100 pM DIP

500 uM FeSO,

E. coli H1717 E. coli H1717
(pBS::PbasA)

FIG S1 FURTA assay. Introduction of pBSPhasA into E. coli H1717 produced red (Lac)
colonies on McConkey agar supplemented with > 20 pM FeSO, concentrations, while E. coli H1717
gave white (Lac’) colonies on McConkey agar at the same FeSO,4 concentrations. The addition of 100

uM DIP restored the Lac” phenotype both in E. coli H1717(pBSPbasA) and E. coli H1717.
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FIG S2 Effect of Ga(NO;3); on A. baumannii growth in flask culture. Selected strains were
grown for up to 48 h in M9-DIP supplemented with increasing Ga(NOs); concentrations (0 to 128 uM).
Solid and dotted lines show ODggy values corresponding to 50% and 90% growth inhibition at 48 h

relative to the untreated controls, respectively.
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FIG S3 Effect of Ga(NO;); on siderophore production. Siderophore production by A.
baumannii strains ACICU, A376, A399 and A451 after 48 h growth in M9-DIP supplemented with

different Ga(NOs); concentrations (0, 2, 4, and 8 pM).
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FIG S4 Growth of A. baumannii ACICU in human serum in flasks (A) and microtiter plates
(B). White symbols: serum without added iron; grey symbols: serum supplemented with 200 uM

FeCls. Data are the means (+ SD) of two independent experiments.
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FIG S5 Toxicity of Ga(NO3); (A) and NaNOs (B) to G. mellonella larvae incubated at 37°C for
up to 96 h. Concentrations 0-52 mmol/kg (corresponding to 0-3.0 M) Ga(NO3); and 0-102 mmol/kg

(corresponding to 0-6.0 M) NaNO; were tested.



TABLE S1 Characteristics of A. baumannii strains used in this study

Strain Country of origin Sequence group (SG)” and relevant characteristics Reference
ATCC 19606"  United States SGS5; type strain

ATCC 17978  France NV’; complete genome sequenced 6
RUH 875 The Netherlands SG2; representative for ICL I

RUH 134 The Netherlands SG1; representative for ICL II 5
RUH 5875 The Netherlands SG3; representative for ICL III 10
AYE France SG2; related to ICL I, complete genome sequenced

ACICU Italy SG1; related to ICL II, complete genome sequenced

50C Italy SG4; related to ICL II, colistin resistant 2,3
A37 Singapore SG8 1,7
A60 Argentina SG1 1,7
A287 New Zealand SG1 1,7
A369 Spain SG1 1,7
A371 Czech Republic SGl1 1,7
A372 Greece SG2 1,7
A374 The Netherlands SG4 1,7
A376 Austria SG5 1,7
A377 Germany SG3 1,7
A380 United Kingdom SG1 1,7
A384 Sweden SG2 1,7
A386 Greece SG2 1,7
A387 Greece SG1 1,7
A388 Greece SG7 1,7
A389 Denmark SG5 1,7
A390 Bulgaria SG2 1,7
A392 Germany SG1 1,7
A397 Greece SG1 1,7
A399 Turkey SG4 1,7
A402 Taiwan SG1 1,7
A404 Poland SG2 1,7
A410 Poland SG1 1,7
A411 Poland SG2 1,7
A414 Poland SG2 1,7
A416 Poland SG1 1,7
A424 Croatia SG2 1,7
A429 Croatia SG2 1,7



A430 Croatia SG2 1,7

A435 Croatia SG2 1,7
A436 Croatia SG2 1,7
A437 Croatia SG2 1,7
A438 Bulgaria SG2 1,7
A440 Bulgaria SG2 1,7
A443 Slovenia SG2 1,7
A451 Poland SG2 1,7
A453 Slovakia SG1 1,7
A457 Estonia SG7 1,7
A458 Estonia SG2 1,7
A461 Portugal SG4 1,7
A462 Portugal SG4 1,7
A464 Portugal SG4 1,7
A468 Poland SG1 1,7
A469 Poland SG2 1,7
A472 Poland SG2 1,7
A473 Poland SG1 1,7
A474 Poland SG1 1,7
A479 United Kingdom SG2 1,7
import from Pakistan
A483 United Kingdom SG4 1,7
import from Malaysia
A486 Brazil SG4 1,7
A491 India SG1 1,7

“SG determination was performed as previously described (Turton ef al., 2007).

