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Figure S1. Phylogenetic tree of Pseudomonas species in the P. fluorescence group based on 16S rRNA gene
sequences. The studied isolate M10B774 is shown in bold. Branch labels represent identification and accession
codes of the Pseudomonas sequences in GenBank, node support is given as posterior probabilities (PP). P. jessenii
was used as an outgroup for the other taxa. The accurate identity and placement of M10B774 remains unresolved,
because of the adjacent polytomy and lack of node support at nearby nodes of the tree. However, the study
isolate seems to be most closely related, if not conspesific, with P. gessardii.
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Figure S2. Antibacterial growth inhibition assay of compounds 1-6 tested at three concentrations against Gram-
negative P. aeruginosa and E.coli. Bacteria cells and medium (50:50) was used as negative control (OuM). Values

are mean of two parallels.



Table S3. 3C NMR assignments for compounds 1-6.

1 2 3 4 5 6
(dmso-ds) | (methanol- (dmso-ds) (dmso-ds) | (dmso-de) | (methanol-
ds) ds)
1 100.62 98.7 98.75 98.69 99.82
2 72.29 70.3 70.54 70.97 72.79
3 72.19 69.3 70.47 70.31 72.03
4 74.04 71.9 71.85 71.87 74.24
5 70.00 69.0 68.76 68.93 70.14
6 17.79 17.8 17.77 17.83 17.92
1 170.59 172.31 170.3 170.03 170.32 172.77
2 42.76 41.18 40.1 39.54 40.06 41.25
3 67.06 75.45 72.9 72.47 72.94 74.73
4 36.69 34.25 32.1 30.38 32.47 33.51
5 24.49 25.78 24.3 124.37 24.66 25.89
6’ 28.70%* 30.58 26.3 132.34 28.63* 28.08
7’ 28.70%* 30.25* 129.9 26.80 28.71* 130.29
8’ 31.28* 32.86* 129.3 28.73 28.84* 131.46
9’ 22.10* 23.59* 26.6 26.80 28.98* 28.22
10’ 13.94* 14.32* 31.3 31.17* 31.22% 30.83
11 21.7 22.09* 22.11* 30.08
12 13.8 13.94% 13.96* 32.99*
13 23.73*
14’ 14.46*
17 171.62 174.27 170.6 171.65 172.56 177.07
2" 38.81 39.88 40.4 38.79 40.43 42.31
3" 69.97 72.60 71.0 70.73 71.39 73.59
4" 33.36 34.96 33.7 33.29 33.61 35.40
5" 24.97 26.11 24.7 24.54 24.11 26.33
6" 28.70* 30.30 28.6 28.37 28.99* 30.56
7" 28.70%* 30.18* 28.8 28.55 29.07* 30.36
8" 31.19* 32.82* 31.2 31.19* 31.30* 32.95*
9 22.10* 23.58* 22.1 22.08* 22.10* 23.73*
10" 13.94% 14.32% 14.0 13.93% 13.95* 14.45*

* Carbon resonances are not chain specifically assigned due to near identical shifts
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Figure S5. 1D carbon of 1 in DMSO-des, T=298 K.
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Figure S6. 2D superimposed *C-HSQC and HMBC of 1 in DMSO-ds, T=298 K.
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Figure S7. 2D DQF-COSY of 1 in DMSO-ds, T=298 K.
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Figure S9. 1D proton of 2 in methanol-ds, T=298 K.
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Figure S11. 2D superimposed *C-HSQC and HMBC of 2 in methanol-ds, T=298 K.
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9 107,12
T
-
7 3
3" 1 3 4
DN \
107,12’ 10
6 L
911 —=% %
9%
~ i
8,,,{60 7. ey 30
4
— B 40
r50
60

