HARBOR BRANCH

FLORIDA ATLANTIC UNIVERSITY

HBOI-386

EUDISTOMIN |

CisHisNs 235.28

Eudistoma olivaceum

Kobayashi, Harbour, Gilmore and Rinehart, 1984, J. Am. Chem. Soc., 106:1526-1528

@'isolation scheme (Visio) attached

O'hplc method (trace attached)

Method: Vydac C18 Protein and Peptide, 4.6 x 250mm, 10p

flow 1 ml/min, detection: PDA: UV (extracted at 220 nm, black); ELSD (green dotted)
A: H,0:CH3CN (95:5, v/v), B: CH3CN

t=0 min A:B (90:10, v/v), t=20 min {100%B) , t=28 min (100%B)

O LC-MS method

Method: Vydac C18 Protein and Peptide, 2.1x150 mm, flow 0.2 ml/min

A: H,0 (0.1% formic acid), B:CH3CN (0.1% formic acid)

t= 0 min A:B (90:10, v/v), t=15 min (100%B), t=21 min (100%B), t=22 min A:B(90:10, v/v)
using a linear gradient

0 (600 MHz) Ococl, mCD,0D (Methanol-ds)  CICOCl,/CD;0D
M°C (150 MHz2) OcocL, ¥€D,0D (Methanol-d;) O CDCl;,CD;0D
I solubility CICHCI5/MeOH (9:1) LeOH CIDMSO

O estimated purity _>90_%

O sample weight 7.4 mg

For further information contact: Date:_7 [ 22/ 1 3

Amy E. Wright, PhD, HBOI@FAU, 5600 US 1, North, Fort Pierce, FL 34946
awrigh33@hboi.fau.edu, 772-242-2459




16-111-84-1-001
500g extd/ 652 left
Soaked in a 5:1 EtOAc and EtOH solution, then chopped and ground
in a blender, slurry then vacuum
filtered through a celite bed and dried.
FedD01-1-1

Partitioned 3X w/200mL each H,0

and EtOAc
I
FedD01-1-2 FedD01-1-3
EtOAG part —1 g CombiFlash H,O partition
1.0005g 541.4 mg run on a 15.5g C18 Rf Gold isco column. 16.0151g
80%H,0 to ACN grad.,|MeOH to DCM gradient
FedD01-13- 1 2 3 4 5 6 7 8 9 10
weight 84.3mg 15.6mg 36.3mg 30.6mg | 65.54mg [ 18.8mg | 223.7mg 9.8mg 2.2mg 11.8mg
tubes 1-10 11-22 23-34 35-43 44-54 55-57 58-63 64-71 71-85 TFA
Wash
CombiFlash
15.5g C18 Rf Gold Isco column.  70%H,0 to ACN
gradient
FedD01-16- 1 2 3 4 5 6 7 8 9

weight 0.8mg 2mg 34mg 25mg 3.4mg 9.7 mg 8.5mg 25mg 2.5mg
lubes 1-4 57 8-20 21-27 28-30 31-34 35-42 43-59 TFA

Wash

15 mg of FedD01-20-2
Semi Prep with Luna NH2
Column, ACN to H20 gradient
I
FedD01-21- 1 2 3 4 5
welght 1.9mg 38mg 2mg 22mg 1.7 mg

Repeated Semi Prep
resuiting in 2.2 mg

The process of obtaining and purifying FedD01-13-4 was
repeated 3 more times resulting in FedD01-2-4,FedD01-33-4
and FedD01-45-4, 5 and 6. FedD01-33-4 was further
fractionated on Walter resulting in FedD01-34-2 and FedD01-
34-3. Semi Prep was done on all these fractions and added to
FedD01-21-2 resulting in 8 mg of FedD01-47-2.




