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Methods

MIC susceptibility assay (in 96-well plate) for unfunctionalized nitroxides:

Nitroxides 2,2,6,6-tetramethylpiperidin-1-yloxyl (TEMPO), 1,1,3,3-tetramethylisoindolin-2-
yloxyl (TMIO), and 1,1,3,3-tetraethylisoindolin-2-yloxyl (TEIO) were also subjected to MIC
susceptibility assays utilising the same methodology detailed above. TEMPO, TMIO, and TEIO were
tested between the concentration range of 1200 to 2 uM. MIC values (Table S1) were obtained from
at least 3 biological replicates, each with at least 3 technical replicates.

Results
MIC susceptibility assay for unfunctionalized nitroxides:

Table 1. Measured MIC values for TEMPO, TMIO, and TEIO against Gram-negative P. aeruginosa and
E. coli, and Gram-positive S. aureus, and E. faecalis.?

P. aeruginosa E. coli S. aureus E. faecalis
Compound ATCC ATCC ATCC ATCC
P 27853 25922 29213 14933
MIC (uM) MIC (uM) MIC (uM) MIC (uM)
TEMPO > 1200t > 1200 > 1200w > 12001
TMIO > 1200t > 1200 > 1200®! > 12001
TEIO > 1200t > 1200 > 1200t > 12001

[a] All MICs were determined via broth microdilution method in accordance with CLSI standard; [b] Highest
Fluorescence microscopy images:

concentration tested.
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Figure S1. Fluorescent and brightfield overlay micrographs images of bacterial cells treated with FN
14 or FM 17. (A) FN 14 (150 uM) and P. aeruginosa; (B) FN 14 (150 uM) and E. coli; (C) FN 17 (150 uM)
and P. aeruginosa; (D) FN 17 (150 pM) and E. coli. Scale bars are 5 pM in length.
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1H NMR and 3C NMR Spectra
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Figure S2. 'TH NMR (CDCls, 600 MHz) spectrum of Nitro-TEIOMe.
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Figure S3. 13C NMR (CDCls, 150 MHz) spectrum of Nitro-TEIOMe.
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Figure S4. '"H NMR (CDCls, 600 MHz) spectrum of 7.
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Figure S5. °*C NMR (CDCls, 150 MHz) spectrum of 7.
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Figure 6. '"H NMR (CDCls, 600 MHz) spectrum of 8.
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Figure S7. °C NMR (CDCls, 150 MHz) spectrum of 8.
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Figure 8. '"H NMR (CDCls, 600 MHz) spectrum of 11.
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Figure S28. '"H NMR (CDCls, 600 MHz) spectrum of 19.
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Figure S29. °C NMR (CDCls, 150 MHz) spectrum of 19.
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LCMS Chromatograms and HRMS Spectra
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Figure S30. LCMS chromatogram and HRMS spectrum of Nitro-TEIOMe.
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Figure S31. LCMS chromatogram and HRMS spectrum of 7.
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Figure S32. LCMS chromatogram and HRMS spectrum of 8.
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Figure S33. LCMS chromatogram and HRMS spectrum of 9.
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Figure S34. LCMS chromatogram and HRMS spectrum of 10.
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Figure S35. LCMS chromatogram and HRMS spectrum of 11.
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Figure S36. LCMS chromatogram and HRMS spectrum of 12.
RT: 0.0-20.0 SM: 158
RT 196
4000004
Number
500007: of
3000003 detected
peaks: 3
E ApexRT StartRT EndRT  Area %Area Height  %Height
— 200000 431 4.18 4.55 137254.5 2.57 10143.86 231
150000 5.54 5.4 5.69 72045.47 1.35 5247.877 1.2
19.59 19.34 20 5139227 96.09 423027.4 96.49
100000
50000
o3 RT 43 RT 55
50000
T T o TSN " o r T e T T e o
1 2 3 4 5 6 7 8 9 10 n 12 13 14 1% 17 1 20
Time (min)
550 3081
1005 z=1
00
804
2 704
8 003
§ ] Compound 13
Z 40
3
2 3]
204
4902507 | 572 2608 11215013
103 1377026 2422847 374.1305 z=1 =1 648 2769 776 2342 8444342 9802788 1061.5348 2=1 1180.5533 13206172 13942356 15231441 1649 9132 17208502 1839 3444 1924 5624
2=7 =7 2= |y [ 2=7 2=2 =7 2= = 2=7 227 2=7 2=7 2=1 2=7 2= 2=
100 200 %0 P &0 700 ) 1000 1100 1200 1200 1400 1500 160 1700 1800 1900 2000
mwz

Figure 37. LCMS chromatogram and HRMS spectrum of 13.
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Figure S38. LCMS chromatogram and HRMS spectrum of 14.
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Figure S39. LCMS chromatogram and HRMS spectrum of 15.
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Figure S40. LCMS chromatogram and HRMS spectrum of 16.
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Figure S41. LCMS chromatogram and HRMS spectrum of 17.



Antibiotics 2019, 8, 19

24 of 24

RT:0.0-200 SM: 158
i RT 136
JOOOW:
E Number
2500003 of
3 detected
2000003 peaks: 3
3 ApexRT StartRT EndRT  Area %Area  Height  %Height
3 000 321 31 328 3034265 063 3881.594 11
> 100000] 1364 1346 1457 4729455 9819 3409158  97.04
1501 1488 1511 5696172 118 6510984 185
500009
ZAG
o F\ RT 32 ol N —
— o S .
500003 U
T T T T r T T T y T T T r T T )
1 2 3 4 5 6 7 8 9 10 " 12 13 14 15 16 17 18 19 20
Time (min)
465 2148
241
1005
90.
80
8 70
oo
e Compound 18
3 5]
£ a0
3
& 33
4201731
203 2=?
103 140.0023 2422848 3460998 488 1967 564 1873 M7.79%25 8216083 9534043 1029.3910 1183.5034 12839187 1396.6295 1457.5510 1649.2120 1780.3572 18628420 1923.7601
4 z2=7 =7 2=? Lol 2= 2=7 2=7 2=’ 2=? 2=? z=? =7 2=? 2=’ 2=7 2= 2= 2=7
e i e - e Sl
1 300 500 600 700 1" 1200 1300 1400 1500 B¢ 1700 1800 1900 2000
miz
Figure S42. LCMS chromatogram and HRMS spectrum of 18.
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Figure S43. LCMS chromatogram and HRMS spectrum of 19.
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