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HPLC: C,g reversed-phase Inertsil ODS-EP

P ,em‘."mm:k.“’ areolatus column (5 m, 4.6 x 250 mm) and
(2 specimens) MeOH/MeCN/H,0 42:10:48 as eluent
1. EtOH (300 mL) |
2. MeOH (300 mL), ultrasound, 10 min. Pame-x1 Pame-x3 Pame-x5
3. 1:1 acetone/CH,Cl, (300 mL), ultrasound, 10 min. Pame-x2 Pame-x4 Pame-x6
4, 1:1 MeOH/CH,Cl, (300 mL), ultrasound, 10 min, (14.2 mg)
5. Evag?m:ion HPLC: C,g reversed-phase HPLC using a CSC-
6. Partitioning between 95% MeOIl/hexane Inertsil 150A/ODS2 (Sum 25 x 0.94 cm)
| | column.
hexane fraction  MeOH fraction (400 mg) Isocratic 4:1 (0.05 % TFA/H,0)/MeCN, then
column chromatography Cy4 reversed phase linear gradient to 7:3 (0.05 %
gradient MeOH in H,0 from 10:90 to 100% MeOH TFA/H;0)/MeCN, during additional 30 min.
| | | | I | | flow rate: 1.0 mL min™!
Pame-1 Pame-2 Pame-3 Pame-4 | Pame-5 | Pame-6  Pame-7 Pame-8 [ |
(137.8 mg) (29.5 mg) (16.0 mg) (22.4 mg) |(25.4 mg) | (95.3 mg) (44.0mg) (10.5 mg) 3 4 5 6
T (1.0 mg) (1.9 mg) (0.6 mg) (0.6 mg)

HPLC condition 1: Phenyl-derivatized Si gel column (Inertsil Ph, 5 m, 4.6 x 250 mm, GL Sciences Inc.)
linear gradient of 1:1 MeOH/MeCN in H,O, starting at 90% to 0% H,0 over 30 min.
flow rate: 1.0 mL min™!

Pame-3a Pame-3b Pame-3c  Pame-3d Pame-3e
(29mg) (l.1mg) (2.0mg) (30.0mg) (0.5mg)
HPLC condition 2: C,4 reversed-phase HPLC (Inertsil ODS-3, 5 m, 4.6 x 250 mm, GL Sciences Inc.)
isocratic 3:3:4 MeOH/MeCN/H,0 with 0.1% TFA

Pame-3d1 Pame-3d2 Pame-3d3 Pame-3d4 Pame-3d5 Pame-3d6

(63mg) (5.4mg) (7.1mg) (23mg) (1.Omg) (7.9mg)
L HPLC condition 3; C,g reversed-phase HPLC (Inertsil ODS-EP, 5 m, 4.6 x 250 mm, GL
HPLC condition 3 . A ) . il )
Sciences Inc.); linear gradient of 1:1 MeOH/MeCN in H,0, starting at 85% until 0% H,0
| | | over 30 min; flow rate: 1.0 mL min’!
Pame-3d3a  Pame-3d3b Pame-3d3c | |
(2.1 mg) (3.2 mg) (1.2mg) [Pame-3d6a | Pame-3d6b | Pame-3d6c
G3mg | (10mg | (25mg

’ |

Figure S1. Separation scheme for the isolation of rodriguesic acid derivatives 3-6.