>NV, new variant SG 4).
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TABLE S2 Ga(NOs3)s inhibitory concentrations (ICsg and 1Cqg, M) at 24 and 48 h in a collection of 58

A. baumannii strains cultivated in M9-DIP. Results are the means (= SD) of two independent

experiments.
Strain 24 h* 48 h
ICso 1Coo ICso 1Cyo

ATCC 19606" ND ND 28 + 14 56 =+ 22
ATCC 17978 98 £+ 29 479 + 64 227 + 3.3 532 + 4.6
RUH 875 57 + 15 264 + 1.1 116 + 54 585 + 7.4
RUH 134 69 + 02 316 + 06 203 + 83 511 + 2.1
RUH 5875 1.1+ 03 3.1 £+ 02 33 + 04 140 + 33
AYE 47 + 08 324 + 06 1.9 =+ 0.1 9.8 + 32
ACICU 46 £ 18 159 + 1.6 13.0 + 3.3 359 + 54
50C 75 £ 06 568 + 6.2 25 + 13 64.0 + 0.0
A37 64 £ 0.1 218 + 25 112 + 14 352 + 5.0
A60 39 + 00 352 + 6.5 132 + 0.7 49.1 + 3.5
A287 50 + 1.5 121 + 28 87 + 1.6 306 + 1.3
A369 26 + 2.1 55 £ 25 63 + 03 177 + 3.7
A371 37 £ 02 147 + 13 133 + 14 459 + 2.7
A372 62 + 04 174 + 25 119 + 1.3 36.0 + 5.7
A374 12+ 01 27 + 13 1.2 + 0.1 26 + 0.8
A376 147 + 1.6 457 + 3.0 279 + 1.8 572 + 0.6
A377 51 + 23 177 + 62 141 + 23 496 + 6.6
A380 13 + 0.1 33 + 02 1.9 =+ 03 90 + 2.8
A384 44 £ 09 245 + 05 135 + 0.8 317 + 49
A386 26 £ 0.1 94 + 38 85 + 2.1 210 + 8.6
A387 50 + 32 174 + 83 22 £ 1.1 180 + 6.4
A388 22+ 03 138 + 29 65 =+ 0.2 254 + 1.3
A389 27 + 03 102 + 4.1 6.1 + 04 164 + 23
A390 60 + 02 154 + 0.6 11.0 + 0.1 259 + 5.6
A392 33 + 08 155 + 62 42 £ 25 136 + 2.0
A397 1.0+ 0.1 1.7  + 0.1 1.3 + 0.0 25 + 0.7
A399 78 £ 02 346 + 0.5 153 + 0.4 352 + 59
A402 1.7 + 0.1 166 + 43 1.4 + 0.1 123 + 3.0
A404 28 + 05 56 + 0.8 124 + 05 185 + 3.6
A410 13 + 02 46 + 3.0 34 + 0.1 132 + 1.7
A411 73+ 03 193 + 53 199 + 6.5 56.7 + 8.8
A414 33+ 00 64 £ 0.5 80 + 05 245 + 42
A416 12+ 01 80 + 02 1.4 + 0.1 3.7 £ 0.1
A424 30 + 07 127 + 28 90 + 25 212 + 09
A429 15 + 0.1 64 + 1.9 94 + 39 186 + 5.4
A430 49 + 18 140 + 06 130 + 0.4 289 + 24

