




















Chapter 2 Chemistry of Oxihumate

Program l{only the percentage of eluent A is given, the balance was eluent B):
Eluent A: 0.1% trifluoroacetic acid in water

Eluent B: 0.1% trifluoroacetic acid in acefonitrile.

0 - 3.5 minutes isocratic at 98% A

3.5 — 18.5 minutes linear gradient to 75% A
18.5 — 24.5 minutes linear gradient to 75% A
24.5 —28.5 minutes linear gradient to 3% A
28.5 — 30 minutes isocratic at 3% A

30 - 32 minutes linear gradient to 98% A
30 — 35 minutes 1socratic at 98% A

Program 2 (only percentage eluent A given, the balance is eluent B):
Eluent A: 33 mM Ammonium phosphate in water pH 8.0

Eluent B: acetonitrile.

0 — 3.5 minutes isocratic at 99% A

3,5 —-20.5 minutes hinear gradient to 44% A
20.5 - 22.5 minutes linear gradient to 4% A
22.5 - 24.5 minutes isocratic at 4% A

24.5 — 28.5 minutes linear gradient to 99% A
28.5 — 35 minutes isocratic at 99% A

In some cases an automated fraction collector was used to collect the column eluent at 30-second
intervals starting at injection time. The fractionated eluent from several consecutive separations of
oxihumic acid were combined, concentrated rechromatographed on HPLC and by TLC as described

in the section above.

2.2.7 Solid Phase Extraction Cartridges

As 1t appeared that the recovery of the compounds from the C;3 HPLC column was low, a small
study was done to determine the recovery from SPE cartridges packed with a similar stationary
phase. The results were compared to controls where the samples were added directly to the eluent

and dried in the same way as the SPE eluents.
For the controls 5.0 ml of a 1.0 mg/ml solution of the water-soluble oxihumate sub-fraction was

added to 30 ml of a 1:1 mixture of eluent A: eluent B of the acidic solvent system used for the HPLC

separations as described above. The mixture was mixed well and quantitatively transferred to
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