leo E
=
1 L1003
[¢]
E 110
1G-S N2 F120
8., v N — 3L 130
7 NI NN o
140
HO,
o 150
2 \/L
160
HO! 7 NS
1 E 170
OH
: L1g0
6.0 55 50 45 40 35 30 25 20 15 1.0
1H (ppm)
Figure S16. 2D superimposed ¥C-HSQC and HMBC of 3 in DMSO-ds, T=298 K.
11’
g
9" 12 10”
, 6
9 6 4 & M
e \
3 o
12’ ; iz :
R g 9 Oy
9 L1s
12™EA
E
6 . T
20
191,: ) ;~ ( ‘% W\#m
oH \Qg)
]
5L oo (
T % 25
g ; g
6 s
7"-6 =
30
8" P Py
10 (S e sy
4 @)
v 3 <
‘ T T T T T T T T 735
21 20 19 18 17 16 15 1211 10 09 08 07 06

14 1.3
1H (ppm)

Figure S17. Blown up aliphatic region of superimposed 2D C-HSQC and HMBC of 3 in DMSO-de, T=298 K.

13C (ppm)



12!
77
10 10N
121LA
6
E HO,
o
2 )\ 20
11’ 2 \6 = i\
) HO T v v D) LS
9 H =
OH
5’ 3. ') '«:%
X
r25
4 P C
96/ S
., '8
7"-6 = I\. I
30
8"
10
&
411 =
r T T T T T T T T T T T T T T 1 -35
22 21 2.0 1.9 1.8 1.7 1.6 15 14 1.3 12 11 1.0 0.9 0.8 0.7 0.6 0.5
1H (ppm)

Figure S18. Blown up aliphatic region of superimposed 2D *C-HSQC and H2BC of 3 in DMSO-ds, T=298 K.

MeOH

DMSO

»oen 107
97-5" 15

1
Gm L
LA T [ = S
§88 2 3 3888 883 8683
i) = - pcplcui - P
T T T T T T T T T T T T T T T T T T
120 115 110 105 100 95 9.0 8.0 75 7.0 K 6.0 55 5.0 4.5 4.0 35 3.0 2. 2.0 15 1.0 0.5 0.0
1H (ppm)

Figure S19. 1D proton of 4 in DMSO-ds, T=298 K.

13C (ppm)



DMSO

107,12’
9”11’
8”10’
&
7
&
oy
oH =z
2 6
=
2 7
b »
, 3”
, 5 1
1 & 4 5 -
El a4
1
T T T T T T T T T T T T T T T T T T T T T
210 200 190 180 170 160 150 140 130 120 110 100 90 80 70 60 50 40 30 20 10 -10
13C (ppm)
Figure S20. 1D carbon of 4 in DMSO-de, T=298 K.
o)
g
T o 77
e 10
o |2 55 12
T |2 6
1 2
5 v
g5 3 3 273 h v 7 g ’
. b A bl LA SR
911 7 20
! 6 721 z
8",10'3 2 T s = 30
4,
40
>
I [ so
60

D

on Pl 5n 3" o 7
1
U j\
1'“0'98'7_/0
BN
5 H
o}
6 2 |
/L\/S\
6
e
H 3 el
OH
1 17 2
T \ T T T T T T T 1
55 5.0 45 4.0 2.0 15 1.0 05

35 3.0
1H (ppm)

Figure S21. 2D superimposed ®C-HSQC and HMBC of 4 in DMSO-ds, T=298 K.

90

100

110

120

130

140

150

160

170

180

13C (ppm)