D-2000: NIH 040186 Series: 0330

Report: original System: Sys 1

D-2000 Elite HPL.C System Manager Report

Reported: 07/19/2013 05:59 PM

Analyzed: 07/19/2013 05:21 PM
Sample Name: HBOI-386

Sample Description: HBOI-386 Eudistomin
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Acquisition Method: autosampler 30min wELSD TFA

Column Type: Vydac C18

Pump A Solvent A: H20/5% ACN TFA 0.1%

Method Description:

Page Indicator:
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/
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Pump A Scolvent B: ACN TFA 0.1%

.00000

. 75000

.50000

.25000

.00000

.75000

.50000

25000

.00000

Solvent (%)



= 0.00 -21.00

e L ey

NL: 5.43E7
1OOE 236.18 TIC F: ITMS + c ESI Fi
- - ms [ 200.00-2000.00]

: MS BG_FedD01-47-2
60: 236.19

- 236.19 i
o 314.27

380.79 380.64
207 380.78
1 29476 212220 23622 236.22 FL‘-T e 0, 23619 65150 93623
: NL: 3.95E7
100; 236.18 Base Peak m/z=
801 > 1 236.22 200.00-400.00 F: ITMS

] : + ¢ ESI Full ms |
60~ | 236.22 200.00-2000.00] MS

] ‘ BG_FedD01-47-2

: 236.19|"'| 236.17
40 it

¥ V’y 2§511
= W\ 236.18 38103 390,08

o 21212 21213 236,20 236.22 Mal T 1236.17 236.09
572.33 NL: 4.24E5
1903 572.63 525.37 Base Peak m/z=

- 572.45 5 400.00-600.00 F: ITMS
80i 567. 86 j | 408.12 525‘128',‘.i + ¢ ESI Full ms [

i 408 - ,qu 525.36 200.00-2000.00] MS

. 562.97 i 572 38 q; h* | 52532 BG_FedD01-47-2
407 563.06 .1 “ i o

] , [t I Visosa fie

: ’ ] . 429.54
20" : w _ 1

1 47549 475.14 47547 2% 95 % JW mu\ﬂ i

1037 s 693.70 NL: 3.54E5
Base Peak m/z=
807 693.60 600.00-800.00 F: ITMS

7 +c ESIFullms [

60 1 761.29 759.81 200.00-2000.00] MS

‘ 759.23 BG_FedD01-47-2

- 608.92 fll ' 757952439@7 3\”

20 608.35 |l J |!h / “J
q 70252 610.37 609.51 608. 3)'“)' i
1037 815.70 NL: 9.51E4

. Base Peak m/z=
807 815.83 800.00-900.00 F: ITMS

. $ 15,22 + ¢ ESI Full ms [

. | 200.00-2000.00] MS
60 61523 ||| 863.72 83079 41565 BG_FedD01-47-2
407 L’Tf‘ hfl 853.47 (Bt o i
- 815.56 Ij ‘h 865.74 | 83680 l ﬁ h 815.68

u I'l\ 848.84 1/} 815.80

] 886 87610 802.50 814.94]  Hay gt 10304 k‘f‘*‘dh)’u,ﬁa’ =" 802.38

0 1134.62 NL: 4.75E4
100? _1134.67 Base Peak m/z=
80 900.00-2000.00 F: ITM

] 1134.59 + ¢ ESI Fullms [

i 1100.69 *’"*“{_11__3,4.61 200.00-2000.00] MS

. I 1021 57 BG_FedD01-47-2
40 0545 101275 | ”1{ 996.72 e
5 o 1744.47 ',jul 0 [ 110240‘ ﬂ« i 903.58

= 976.60  908.65 17 3J L, g wﬁ M‘uq;m,,f. Y [ 1167.24

0 | 5 O s N N T [ S S S S AN G R R i i (R i ) il | T 1

0 2 4 6 8 12 20

10



7.9mgMeODsingle_pulse

N | Jw“wum

1 Fed D01-47-2single_pulwe=2.jdf

4.0

EX]

(2]

—

X : parts per Million : 111

, , . :
67 ¥ L7 9T ST ¥T €7 1T I

T 7 T T T 7 T T T T T T 7
T 07 61T &1 L7 91T 5T F1 €1 71 11 ...,._ 60 0 (0 90 0 w,.a 0 n_d To o

=
b
b

e

Yo T0- €0~ Fo- 50-50-

axarpange




4.0

300

00

10.0

(tkeasandihs)

=100

FedD01—=47-2slngle_pulse_decCarbon=3.jdl
TmgMcODringle pulse decoupled gated NOE

T T T
160,0 1500 1400 130.0

X : parts per Million : 13C

T
120.0

1100

100,00

0.0

T T T T
0.0 TN 600 0.0

0.0

i
o

0.0

0.0




