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

¥isolation scheme (Visio)

I!?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: H,0:CH5CN (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)

BLC-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

m’(H {600 MHz)

mc (150 MHz)
E/solubility

& estimated purity _>90_%

1 sample weight 124 9 m

l:l(fa3 [ CD;0D (Methanol-d;) EICDCl;,CD;0D
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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: "7/ 11 [ iz
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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
2-.
HGAR" "Js" EtOAc: EtOH extract MeOH: H20 extract
: 0.6241 ¢ 5.6669 g
11220 g
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
E{OAC to McOH 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 l Combi-Flash run should not performed.
GARJ 2-18- 4 5 6 ‘L GARJ 2-18- 10 1" 2
Weight 49 mg 623.5mg 120.8 mg Weight
2964 mg 148 mg 445 mg
T i b -7
= s e S Tubes Tubes 24 Tubes 5-9 Tubes 10-14
otcs Notes
GARJ 2-18- 7 8 9 GARJ 2-18- 13 14 15
Weight 267.8 mg 273 mg 23.7mg Weight 148.8 mg 359mg 5.5mg
Tubes Tubes 12-16 Tubes 17-19 Tubes 20-END Tubes Tubes 15-17 Tubes 18-20 Tubes 21-END
Notes Notes
GARJ 2-18- 16
‘#:;i:t 11.6 mg
Notes TFA Wash




D-2000: NIH 040186 Series

: 0326 Report: original System:

D-2000 Elite HPLC System Manager Report

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

Reported: 07/19/2013 11:20 AM
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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
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X : parts per Million : 1H
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4single pulse decoupled gated NOE_CDCI3_13mg
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