—_
=



A435
A436
A437
A438
A440
A443
A451
A453
A457
A458
A461
A462
A464
A468
A469
A472
A473
A474
A479
A483
A486
A491

1.4
1.2
1.3
1.3
1.2
ND
6.5
1.4
1.3
1.3
ND
4.2
1.5
2.2
2.1
7.6
ND
6.2
4.4
35
1.3
3.7

HoH H KW HoH H R HoH K H

HoH H

+

0.1
0.2
0.1
0.1
0.0

0.5
0.3
0.1
0.1

0.6
0.1
0.9
1.0
0.4

1.1
1.2
0.1
0.1
0.1

1.9
12.5
2.6
3.0
2.0
ND
23.1
4.2
8.8
2.1
ND
19.9
7.8
4.4
4.8
41.8
ND
25.8
15.1
13.1
2.9
37.6

HOHOH KW HoHH W HoH H W

HoH W H W

0.1
1.7
0.8
1.4
0.0

3.0
3.0
1.1
0.1

35
1.7
0.6
0.0
1.5

3.7
1.3
4.1
1.6
8.3

1.3
10.8
4.3
1.5
1.6
3.9
15.7
6.5
5.4
1.2
27.5
13.3
33
33
2.9
10.8
34
18.2
10.7
11.4
6.0
11.5

HoH O H B OH K H K KKK H KK HH KKK H KK

0.1
3.0
1.3
0.7
0.3
3.0
1.1
0.0
2.5
0.3
3.5
1.3
0.2
0.1
0.4
0.4
0.6
4.2
0.4
0.5
4.0
1.2

3.0

28.9
11.8
4.4

10.3
15.5
345
23.8
24.6
11.6
80.0
46.3
19.3
13.6
7.2

15.7
14.2
39.0
27.0
29.2
61.5
63.9

HoH oH H H N H W K H K K K K H K H K KK KW

0.6
4.5
0.4
1.7
34
4.9
2.1
0.2
1.7
6.3
4.2
1.6
6.9
1.2
1.1
0.5
1.1
7.5
6.2
0.2
7.8
6.1

“ND, not determined due to poor growth.
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TABLE S3 Ga(NOs); inhibitory concentrations (ICso and ICgp, UM) at 48 h in a collection of 58 A.

baumannii strains cultivated in human serum. Results are the means (£ SD) of two independent

experiments.

Strain | (P 1Cqq
ATCC 19606" ND* ND*

ATCC 17978 22 £+ 02 3.8 £ 00
RUH 875 53 + 08 146 + 2.1
RUH 134 79 + 02 150 + 04
RUH 5875 54 + 08 145 + 52
AYE 59 + 04 107 £ 1.3
ACICU 62 + 04 140 + 2.1
50C 97 + 05 304 + 23
A37 121 + 04 453 + 8.6
A60 39 + 0.1 77 + 0.1
A287 237 + 1.7 545 £ 3.6
A369 262 + 5.5 584 + 3.7
A371 347 + 6.4 640 £ 45
A372 160 + 0.1 580 + 3.6
A374 28 + 04 93 + 3.6
A376 30 + 0.1 70 + 0.2
A377 28 + 0.8 40 + 0.0
A380 62 + 0.8 76 + 03
A384 127 + 1.1 372 + 6.9
A386 55 + 1.0 94 + 1.8
A387 52 + 03 86 =+ 03
A388 6.8 + 0.8 150 = 1.5
A389 57 + 2.7 187 + 3.7
A390 58 + 25 155 = 0.6
A392 124 + 0.6 266 + 0.2
A397 71 + 1.8 144 + 23
A399 210 + 5.7 587 £ 59
A402 50 + 13 172 = 1.6
A404 42 + 0.1 154 = 04
A410 25 + 0.1 67 + 05
A411 63 + 33 132 + 34
A414 129 + 2.1 291 £ 09
A416 37 + 04 13.7 = 0.6
A424 60 + 03 152 + 1.2
A429 25 + 07 40 + 04
A430 6.0 =+ 03 162 + 2.1
A435 60 + 12 270 £ 6.2

12



A436
A437
A438
A440
A443
A451
A453
A457
A458
A461
A462
A464
A468
A469
A472
A473
A474
A479
A483
A486
A491

1.6
7.8
7.4
3.8
9.3
12.2
6.4
4.9
8.9
4.0
33
11.0
13.0
24.3
4.0
4.8
2.6
3.0
7.1
54
6.7

HoH H OH W R K K K K H W K K KR KK K

H

0.3
3.2
0.1
0.7
0.4
0.5
0.0
2.5
1.2
0.1
0.3
0.6
3.0
2.6
0.3
0.3
0.2
0.1
0.7
0.3
1.3

