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Chemicals

All chemicals were Sigma Aldrich products.

Flash purification

Compounds were dried onto C18 resin before being packed onto a 5 g solid loading cartridge
(Teledyne Isco, Inc) and loaded onto a C18 column (5 g, Teledyne Isco) for flash purification.

Products were eluted with a gradient of acetonitrile in water.

HPLC analysis

Rimomycin analogs were analyzed on a Symmetry Shield RP8 Column (100 A, 3.5 um, 4.6 mm
x 150 mm, Waters WAT094269). HPLC program used for rimomycins detection is at t = 0-1
min, 5% solvent B; t = 20-22 min, 100% solvent B; t = 23-27 min, 5% solvent B using H,O
(0.1% trifluoroacetic acid, solvent A) and acetonitrile (ACN, 0.1% TFA, solvent B) as mobile

phases; 1 mL/min flow rate; 40 'C

HRMS analysis

High-resolution electrospray ionization mass spectra were acquired using an Agilent 1290 UPLC
separation module and a qTOF 6550 mass detector in negative or positive ion mode. For LC
separation an Agilent Eclipse XDB-C18 column (2.1 x 150 mm; 3.5 um) or an XDB C8 column
(2.1 x 150 mm; 3.5 um) and the following method were used: from 0 to 1 min 75% A (0.1 v/v
formic acid in water), from 1 to 7 min a linear gradient to 100% B (0.1 v/v formic acid in

acetonitrile) at a flow rate of 0.4 mL/min.

NMR analysis
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All NMR spectra were recorded on an AVIII 700 MHz NMR spectrometer, equipped with a
cryoprobe. The compounds used in this study were dissolved in the corresponding deuterated
solvent (Cambridge Isotope Laboratories Inc) to a concentration of approximately 1.0 to 5.0 mg/m.
Chemical shifts are reported in ppm relative to TMS using the residual solvent signal at 2.50 ppm
and 39.52 ppm for dmso-d6. Chemical shifts values are expressed in ppm (3), coupling constants
(J, Hz) and peak patterns are reported as broad singlet (bs), singlet (s), doublet (d), triplet (t),

quartet (q), pentet (p), and multiplet (m)
Supplementary MIC values

Supplementary Table 1. Additional MIC values against S. aureus, including VISA strains in

pug/ml.
Vancomycin Corbomycin Rimomycin 17
S. aureus ATCC 29213 1 4 4 16
S. aureus ATCC 33591 2 4 4 16
S. aureus Mu3 2 4 4 8 hVISA
S. aureus Mu50 4 4 4 16 VISA
E. faecium ATCC 51299 8
E. faecalis ATCC 70022 8

Toxicity studies

The equation used for the 4PL curves was:

y=d+(a—-d1+(xc)b),

where y = the sample response in relative luminescence units

x = drug concentration
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a = the maximum response for infinite standard concentration

= -Hill slope
¢ = inflection point
d = the response at a standard concentration of 0.

Supplementary Table 2. Toxicity studies of selected analogs, ICs, values.
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Concentration (ng/mL)

512 256 128 64 32 16 8 4 2 1 0.5
17 0.04 0.04 0.038 0.04 0.041 0.042 0.043 0.04 0.057 0.039 0.039
0.039 0.04 0.043 0.04 0.04 0.041 0.043 0.041 0.041 0.041 0.04
Compound 17: % Hemolysis:
Concentration (ng/mL)
512 256 128 64 32 16 8 4 2 1 0.5
17 0.00% 0.00% @ 0.00% @ 0.00% @ 0.95% 1.90% 2.84% 0.00% 16.11% @ 0.00% 0.00%
0.00% @ 0.00% @ 2.84% 0.00% 0.00% 0.95% 2.84%  0.95% @ 0.95% 0.95% 0.00%
Average  (00% 0.00% 1.42% 0.00% 0.47% 1.42% 2.84% 047% 8.53% 0.47% 0.00%

1% Triton X 100 avg absorbance: 0.1445
DMSO control avg absorbance: 0.039

Supplementary Table 4. Solubility assay.

