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Figure S1. Antiproliferative assay of crude extracts towards PC3 cells (cancer prostatic cell line). Cells were treated with
1,10 and 100 ug/mL of total ex-tracts for 48 hours. Untreated cells were used as control and corresponded to 100% of cell

viability (red horizontal line).
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Figure S2. Viability assay on PNT2 (human normal prostatic cell line). Cells were treated with 1, 10 and 100 pig/mL of total
ex-tracts for 48 hours. Untreated cells were used as control and corresponded to 100% of cell viability (red horizontal line).

Rhodococcus sp. I12R crude extracts base peak chromatograms
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Figure S3. Rhodococcus sp. I2R crude extracts base peak chromatograms. Each colour indicates a crude extract analysed by
LC-MS and processed through MZmine. Bold orange indicates the extract SV2 SW.
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Figure S4. Viability assay on Vero cells. Cells were treated with decreasing concentration of 90% MeOH fraction, from 125
to 0.4 pg/mL. Greco extract was used as positive control (CTRL+). Untreated cells represent the negative control (CTRL-).

SV2 SW: total extract and fractions on PC3 cells

120
100 JJ>
0 1L
2
&)
=
2 60
=
S
=
X
40
20
0
total extract 50 90 100

w100 pg/ml =10 pg/ml =21 pg/ml =——Ctrl

Figure S5. Antiproliferative assay of SV SW fractions towards PC3 cells. F50, F90, and F100 were tested at three different
concentrations (100 pg/mL, 10 ug/mL, 1 pg/mL). Untreated cells were used as control and corresponded to 100% of cell

viability (red horizontal line).



SV2 SW: total extract and fractions on PNT?2 cells
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Figure S6. Viability assay of SV2 SW fractions towards PNT2 cells. F50, F90, and F100 were tested at three different

concentrations (100 pg/mL, 10 ug/mL, 1 pg/mL). Untreated cells were used as control and corresponded to 100% of cell
viability (red horizontal line).

Table S1. Succinyl saccharide esters from Rhodococcus sp. I2R.

I?t [M+H]* m/z Primar.y Secondf:lry
(min.) acyl chains acyl chains 2

14.6 CHs5016  613.2696 3-OH-C10 _
15.4 C»sHwsO15  583.2591 9 -
16.0 CxHsO16 627.2853 3-OH-C11 -
disaccharide 16.3 Ca6H015  595.2591 C10:1 -
succinic diesters 16.7 CaHs015 597.2744 C10 -

18.0 CxHsO 7032798 3-OH-C8°® PhAc
193 CxHs01  669.3320 3-OH-Cl4 -

199 CuHsiOr  731.3108 S:OH-C10 FhAc
16.6 CaHs01s 747.3066 3-OH-C8 3-OH-PhBu -
169 CxHsO1z 703.2798 3-OH-C8 PhAc -
17.5 CsHs01s 727.3378 3-OH-C8 3-OH-C8 -

17.8 CaoHaO20 861.3744 3-OH-C8 diOH-C8 PhAc
disaccharide 185 CxHsOws  741.3530 3-OH-C9 3-OH-C8 -
succinic triesters  19.0 CuHs017  731.3116 3-OH-C10 PhAc -
19.4 CaaHs0O1s  755.3685 3-OH-C10 3-OH-C8 -