*e-mail: rgsberlinck @igsc.usp.br
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Figure S2. '"H NMR spectrum of rodriguesic acid (3) in DMSO-d, at 600 MHz.
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Figure S3. Expansion of the "H NMR spectrum of rodriguesic acid (3) in DMSO-d, at 600 MHz.
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Figure S4. *C NMR spectrum of rodriguesic acid (3) in DMSO-d, at 150 MHz.
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Analysis Info
Analysis Name DC19_001.D Acquisition Date 12/19/11 13:42:27 O Admini
Sample Name  ELSO87 Method Copy of DS_ESI_PM Instrument Esquire-LC_00085
Comment Flow Injection @ 200uLimin; Pame x 2-1; diss MeOH; dil MeOH; ESI Positive
Acquisition Parameter
lon Source Type ESI Mass Range Mode  StdMNormal lon Polarity Positive Alernating lon Polarity nfa
Scan Begin 50.00 m/z Scan End 200000 miz Averages B Spectra Accumulation Time 4504 ps
Capsltary Exit 65.0 Volt Skim 1 35.0 Volt Trap Drive 450 Auto MSMS o
infens. Ali, 0.1-0 4min (#5-#15), Background Sublracied
x1
30 4805
25
2.0
154
1.0
5115
0.5
4135
3654 5714
00 , ' i ;"3?.11 " lh_ l Wl W e
100 200 300 400 500 600 700 800 200 miz
Pame x 2-1
EHB206 1017 (18.658) AM (Cen 4, 80.00, Ar,5000.0,501.31); Sm (Mn, 1x1.00): Sb (1,20.00 ); Cm (981:1027) TOF MS ES+
100 4589.3080 1.19e4.
501.3149
Tuftsi
I M+H: 501.3149
9%
480.3210
502.3340
504.2578
288.2631 491333 o0 4s17 4853977 4973447 5001705 H3:334
ol . L L . miz

488 489 490 491 482 493 494 495 496 497 498 499 500 501 502 503 504 505

Figure S5. LR-ESI (top) and HR-ESI (bottom) mass spectra of rodriguesic acid (3).
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Figure S6. 'H NMR spectrum of the rodriguesic acid hydroxamate (4) in DMSO-d, at 600 MHz.
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Figure S7. '*C NMR spectrum of the rodriguesic acid hydroxamate (4) in DMSO-d, at 150 MHz.
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Analysis Info
Analysis Name DC19_005.0 Acquisition Date 12/19/11 14:03:15 Operator Administrator
Sample Name  EL9088 Method Copy of DS_ESI_P.M Instrument Esquire-LC_00085
Comment Flow Injection @ 200pLimin; Pame x 2-2; diss MeOH; dil MeOH; ES| Positive
Acquisition Parameter .
lon Source Type ESI Mass Range Mode  StdMNormal lon Polarity Positive Alternating lon Polarity n/a
Scan Begin 50.00 miz Scan End 2000.00 miz Averages 8 Spectra Accumulation Time 4335 s
Capillary Exit 65.0 Volt Skim 1 35.0 voll Trap Drive 450 Aulo MS/MS on
Inlenas, All, 0.1-0.4min (#5-#18), Background Sublracled
*x10
505.6

1.84

1.0+

0.5

527.5
0.0 r T . - J - = T .
100 200 300 400 500 600 700 800 200 miz
Pame x 2-2

EHE207b 989 592 ;&} AM {Cen,4, 80,00, Ar,5000.0,531.40); Sm (Mn, 1x1.00); 8b (1,20.00 ); Sb (1,20.00 ); Sb (1,20.00 ); Cm (961:991)