Compound Rt, min  Transition (CE 30eV) Solubility, pg/ml
Rimomycin A 3.402 1121.36 to 1104.35 6.1
17 3.017 659.78 to 113.10 98.6
6 2.810 589.22 to 107.05 28.4
7 2.856 589.22 to 107.05 8.3
21 3.8 1243.41 to 1243.41 16.4
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Analytical Data for Rimomyvcin Analogs 1-32

UV chromatograms of DMSO-blank
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'"H-NMR of compound 1
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I3C-NMR of compound 1
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Compound 2
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'"H-NMR of compound 2
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I3C-NMR of compound 2
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Compound 3
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'TH-NMR of compound 3

1- 0 1 4 6 o1 11 4 €1 b1 ST
n 1 n n 1 n 1 1 n n 1 n 1 n 1 n 1 n 1 n
NmNoNELoo NooE N e =
%U.wu_umu..%w &5 8GR 8
1 [ T S S I o b i
0 — WY
;.f) a’ i ﬁ
1 i
000000T
| RN L)
" L4k ) «‘ T = ——
0000002
] 902
i (w)
000000€
791 8b'S 189 [:94 )
1 (bp) L (PP) € w) 10 | |(PP) TI
000000t €€'T || 8T 20t || 8% || 29's L0'L S0'8 ste [
(W) A [ [(W) D (w) 9 | [(w) D |[(d) H (W) tw [|(W) 19| () 1a = T A1 /1| 7 - -7
95°0 8.1 r/c | [19€ || sev | |sTs 099 L 128 | 8561] | €80
0000005 - (b) 3 GrR) Y || o | (@ {[(wy3 ]| |(P)v (W) td | |10 (W) 13 ||(s) TalFEELEE: E TR
1 6b'T | S¢fz|||soe 187 v1'S veL | LT'8 GE'6
(w) n [[(w) o |[{(S)N (Pp) 4 | |(P) g (P) T |(w) 14 (w) 12
0000009 - - ; - - : -
69'T | [b]T 483 9% | |€S'S ¥6'9 96°L
| ap)s | sz | [(PY W MPaj| |(P1 (w) TN | [(PP) TH
SO'T |[68°T 174
000000~ (w) m | [(p) x (w) 11
s \\ﬁ b s 5 N\ Srf ] k\\\\ oy orps 7
., - , e
e T e
OO OO b e I iv i W N e T T T T T T NWWWLWWwWwbwhrond o NNNNNNN
REASEANININEM R R  1 CRCR R g S R R R4 SRS Rl V- ININ PR R i SR R A A R R S R S RSN
00000007 -
vg-92-98/9dD
1 P 0T°VE-92-98£9dD-1202-213P0

S14



I3C-NMR of compound 3
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'H-NMR of compound 4
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I3C-NMR of compound 4
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Compound 5
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'"H-NMR of compound 5
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I3C-NMR of compound 5
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Compound 6
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'H-NMR of compound 6
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I3C-NMR of compound 6
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'H-NMR of compound 7
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I3C-NMR of compound 7
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'H-NMR of compound 8
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I3C-NMR of compound 8
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'H-NMR of compound 9
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I3C-NMR of compound 9
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Compound 10
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'TH-NMR of compound 10
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I3C-NMR of compound 10
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'H-NMR of compound 11
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I3C-NMR of compound 11
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I3C-NMR of compound 12
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Compound 13
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'H-NMR of compound 13
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I3C-NMR of compound 13
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'"H-NMR of compound 14
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I3C-NMR of compound 14
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Compound 15
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'TH-NMR of compound 15
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IBC-NMR of compound 15
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'TH-NMR of compound 16
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I3C-NMR of compound 16
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Compound 17
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"H-NMR of compound 17
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I3C-NMR of compound 17
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Compound 18
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'"H-NMR of compound 18
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I3C-NMR of compound 18
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'"H-NMR of compound 19
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I3C-NMR of compound 19

