *x

IMI vs. EBO 0.5 0.011 * n/a n/a <0.001 *x

IMI vs. EBO 5 0.015 * n/a n/a <0.001 *x

IMI vs. EBO 10 0.020 * n/a n/a <0.001 *x

IMI vs. EBO 25 0.025 * n/a n/a 0.346 ns

MOSOL ™" MIvs. EBO 100 | 0325 ns n/a n/a 0.007 =

EBO 0.5 vs. EBO 5 0.435 ns n/a n/a 0.011 *

EBO 0.5 vs. EBO 10 0.366 ns n/a n/a 0.005 *x

EBO 0.5 vs. EBO 25 0.085 ns n/a n/a <0.001 *x

EBO 0.5 vs.EBO 100 0.017 * n/a n/a <0.001 *k

EBO 5 vs. EBO 10 0.430 ns n/a n/a 0.350 ns

EBO 5 vs. EBO 25 0.115 ns n/a n/a <0.001 *x

EBO 5 vs. EBO 100 0.023 * n/a n/a <0.001 *x

EBO 10 vs. EBO 25 0.151 ns n/a n/a <0.001 *x

EBO 10 vs. EBO 100 0.030 * n/a n/a <0.001 *x

EBO 25 vs. EBO 100 0.026 * n/a n/a 0.008 *x

Results of two tailed ¢-test of M. abscessus burdens in the lungs of mice in different treatment and infection groups
at 1-, 2- and 4-week timepoints are shown. The mean M. abscessus lung burdens at 0-, 1-, 2- and 4-week timepoints
following treatment are illustrated in Figures 1 and 2 of the manuscript. #»=5 mice per treatment group at week +1
and +2, and »=10 mice per treatment group at week +4. Column 1 lists the infecting M. abscessus isolate. Column
2 lists the pairs of treatment groups within the study. PBS: 1x phosphate-buffered-saline, pH 7.4. IMI: imipenem,
100 mg/kg*dose, dosed twice daily. EBO 0.5: epetraborole, 0.5 mg/kg, once daily. EBO 5: epetraborole, 5 mg/kg,
once daily. EBO 10: epetraborole, 10 mg/kg, once daily. EBO 25: epetraborole, 25 mg/kg, once daily. EBO 50:
epetraborole, 50 mg/kg, once daily. EBO 100: epetraborole, 100 mg/kg, once daily. n/a: not applicable as week
+2 timepoint was not included for this specific assessment. * represents p-value <0.05, and ** represents p-value
0f<0.01, and were interpreted as significant. “ns” represents a p-value >0.05 that was interpreted as not significant.