| 100,

506.3124

p—— 5133947 514.3887
4 507.3164

ol

504 506 508 510 512 514 516 518 520 522 524

Figure S8. LR-ESI (top) and HR-ESI (bottom) mass spectra of the rodriguesic acid hydroxamate (4).
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Figure S9. '"H NMR spectrum of rodriguesic acid methyl ester (5) in DMSO-d, at 600 MHz.
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Figure S10. *C NMR spectrum of the rodriguesic acid methyl ester (5) in DMSO-d; at 150 MHz.
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Analysis Info
Analysis Name DGC19_009.0 Acquisition Date 12/19/11 14:24:17 Operator Administrator
Sample Name  EL9089 Method Copy of DS_ESI_P.M Instrument Esquire-LC_00085
Comment Flow Injection @ 200pL/min; Pame x 2-3; diss MeOH; dil MeOH; ESI Positive
Acquisition Parameter
lon Source Type ESI Mass Range Mode  StdMNommal len Polarity Positive Alernating lon Polarity nfa
Scan Begin 50.00 miz Scan End 2000.00 miz Averages 8 Specira Accumulation Time 4138 ps
Capillary Exit 65.0 Vit Skim 1 35.0 Volt Trap Drive 450 Aulo MS/MS Off
Inlens. Al, 0.1-0.5min (#5-#21), Background Subh
x1
503.6
&
4
526.5
24
0 , v — Ly , . .
100 200 300 400 500 600 700 800 900 miz
Pame x 2-3
EHB208 587 (10.403) AM (Cen 4, 80.00, Ar,5000.0,531.40); Sm (Mn, 1x1.00); Sb (1,20.00 ); Cm (535:571) TOF MS ES+
100 503.3232 7.61e3
| lys-lys-lys-lys
M+H: 531.3082
1
|
| %
|
1
531.3982
504.3383
5133946 5144003 532.4175
5053413505 8915 1533.3033 534.3054
502.0634 516.4180 A
ol S N S —— . - A ————— . . - = I miz

502 504 506 508 510 512 514 516 518 520 522 524 526 528 530 532 534

Figure S11. LR-ESI (top) and HR-ESI (bottom) mass spectra of the rodriguesic acid methyl ester (5).
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Figure S12. 'H NMR spectrum of the methyl ester of the rodriguesic acid hydroxamate (6) in DMSO-d, at 600 MHz.
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Figure S13. 3C NMR spectrum of methyl ester of the rodriguesic acid hydroxamate (6) in DMSO-d, at 150 MHz.
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Analysis Info
Analysis Name DC19_013.0D Acquisition Date 12/18/11 14:45:22 Operator Administrator
Sample Name  EL9090 Method Copy of DS_ESI_P.M Instrument Esquire-LC_00085
Comment Flow Injection @ 200uL/min; Pame x 2-4; diss MeOH; dil MeOH; ESI Positive
Acquisition Parameter
lon Source Type ESI Mass Range Mode  StdNormal lon Polarity Positive Alternating lon Polarity n/a
Scan Begin 50.00 miz Scan End 2000.00 miz Averages 8 Specira Accumulation Time 4363 ps
Capillary Exit 65.0 Vot Skim 1 35.0 Volt Trap Drive 450 Auto MSMS Ooff
Irﬂmll;a. All, 0.1-0.5min (#5-820), Background Subtracted
x1
5198
1.50
1.251
1.00
0.751
0.50
025
5415
0.00 v . v I\ l‘ - T T
100 200 300 400 500 600 700 800 900 miz
Pame x 2-4
EHB209 69 (1.265) AM (Cen,4, 80,00, Ar,5000.0,531.40); Sm (Mn, 1x1.00); Sb (1,20.00 ), Cm (54:73) TOF MS ES+
00 519.3179 1.02e4
|
|
ys-lys-|
| ».?5'1': 531 ,SJSSZ |
1 |
| % I
|
‘ |
| |
| |
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Figure S14. LR-ESI (top) and HR-ESI (bottom) mass spectra of methyl ester of the rodriguesic acid hydroxamate (6).
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Figure S15. HRFTMS/MS analysis of methyl ester of the rodriguesic acid hydroxamate (6) [M+H]+ ion at m/z 519.31476.
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Figure S16. Circular dichroism spectrum of rodriguesines A (1) and B

(2) in MeOH (0.030 mg mL™).
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Figure S17. Circular dichroism spectrum of rodriguesic acid methyl ester
(5) in MeOH (0.033 mg mL™").
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Figure S18. Circular dichroism spectrum of the hydroxamate of
rodriguesic acid methyl ester (6) in MeOH (0.2 mg mL™").
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