53

40.5
20.6
9.0

26.9
48.2
133
11.8
21.2
13.2
7.7

31.8
325
63.9
7.5

13.2
5.1

7.1

12.5
10.2
14.0

B H H KW K H H H K HHH KKK HHKFFKEHRFHF

0.4
14.7
0.4
2.1
2.6
1.1
0.0
5.2
1.7
23
0.2
2.1
0.6
9.1
0.4
1.6
1.0
0.4
23
0.2
23

“ND, not determined due to poor growth.
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TABLE S4 Growth yields and relative siderophore production at 24 and 48 h in a collection of 58 4.

baumannii strains cultivated in microtiter plates in M9-DIP supplemented or not with 100 uM FeCls.

Strain Growth (ODg(0) Relative siderophore production (U/ODgg)"
24 h 48 h 24 h 48 h
M9-DIP M9-DIP M9-DIP M9-DIP M9-DIP M9-DIP M9-DIP M9-DIP
+ FeCly + FeCly + FeCly + FeCly

ATCC 0.08 +0.01 [0.35 +0.08 [0.09 =+ 0.01 [0.32 + 0.01 333 +2.1 ND 38.3 + 2.92 IND
19606"

ATCC 038 +0.02 (041 +0.09 [0.26 =+ 0.03 [041 =+ 0.05 65.30 +2.16 ND 75.00 £+ 7.0 |ND
17978

RUH 875 [0.09 =+ 0.01 |0.28 =+ 0.0l |0.09 =+ 0.01 |025 =+ 0.02 11290 +12.29 |ND 12984 + 7.3 |ND
RUH 134 |0.11 £ 0.01 (047 £ 0.02 |0.13 +0.01 (042 + 0.02 90.80 +18.01 |ND 104.42 + 15.4 |ND
RUH 5875 10.24 £+ 0.03 (0.35 =+ 0.06 022 +0.02 040 =+ 0.02 200.10 + 1543 |ND 210.10 + 11.1 |[ND
AYE 024 +0.07 (042 +0.01 (024 =+ 0.04 |0.34 =+ 0.01 155.30 +3.45 ND 178.80 + 5.1 |ND
ACICU 032 +0.01 (046 =+ 0.03 [0.31 +0.02 |040 =+ 0.05 90.70 +2.58 ND 126.00 + 6.5 |ND
50C 0.11 +0.01 [041 +0.01 [0.13 +0.01 [049 =+ 0.01 119.90 +5.00 ND 136.00 + 8.5 |ND
A37 030 +0.09 (041 +0.03 [0.21 =+ 0.03 |0.37 + 0.03 122.70 +6.54 ND 141.11 £ 3.4 |ND
A60 033 +0.01 (044 +0.04 [0.31 =+ 0.03 [0.37 =+ 0.01 139.70 +11.63 |ND 160.66 + 44 |ND
A287 034 +0.07 (036 +0.03 [0.33 +0.02 040 =+ 0.03 138.00 +7.95 ND 158.70 + 42 |ND
A369 036 +0.01 (035 +0.02 028 +0.01 |0.32 =+ 0.02 216.60 + 3.62 ND 249.09 + 16.2 |ND
A371 023 +0.04 (046 =+ 0.04 [0.16 =+ 0.02 |0.38 =+ 0.03 189.90 +5.44 ND 113.00 + 2.5 |ND
A372 025 +0.04 (033 +0.01 [0.22 +0.02 |0.30 =+ 0.07 102.90 +4.80 ND 11830 +4.1 |ND
A374 037 +0.05 (041 +0.03 [0.27 =+ 0.01 |0.37 + 0.03 4220 +942 ND 4850 £ 6.1 |ND
A376 029 +0.02 (037 +0.03 024 =+ 0.01 |0.36 =+ 0.06 153.90 +2.81 ND 17890 + 5.0 |ND
A377 029 +£0.01 (039 +0.02 025 =£0.02 035 =+ 0.02 155.10 +3.16 ND 138.10 =+ 12.2 |ND