19.8 CssHs7O19  817.3481 3-OH-C8 3-OH-Cé6 PhAc«

20.8 CsHs019  831.3633 3-OH-C8 3-OH-C7 PhAc«

20.9 C«Hs:0O1n 865.3478 3-OH-C8 3-OH-PhBu PhAc



21.6 CaHeaO19  845.3790 3-OH-C8 3-OH-C8 PhAc
224 CaHeO1w  859.3952 3-OH-C9 3-OH-C8 PhAc¢
252 CuHeoO9  901.4421 3-OH-C10 3-OH-C10 PhAc
trisaccharide
17.2 CssHs7O2  865.3325 3-OH-C8 PhAc
succinic diesters
18.0 CaoHeO2s 917.4213 3-OH-C10 3-OH-C8 -
18.4 CssH702 1051.4582 3-OH-C10 diOH-C8 PhAc
19.5 CssHerO22  1027.4005 3-OH-C8 3-OH-PhBu PhAc
20.1 CuH7024  987.4641 3-OH-C8 3-OH-C8 Co6
20.1 CsH71022  1007.4326 3-OH-C8 3-OH-C8 PhAc
20.8 CaH7022 1021.4476 3-OH-C9 3-OH-C8 PhAc¢
trisaccharide 21.5 CasH7024  1035.4631 3-OH-C10 3-OH-C8 PhAc«
.. 22.2  CawH77O2s 1049.4792 3-OH-C10 3-OH-C9 PhAc
succinictriesters ) 5 CuwHnOwn 10494792  3-OH-Cl1 3-OH-C8 PhAc
23.1  CsoH7022a 1063.4945 3-OH-C10 3-OH-C10 PhAc
23.6  CssH7O25  1139.4904 3-OH-C9 3-OH-C8 PhAc PhAcHd
23.7 CsHs102 1105.5056 3-OH-C8 3-OH-C8 PhAc Cod
24.6  CssHssO2s  1119.5217 3-OH-C9 3-OH-C8 PhAc Cod
26.3 CssHsrO2  1147.5524 3-OH-Cl11 3-OH-C8 PhAc Cod
26.3  (CssHsrOxs  1147.5524 3-OH-C10 3-OH-C9 PhAc C64d
trisaccharide 279 CssHssO24 11175419  3-OH-C8 C10 Co6e PhAc
succinic tetraesters 29.4 CssHuO26 1203.5785 3-OH-C8 3-OH-C8 C6e PhAc C6d

Abbreviations: PhAc, phenyl acetate; 3-OH-PhBu, 3-OH-4-phenylbutanoate.

asecondary acyl chains linked to 3-OH-fatty acids as indicated in Figure 9.

b3-OH FAs with OH highlighted in red bear a secondary acyl chain through O-ester linkage.

¢mixture of isomers differing for the position of the secondary acyl chain which can be linked either to 1t or 24 primary
acyl chain.

4 compounds displaying two secondary acyl chains on the 1% and 2™ primary acyl chains, respectively.

¢compounds featuring a third sugar unit which bears a hexanoate unit (C6).



A) Methyl phenylacetate
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Figure S7. GC/MS mass spectra of methyl phenylacetate (A) and methyl 4-phenyl-3-hydroxybutanoate (B) obtained after
methanolysis of the 90% MeOH fraction from crude extract SV2 SW.



Relative Abundance

507.2059

763.3147

HO. OH
HO. OH
90 oH’ o 9 )& Y\)L
(o] 0_0
HO H H H
85 o o. o . ol

IM-H] ° o °
CazHss04g° c Hys0p Ny HO. 5 & o
80 miz: 8633338 CsHi O /2 507 237 CJAH47°|7

mz: miz 7272813 gy HO o OH

75 [SNSe) o._o

70 m/z: 763.3177 ¢

sH1 O

H
O.

QOT
CagHgsO 0.
50 20HisOrs” v

m/z: 643.2602 CeH
!
5 727.2785
HO. OH

0.

3 HO oH o 2 2 CyHaiOry \g

HO oH HO o OH m/z: 609.2547 S,
30 o O OH o._0 v
2 Ho ° OH CaftsyOy" \g 8432575
v

OH o.__ 0 m/z: 447.1866 CeH
C1aH301 \ﬂ/ © = 609.2522

20 miz: 383.1190

O

447.1850
15
; 383.1175
10 323.0067 138 5555
305.0861 365.1071 993 4895039 771.6804
5 4157255 | | 4651955 5200445 ao1.0124
2402215 2949472 339.2769 397.9661 5698806 | |620.7491| 6687654 7067496 | 7345347 : 8365991
0- TR OOV O T WY T WU AT AT S ALl INTITEN ST WUR| (WA [ AL [T FR T | LU HHI FEN N U - ) T T T Y T I N1 J
e T L e R i e B e e e
250 300 350 400 450 500 550 800 850 700 750 800 850

Figure S8. HR-MS/MS spectrum of a representative succinic disaccharide triester (m/z 863.3309, C42Hs5019 ") from Rhodococcus sp.
I2R, bearing an unusual 3-OH-4-phenylbutanoate moiety.
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Figure S9. HR-MS/MS spectrum of a representative succinic disaccharide diester (11/z729.2948, C34HsO17~) from Rhodococcus sp. I2R.
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Figure S10. HR-MS/MS spectrum of a representative succinic disaccharide triester (1m/z729.2944, C34H9O17 ") from Rhodococcus sp.
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Figure S11. HR-MS/MS spectrum of a representative succinic trisaccharide triester (1/z 1005.4134, CssHe9O24~) from Rhodococcus sp. I2R.
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Figure S12. HR-MS/MS spectrum of a representative succinic trisaccharide tetraester (m/z 1201.5588, CssHs9Oz26~) from Rhodococcus sp. I2R.



