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CYCLOLITHISTIDE A

Cs4HggCING1 045 1164.78

Discodermia transcripta

[¥isolation scheme (Visio) attached
C+hplc method (trace attached)

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

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

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

I!/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:CH;CN (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

A (600 MHz) OcDeL, @CD;0D (Methanol-d;)  EICDCI;,CD;0D
E@c (150 MHz) CcDCL, CD;0D (Methanol-d;) O CDCly,CD;0D
& solubility CICHCIs/MeOH (9:1) DieOH ODMSO

O-éstimated purity _>90_%

B/sampleweight il 7] mg

—
For further information contact: Date: -1 | (S /I’;'

Amy E. Wright, PhD, HBOI@FAU, 5600 US 1, North, Fort Pierce, FL 34946

lawrigh33@hboi.fau.edul 772-242-2459
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8-1V-05-3-2
Theonellidae
494 ¢
EtOAC:EtOH (9:1)
& EtOH exfraction
17.08 ¢

Y

EtOAc Partition
WIN14-71-1 H20 Partition
5.24 g
h 4
H20 80 60 40 20 0 IPA
ACN 20 40 60 80 100 | MeOH
wash 0 0 0 0 0 | CHzCI2
WIN14-72 1 2 3 4 5 6
wt(mg) |1199.9| 279.9 [ 1098.4| 47.8 71.7] 510.0
v
RP-18 Combiflash
1/2 of WIN14-72-4
tubes 1-4 5-6 7-8 9-10 11 12-20 21-40 |41-wash
WIN14-77 2 3 4 5 6 7 8
wt(mg) | 0.3 27.8 141.7 82.1 11.0 45 4.3 4.9
]
h 4
RP-18
Combiflash
tubes 1-2 3 4-10| 1117 18-20 | 2122 | 23 24 25 26 31-40
WIN14-80 1 2 3 4 5 6 7 8 9 10
wt(mg) | 05 | 15 | 21| 32 9.7 461 | 553 | 575 | 30.7 | 6.0 1.0
prep LC
gradient
70:30
H20:ACN
ROBL26-71- 1 2 3 4 5 6
wt(mg) 0.3 0.8 79 11.9 0.6 0.6




D-2000: NIH 040186 Series: 0285 Report: original System: Sys 1

D-2000 Elite HPLC System Manager Report
Analyzed: 07/03/2013 12:47 PM Reported: 07/03/2013 03:25 PM
Sample Name: HBOI-343
Sample Description: HBOI-343 Cyclolithistide
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Acquisition Method: autosampler 30min wELSD
Column Type: Vydac C18
Pump A Solvent A: H20/5% ACN Pump A Solvent B: ACN

Method Description:

Page Indicator: 1 / 1
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E:\Lynn's data\BG_HBOI_343

7/11/2013 8:01:09 AM

Background subtracted file

RT: 0.00 - 20.99
100 1186.83 NL: 6.05E6
0 1200.81 TIC F: ITMS + c ESI
80 i Full ms [
200.00-2000.00] MS
60 BG_HBOI_343
40
20 1172.67
= 207195 207.47 22795  212.75 207.51 256.46 1150;1_3,,N
108 256.50 NL: 2.03E4
] Base Peak m/z=
801 200.00-400.00 F: ITMS
] 256.33 + ¢ ESI Full ms [
1 207.95 BG_HBOI_343
N 1207.99 25645 |||
e 20766 20773 207.70 20774 2TEEY 251:2 otk ih
GﬁM LAk nLUiL‘ MWU Ll wlulh o ubd
583.22 NL: 1.20E5
o 10% Base Peak m/z=
e 80 590.21 400.00-600.00 F: ITMS
S 583,93 + ¢ ESI Full ms [
S 60 T 200.00-2000.00] MS
3 7 BG_HBOI_343
o 40
£ 595.27 || 590.20
o 20 595.29
. - 03
| 41920 413.33  413.42 41342 41897 59313 590.03 419.56
10& 602.19 NL: 1.05E5
. Base Peak m/z=
801 602.23 600.00-800.00 F: ITMS
. + ¢ ESI Full ms [
601 200.00-2000.00] MS
m BG_HBOI_343
40— 602.24
20 154 602.37
7 62873 60993 610.15 610.15 612.97 "*11 736.78
- 810.42 NL: 9.49E3
100 =
- 810.45 Base Peak m/z=
80 810.48 800.00-900.00 F: ITMS
S + ¢ ESI Full ms [
60 200.00-2000.00] MS
‘ BG_HBOI_343
40 810.52
. | 810.79
88245  g7774 80306 88237 85372 81042 Ji5 806.64 801.49
0 1186 69 NL: 8.08E5
100: Base Peak m/z=
8071 900.00-2000.00 F:
] ITMS + ¢ ESI Full ms [
60 1200.60 200.00-2000.00] MS
] BG_HBOI_343
40—
205 1172.67
1 90065 1062.32 904.36 961.60 1254 49 1146, 42 1200.63  906.12
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HBOI-343_robl26~71-3-2.jdf
single_pulse_McOD_21.5 mg

g E
g E
'E -
2 g
L T T T T T 1 T T T | R T T 1 T T T T 1 T T T T 1 T T T T 1 T T T T T T T T T T l L] T T T T 1 T T T T 7 T T T T 1 T T T T 7 T T 1 T L] T T 1 l T 1 T T T T L] T T i T T 1 T T 1 T T T T T T T
8.0 7.0 6.0 5.0 4.0 3.0 2.0 1.0 0
X : parts per Million : 1H
JHBOI-343_robl26-71-3-3.jdf
Jsingle_pulse_McOD_21.5 mg
<]
7
=
8 -
= J
12 -
= ]
=
_— Al A
i L L
A T T T T T L3 T T L] T L T L3 T L] T T T L] T L] T T T T T I T T T T T T L] T T I T T T T T T T T T I T T
4.0 3.0 2.0 1.0 0
X : parts per Million : 1H
S HBOI-343_robl26-71-3—4.jaf
Jsingle_pulse_McOD_21.5 mg
=]
P ]
£
=
E J
2 ] An JU

L L L B I e I I L R L L R I i B L L e B R L L N B e L L I e L L L B B R R a R R R RS RE AR LR BE

89 88 87 86 85 84 83 82 81 80 79 78 7.7 76 75 74 73 7.2 71 7.0 69 68 67 66 65 64 63 62 61 60 59 58 57 56 55 54 53 52 51 50 49 48 47

X : parts per Million : 1H




HBOI-343_wri27-22-3-3.jdf

X : parts per Million : 13C

S single pulse decoupled gated NOE_MeOD_21.5mg
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