A380 0.19 +0.05 |0.39 =+ 0.01 [0.19 =£0.01 035 =+ 0.03 120.10 +4.64 ND 287.60 =+ 27.1 |ND
A384 040 +0.01 [0.52 +0.01 [0.36 =+ 0.04 |047 =+ 0.03 250.10 +£18.01 |ND 137.20 + 13.4 |[ND
A386 0.17 +0.03 [0.37 =+ 0.01 [0.15 =+ 0.01 |0.33 + 0.02 119.30 +1.87 ND 89.80 + 14.6 [ND
A387 023 +0.07 [0.50 + 0.04 [0.21 +0.02 |048 + 0.03 78.10 +£2.96 ND 12890 + 74 |ND
A388 0.18 +0.02 (040 =+ 0.01 [0.18 +0.01 |0.32 + 0.02 112.10 +6.74 ND 135.00 =+ 17.6 [ND
A389 0.16 +0.03 [0.53 +0.01 [0.16 =+ 0.06 |0.56 =+ 0.05 117.40 +3.56 ND 25550 £ 17.2 |IND
A390 0.09 +0.01 (035 +0.02 [0.15 +0.01 |0.32 =+ 0.03 22220 +13.50 |ND 202.10 + 6.9 |ND
A392 023 +0.01 (045 +0.01 |0.16 =+ 0.01 [042 =+ 0.01 175.70 +20.54 |ND 227.10 £+ 19.2 |[ND
A397 025 +0.06 (041 +0.03 [0.31 +0.04 |037 =+ 0.02 197.50 +12.07 |ND 17150 + 6.9 [ND
A399 026 +0.01 (047 +0.03 024 =+ 0.03 |0.33 + 0.02 219.70 +£12.19 |ND 190.80 =+ 14.5 [ND
A402 023 +0.01 (035 +0.02 [0.17 +0.04 |032 =+ 0.02 149.10 +38.18 ND 25550 + 8.6 |ND
A404 031 +0.02 [0.39 +0.03 (022 +0.02 |0.34 + 0.03 180.50 +12.57 |ND 260.70 + 4.3 |ND
A410 021 +0.01 [0.38 +0.02 (022 =+ 0.05 |0.33 + 0.03 22220 +£13.00 |ND 16540 + 12 |ND
A411 020 +0.02 [0.37 +0.01 [0.16 =+ 0.03 |0.37 + 0.02 226.70 +5.72 ND 10570 + 4.5 |ND
Ad14 022 +0.03 (032 +0.03 [0.17 +0.02 |0.29 =+ 0.06 143.80 +13.72 |ND 186.10 £ 59 |ND
A416 0.14 +0.02 (041 =+0.04 0.16 =+0.02 (039 =+ 0.04 9190 +5.72 ND 147.50 + 6.6 |ND
A424 0.17 +0.01 (028 + 0.01 (023 + 0.0l |0.29 + 0.02 161.80 +16.16 |ND 119.70 + 1.1 |ND
A429 027 +0.01 [0.39 +0.01 [0.21 +0.03 |0.35 =+ 0.02 128.30 +6.13 ND 9790 +8.1 |ND
A430 036 +0.03 [0.33 +0.02 [0.30 =+ 0.03 |0.32 + 0.03 104.10 +3.24 ND 22490 + 4.6 |ND
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A435
A436
A437
A438
A440
Ad43
A451
A453
A457
A458
A461
A462
Ad64
A468
A469
A472
A473
A474
A479
A483
A486
A491

0.41
0.32
0.12
0.27
0.13
0.11
0.10
0.12
0.28
0.20
0.29
0.21
0.30
0.31
0.30
0.11
0.10
0.23
0.46
0.29
0.32
0.19

+ 0.02
+ 0.01
+ 0.01
+ 0.02
+ 0.02
+ 0.01
+ 0.02
+ 0.10
+ 0.01
+ 0.03
+ 0.01
+ 0.02
+ 0.01
+ 0.03
+ 0.03
+ 0.04
+ 0.01
+ 0.02
+ 0.03
+ 0.05
+ 0.07
+ 0.01

0.42
0.40
0.28
0.37
0.29
0.30
0.47
0.16
0.44
0.41
0.44
0.30
0.33
0.33
0.44
0.42
0.37
0.33
0.47
0.49
0.33
0.45