DMSO

9757 10”
o o 12
£ 11-9
1 2
5 2"
o 5 3 3 2°3 bl ¥ 7 4 g J
10712 N Y N R 'V S | W Lh/\\_)\—JL‘_/ k I 10
911 . F20
g: 6" 777 A
8,10 ps e 30
57 o
>
i« 40
50
5
42 ;3 60
+70
lgg =
1 3
HO 1" N o o} Loo
100 . . an
; o o ; t100
5
6’ ' ! . F110
PG TANCE N .
J F120
HO&
\2f c| F130
/L / :
v Ho?” 3 NS H140
14 i4
T T T T T T (::H T T T T T \7150
6.0 55 5.0 45 4.0 35 3.0 25 2.0 15 1.0 05
1H (ppm)
Figure S22. 2D ¥C-HSQCTOCSY of 4 in DMSO-ds, T=298 K.
10”
6 12’
2n 2’
& 7 " j,/ﬁu
¥\ o N L 10
o}
107,12’ I 12’ 10” .
HO™™ 1" ™ 2 0 s
6 100 Q. AN AN JI\ P
i 5 3 e
6' 20
9711’ AN I N o py
5
L 2 )
5 D Los
7’ od
: 7
s £ g
1A 4 o R o s ) Py r30
810 > i P D
1o r > €D
70— o. D S
e
+35
Zl (Y EZ\, 2., <D
_— ,(gf,-\ i sy
%2 A\ k40
T T T T T T T T T T T T T T T T T T T
25 24 23 22 21 20 19 18 17 16 15 13 12 11 10 09 08 07 06 05
1H (ppm)

Figure S23.

Blown up aliphatic region of the 2D *C-HSQCTOCSY of 4 in DMSO-ds, T=298 K.

13C (ppm)



107

6 17
2// 2’
g 7 4 g
L_,w M L 10
107,12’ 0 ,»(
\ 15
HO
6 <
10 b~ g o
o o o k20
9,11’ _ o
1 10 8 U
5% 25
2
96',, -
7 8 P F30
8,10’
e
35
2" 2",
== 0 L
>0 40
T T T T T T T T T T T T T T T T T T \745
25 2.4 2.3 2.2 2.1 2.0 1.9 1.8 1.7 1.6 1.5 1.4 1.3 1.2 1.1 1.0 0.9 0.8 0.7 0.6 0.5
TH (ppm)

Figure S24. Blown up aliphatic region of superimposed 2D *C-HSQC and H2BC of 4 in DMSO-ds, T=298 K.

2.0

r25

3.0

3.5

4.0

4.5

r5.0

r55

o
s
3 a
=~ g 12’
10”
2’ 11'-9'6
3 ! 3 253 4 .
- " , .
6
N a M ) L,m_)
107,12
6
119, 9”-5” §
3
0 .
o % :
; 0 i 8
HO)lL 2" o
" ' ' \ o
M 5
3
) . " —_ 4
RN ST SN g _
L %
HO, !
~N
2
! N6
o3 Y ;
H [ A
3 & H E ;
5 . OH
6  ° 8
6.0 55 5.0 45 40 35 3.0 25 20 15 1.0
1H (ppm)

Figure S25. 2D DQF-COSY of 4 in DMSO-de, T=298 K.

~6.0

1H (ppm)

13C (ppm)



DMSO

I
o |2
=
1 ?
¢S5 3 3 2°3 s F v 7
— a LY.
g 1.0
0 c
0 1.5
; () : 2.0
ﬁ 7 .C 2.5

Y
~d

;

5

g

1H (ppm)

{%4 ! HO 2!

3.5
. o 7 5 ™1 :
e : ; 1
6 5 iy
' r— 4
LA N ~ o

4.5

(‘% HOTI 3 LAY lss
o
r T T T T T T T T T T \76'0
6.0 55 5.0 45 4.0 35 3.0 25 2.0 1.5 1.0 0.5
1H (ppm)
Figure S26. 2D ROESY (300 ms) of 4 in DMSO-ds, T=298 K.
1D proton simulation dmso-dg, 298 K
5 6 5 6

Simulated (dtt, 10.9, 7.3, 1.5 Hz, line width = 1 Hz) Simulated (dtt, 19.1, 7.3, 1.5 Hz, line width = 1 Hz) - expected trans 3/,
Experiment (window function = gsine?[12°]) Experiment (window function = gsine?[12°])

555 550 545 540
Unknown (ppm)

Simulated (dtt, 10.9, 7.3, 1.5 Hz, line width = 1.9 Hz)
3)45=10.9 Hz
3Jys=3lg,= 7.3 Hz (equivalent geminal protons)
) ve=J57= 1.5 Hz (equivalent geminal protons)

Experiment (window function = exponential[0.3 Hz])

