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Capon and Macleod, 1988, Aust. J. Chem., 41:979-983

Hisolation scheme (Visio)

Iﬂ’h/plc method (trace attached)

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

flow 1 ml/min, detection: PDA, UV (extracted at 230 nm, black); ELSD (green dotted)

A: HyO:CH;CN (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)

MLC-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
mXH (600 MHz)
@ e (150 MHz)

EI/solubiIity

méag

[ CD,0D (Methanol-d;)  E1CDCl,,CD50D
mcdeL, CICD,0D (Methanol-dy)  EICDCl,CD;0D
D(HCI;/MeOH (9:1) 1 MeOH CIDMSO

R estimated purity _>90_%

O sample weight 124 9 mg

For further information contact:
Amy E. Wright, PhD, HBOI@FAU, 5600 US 1, North, Fort Pierce, FL 34946

awrigh33@hboi.fau.edu, 772-242-2459

Date: “'TZ i< [1'75



24-X1-92-4-002
AXINELLIDA
ASE Dionex Extraction
3 steps 100 degrees
125 g of sample extracted / 75 g of sample remaining

GARJ 2-18-2 GARJ 2-18-3
ARJ 2-18-
HGAR" o EtOAc: EtOH extract MeOH: H2O extract
eptanc extract 0.6241 @ 5.6660 o
1.1220 ¢ : s *
1.0959 g run on 12 g NP Rf Gold column, 0.6018 grunon 15.5 g C18 RP Rf Gold column,
CV 16.8 ml. 30 ml/min CV 13.5 ml. 30 ml/min
CombiFlash Rf4 200 psi system Combi-Flash Rf4 200 psi system.
Heptane to EtOAc gradient H20 to ACN gradient
EtOAC to MeOH 70% gradient MeOH to DCM gradient HPLC tests were performed. Due to the
ACN:H20:TFA 80:20 0.1% Wash lack of peaks, it was decided that a
l i Combi-Flash run should not performed.
GARIJ 2-18- 4 5 6 GARJ 2-18- .
Weight 49 mg 623.5mg 120.8 mg Weight B 10 11 1_"'
Tubes Tube 2 Tubes 3-7 Tubes 8-11 Tubes 3964 g i i fsmg
Sotes bl Tubes 2-4 Tubes 5-9 Tubes 10-14
GARJ 2-18- 7 8 9 GARJ 2-18- 13 14 15
Weight 267.8 mg 27.3mg 23.7mg Weight 148.8 mg 359 mg 5.5mg
Tubes Tubes 12-16 Tubes 17-19 Tubes 20-END Tubes Tubes 15-17 Tubes 18-20 Tubes 21-END
Notes Notes
GARIJ 2-18- 16
Weight
Tubbes H.gmg
otes TFA Wash




D-2000: NIH 040186 Series:

0326

Report: original Systemn:

D-2000 Elite HPLC System Manager Report

Analyzed: 07/19/2013 10:48 AM
Sample Name: HBOI-385

Reported: 07/19/2013 11:20 AM

Sys 1

Sample Description: HBCI-385
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Acquisition Method: autosampler 30min wELSD
Column Type: Vydac C18
Pump A Solvent A: H20/5% ACN

Method Description:

Page Indicator: 1 / 1

Pump A Solvent B: ACN

.00000

.75000

.50000

.25000

.00000

.75000

.50000

.25000

.00000

Solvent (%)



E:\Lynn's data\BG_HBOI_385 7/11/2013 8:03:06 AM Background subtracted file
RT: 0.00 - 20.99
100, 20780 NL: 4.90E5
E TIC F: ITMS + c ESI
80— Full ms [
] 200.00-2000.00] MS
60 BG_HBOI_385
40 | 206.73 256.38
] 296.57
20 il 212.93 276,85 207.56 271.25 203. 14}1 207. 6W“ 284.43
Owwddwﬂmmw%mwwmwwm ‘ ALt MWW W
00— 256.35 NL: 3.34E4
: Base Peak m/z=
80" 200.00-400.00 F: ITMS
7] 6.3 + ¢ ESI Full ms |
60 256.37 200.00-2000.00] MS
: 255,74 | 255.29 316.30 BG_HBOI_385
401 50780 255.53 284.46
. ' 203,15 253.18 284.44
] }_2_12.89 207.63 207.66 207.77 207.66_ d.r‘}u
0 “usal e ] MMJM@MMWM ¥\ U\.ud ]
100— 509.98 NL: 7.80E3
o 5 509.98 50999 Base Peak m/z=
S 80! SR 400.00-600.00 F: ITMS
g 5 509.92 509,93 561 38 + ¢ ESI Full ms [
2 7 509.93 e BG_ HBOI 385
© 40 T 561.32
& 4 418.90 427.40 /510.10
g 20 | 41896 41333 41341 41343 a3z 424 & Sl
0 . Ly EMW § AU LU " v Ws
100 62260 NL: 1.00E3
] 745.00 Base Peak m/z=
80 74514  756.04 600.00-800.00 F: ITMS
i + ¢ ESI Full ms [
60— 756.08 |500.00-2000.00] MS
] 610.88 BG_HBOI_385
407 616.78
o T e11.2 61042 61006  610.09
20j 1 . R I ] I
g ng 882.52 ~ NL: 6.82E2
7] Base Peak m/z=
801 894.98 800.00-900.00 F: ITMS
. \ 839.43 + ¢ ESI Full ms [
60 826.57 200.00-2000.00] MS
. 801.28 189692 85510 [ HpRO)_385
40— | -
201 i 804.09 404.38 887.46 802.55 83223 845, 41llu % i
b NS Mg TR wfﬁﬁh‘%?‘% I
. 08771022.65 NL: 5.50E2
3 1513.90 Base Peak m/z=
80-1 900.00-2000.00 F:
: wl e ITMS + ¢ ESI Full ms [
60| - 200.00-2000.00] MS
] 1212.38 940.33 BG_HBOI_385
40 1076.57
9 | 1619.06
o . A&b ' 928.10
0 N s e s s e R O Y Y L L O P L L -
0 2 4 6 8 10 12 14 16 18 20

Time (min)



X : parts per Million : 1H
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X : parts per Million : 1H
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JHBOI-385-3.jdf
4single pulse decoupled gated NOE_CDCI3_13mg

30.0
1

20|.0

X : parts per Million : 13C

=
= g7
g ]
£ i
n o
§ 4
] I . i I \ ‘ B ; i i r I bl il
< el e e Y ey DR U S o S p e I T et vl v i 00 e BV B L e ;LJ‘L.J‘ l I, 1y ulil R Lo I I T i b do )
2200 210.0 2000 190.0 180.0 170.0 160.0 150.0 140.0 130.0 120.0 110.0 100.0  90.0 80.0 70.0 60.0 50.0  40.0 30.0 20.0 10.0 0 -10.0 -20.0
X : parts per Million : 13C
JHBOI-385-4.jdf
- single pulse decoupled gated NOE_CDCI3_13mg
=g
E
S
il
=]
=
@
=
S
o
=3
< J
5 o]
a4
£ 37
= .
E i
w 3
=3 stttV MMWWJWW
—rTr T T T[T T T [——r——T—T—T T[T — T T —
60.0 50.0 40.0 30.0 20.0 10.0