> o o o o o o o o o o
2 o o o o o o o o o o o o o o o o o o o
2 o o o o o o o o o o o o o o o o o o o
=3 o o o o o o o o o o o o o o o o o o o
=] o o o o o o o o o o o o o o o o o o o
0 ~N () n < ™M o~ ~— o o o o o o o o o o — ~
bl -~ — ~— — ~ — ~— — (<)) (oo} ~N O n < ™M o — ] '
1 " 1 " 1 " 1 " 1 1 " 1 1 " 1 1 " 1 1 " 1 " 1 " 1 1 1 " 1 1 1
o
= —
:
O
o
=~
o
o
o
msal
Tb'ze —
OSWa 91'6€ r
QSd 8Z°6E o
OSIWa 0¥ 6 7 ¥
QSlld 2565
OSWA ¥9'6€ v
e
0SWd 88°6¢ f r
OSWa 20°0% | ©
el ©
ev'oy
0€'%S | L
165 7 °
98'SS FR
€19 |
o
=S
L£°0TT
80°CTT
P8ETT =
9THIT o -
99°b1T 4 b g
86°HTT =3
| Q.
=
€9'811 | &
veeeT .
i
—
LT'9Tt L
0S°£2T LR
ST'6CT —
€9°6lT A 8 b
" o
TOTET ~NE ]
0SFET
acgc1 g
15661 7 -
£T'6bT L
TTOST =)
68'bST 1\ 4
Lb"95T A\
0£'95T ~\ o
st Le
8T°€9T ~_ -
16'891 b
60°69T o
60T =
- -
2 9TTZT I
s 2
o —
w
~N b
© o
. fa)}
ﬂl. —
T L
O
2 -8
25 o
o r
S =
o -
{g_ I [a\]
o9 L
n

S63




Compound 20
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"H-NMR of compound 20
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3C-NMR of compound 20
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Compound 21

@ 254nm
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"H-NMR of compound 21
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I3C-NMR of compound 21
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Compound 22
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"H-NMR of compound 22
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I3C-NMR of compound 22
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Compound 23
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'"H-NMR of compound 23
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13C-NMR of compound 23
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YF-NMR of compound 23
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Compound 24
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"H-NMR of compound 24
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I3C-NMR of compound 24
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Compound 25
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'"H-NMR of compound 25

Q0000Z-

o

00o0OT+

00o00E

0000034

000008+

Qoo000T

QDO00ZT

Q0000FT

QO0o0ST

0D0003T A

Q00000T

Q0000TE

GDO00EE

Q00009 E

(wdd) 14

ANANNSTF =

- 0 1 z £ w 5 o L 8 6 o1 TI z1 £T #1 ST
i 1 n L L L L L i 1 i 'l i 1 n 1 L L L i L " 1 i 1 1 L L L L L L "
.—.&Pt - - L&-..
_ Ty ]
16'9
== o]
| it
S0
(=)L [
0L L]
() y "1 B B EEE] F B EEE
H|S R R ]
4z LE'F a1'e | EEL e B
(s)fn (pP) 14 (p)d [(PR) A | ==
TO'E g0t || sap s ||eve| _.u.w.mc_ h\__ﬂn_ab_& £ W ! IR NT)
(s) el |(s) TH ||(F) 10 (W) w|lWH| Jif)d
e Ze | 4pEe ga'k || 558 || erre || vl ||LB'L | T9E | [laittartre
[z l1s] (W) T (W 51| (P 13 | [(w) o ||(wd Z [ (P w||{p) o (P ST0sT e Py o s
#3'0 oz o'k FI°s 83'9 | |8k'¢ ||zE'8 ££%
(w) 14 Pl j(w) o | [(P)Ta Py x| [(B)]|is) = (s)a
85'T 9k oz | [so'e 018
P17 (s) 10 (prio| |(P)I (s)3
1T
[w) i
£0%
| R
- P P P P Pod P Rl G RAR e PR TR T S A | A N T T R RN R e B B e e e B B B B B B B B B B B B B B B B R - - )
b o B U0 L LA L A O i B L SSSS.0553werrSE99sbFVbv&vvvK&38&338&555000UUUUUUUUU:TururrbV||ttﬂﬂ
Cf.b”” H”ll.bul.ﬁr. m L= A N U o B | - TR - R T T ) L»“_...‘_7._)._,.(_.)._L»L»‘-_...‘_UUr-r-.U[.r-czﬁggfmaabu,.‘_i-_ggh-h-fmar;u,.{bwﬁ
TLZLxZx =
AEEBE8E - uged-do

P DT UBEL-dD-TZ0T-£ 2By

S81



IBC-NMR of compound 25
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Compound 26
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'"H-NMR of compound 26
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I3C-NMR of compound 26
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Compound 27
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'"H-NMR of compound 27
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3C-NMR of compound 27
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Compound 28
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'"H-NMR of compound 28
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I3C-NMR of compound 28
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Compound 29
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"H-NMR of compound 29
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I3C-NMR of compound 29
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Compound 30
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"H-NMR of compound 30
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I3C-NMR of compound 30
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Compound 31
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'"H-NMR of compound 31
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I3C-NMR of compound 31
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Compound 32
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'H-NMR of compound 32
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