B oW W K K K K WK WK KKK OHOH KK KKK KKK

0.03
0.04
0.02
0.02
0.03
0.05
0.01
0.02
0.03
0.01
0.01
0.01
0.01
0.03
0.03
0.01
0.03
0.01
0.01
0.02
0.01
0.02

0.37
0.24
0.12
0.21
0.15
0.12
0.14
0.12
0.33
0.18
0.25
0.16
0.23
0.26
0.27
0.13
0.19
0.22
0.35
0.26
0.24
0.16

+ 0.02
+ 0.03
+ 0.03
+ 0.04
+ 0.02
+ 0.06
+ 0.06
+ 0.02
+ 0.03
+ 0.03
+ 0.01
+ 0.03
+ 0.01
+ 0.02
+ 0.02
+ 0.03
+ 0.01
+ 0.04
+ 0.03
+ 0.01
+ 0.02
= 0.01

0.38
0.36
0.39
0.35
0.31
0.29
0.46
0.24
0.40
0.39
0.41
0.32
0.31
0.26
0.39
0.40
0.35
0.29
0.45
0.41
0.30
0.39

+ 0.02
+ 0.01
+ 0.03
+ 0.02
+ 0.02
+ 0.01
+ 0.01
+ 0.03
+ 0.03
+ 0.02
+ 0.01
+ 0.03
+ 0.01
+ 0.01
+ 0.02
+ 0.05
+ 0.03
+ 0.02
+ 0.04
+ 0.05
+ 0.01
+ 0.03

85.10
195.60
94.30
101.30
40.10
143.80
69.80
158.70
240.0
184.9
233.8
156.3
155.8
167.0
180.3
151.4
242.0
108.9
59.6
168.3
87.1
241.1

+1.35
+3.24
+4.89
+4.73
+1.27
+5.77
+ 3.82
+ 7.65
+ 8.27
+4.59
+1.70
+ 1.46
+2.94
+ 1047
+2.61
+7.31
+32.02
+2.55
+2.73
+2.44
+1.44
+7.15

ND
ND
ND
ND
ND
ND
ND
ND
ND
ND
ND
ND
ND
ND
ND
ND
ND
ND
ND
ND
ND
ND

108.40
116.50
96.10

165.40
80.30

182.50
89.00

182.51
276.00
212.64
268.87
179.75
179.17
192.05
207.35
174.11
278.30
125.24
68.54

193.55
100.17
277.27

+ 10.7
+ 74
+ 6.1
+ 2.0
+ 2.0
+ 3.3
+ 14.7
+ 3.1
+ 10.2
+ 35.6
+ 3.6
+ 3.6
+ 2.7
+ 1.7
+ 79
+ 7.0
+ 73
+ 154
+ 11.1
+ 5.1
+ 6.5
+ 6.7

ND
ND
ND
ND
ND
ND
ND
ND
ND
ND
ND
ND
ND
ND
ND
ND
ND
ND
ND
ND
ND
ND

“ND, not detectable.

15




TABLE S5 G. mellonella killing by selected A. baumannii strains at 24, 48, 72 and 96 h after

inoculation.
Strain LDso (CFU/larva) LDy (CFU/larva)
24h  48h 72h  96h 24h  48h  72h  96h

ATCC 19606" 2x10°  9x107  5x107  4x10’ 5x10%  3x10°  9x10”  7x10’
ATCC 17978  4x10° 2x10° 2x10° 2x10° 3x107  7x10°  5x10°  5x10°
RUH 5875 9x10°  3x10° 2x10° 2x10° 4x10°  5x10"  8x10°  8x10°
AYE 6x10°  2x10° 1x10° 1x10° 2x107  5x10°  5x10°  5x10°
ACICU 6x10°  3x10° 2x10°  9x10° 1107 1x10"  5x10°  5x10°
50C 5x10°  3x10°  2x10°  2x10° 1x10"  1x10°  8x10°  8x10°
A371 1x10°  1x10° 1x10° 1x10° 9x10°  3x10°  3x10°  3x10°
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