555 550 545 535 530 525

Figure S27. Comparison between experimental and simulated multiplets of the olefinic protons of 4. The fit was
made using a gsine?(12°) window function (upper panel), and then compared to the raw multiplets (lower panel).
The best fit was found to be a dtt, 10.9, 7.3, 1.5 Hz multiplet, which indicates a cis configuration (expected 3¢ ~ 11
Hz). The right panel shows the simulated peak for the expected trans coupling ~19 Hz with shows a poor fit.
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Figure S33. 2D DQF-COSY of 5 in DMSO-ds, T=298 K.
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Figure S34. 2D ROESY (300 ms) of 5 in DMSO-ds, T=298 K.
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Figure S35. 1D proton of 6 in methanol-ds, T=298 K.
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Figure S36. 1D carbon of 6 in methanol-ds, T=298 K.
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Figure S37. 2D superimposed *C-HSQC and HMBC of 6 in methanol-ds, T=298 K.
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Figure S38. Blown up aliphatic region of superimposed 2D C-HSQC and H2BC of 6 in methanol-ds, T=298 K.
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Figure S40. 2D *C-HSQC and HSQC-TOCSY at noise level of 6 in methanol-ds, T=298 K.
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Figure S41. 2D DQF-COSY of 6 in methanol-ds, T=298 K.
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Figure S42. 2D ROESY (300 ms) of 6 in methanol-ds, T=298 K.

o
o
[}
=
5
1 23
L
6 ]
)
(e}
(-]
®
P o
4 =
35 3
2 5 4 ‘
=
: 3 La.4
H
; 46
15 : 438
T T T T T T T T T T T T T T T T T T T
48 46 44 42 40 38 36 34 32 28 26 24 22 20 18 16 14 12

3.0
1H (ppm)
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Figure S44. Expansion of the nearly overlapped olefinic protons in a 2D NOESY (500 ms) of 3 in methanol-ds,
T=298 K. The absence of NOE6’,8 and NOE9',7” follows the cis-pattern observed for 4, which could be reliably
determined to be in cis configuration.
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Figure S45. Comparison between experimental and simulated multiplets of the nearly overlapped olefinic
protons of 3. The fit was made using a gsine?(12°) window function (upper panel), and then compared to the raw
multiplets (lower panel). The best fit was found to be a dtt, 10.9, 6.6, 0.6 Hz multiplet, which indicates a cis
configuration (expected 3J7s ~ 11 Hz). The right panel shows the simulated peak for the expected trans coupling
~19 Hz with shows a poor fit.
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Figure S46. MS/MS spectrum of 1 [M + Na] *. lon mode ESI+.
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Figure S47. MS/MS spectrum of 2 [M + Na] *. lon mode ESI+.
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Figure S48. MS/MS spectrum of 3 [M + Na] *. lon mode ESI+.
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Figure S49. MS/MS spectrum of 4 [M + Na] *. Ion mode ESI+.
+ 0
Na
"o fi 555.34995
0
1e6-
0
— N;° Nl CygH5oNaOg™ o,
B
€ 7.5e5 Exact Mass: 555.35 9
3 HO HO' o
< 9 HO!
g Na 0 o
% 5e5- HO Ho,
5 CgH3NaO;" o on 556.35322
OH Exact Mass: 385.22 C5,H,NaOs"
25e5 CoHp4NaO5™ Ho! : Exact Mass: 409.29
Exact Mass: 239.16 5 .
xact Mass 2853308 409.29182 557.35561
22318722 3916129 33412248 - 410.29533 33937619 |II' 579 35331
~ \ 27623222 320.10684 ; 369.24524 | ! 43237223 472.23876 510.26315 | | 3713
v T T T T T T T T T T T T T T T T
200 225 250 275 300 325 350 375 400 425 450 475 500 525 550 575
Observed mass [m/z]
Figure S50. MS/MS spectrum of 5 [M + Na] *. Ion mode ESI+.
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Figure S51. MS/MS spectrum of 6 [M + Na] *. Ilon mode ESI+.



