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SUMMARY 

The simultaneous determmatlon of prostaglandm E, (PGE,), prostaglandm F,, ( PGF,,) and 
6-oxoprostaglandm F,, (6-nxo-PGF,,) in urme usmg lmmunoaffnnty chromatography m com- 
binatlon with negative Ion Lhemlcal lonlzatlon gas chromatography-tandem mass spectrometry 
(NICI-GC-MS-MS) 1s deicrlbed Monoclonal antlbodles against PGE, (100% cross-reactlvlty 
with 6-oxo-PGF,,) and PGF,, were both coupled to a denvatlzed agarose matrix After extra&Ion 
with a C,, cartridge the sample was applied to the lmmunoaffnnty column The prostaglandms 
were eluted with acetone-water and the methoxlme-pentafluorobenzyl-trlmethylsllyl (MO-PFB- 
TMS) derlvatlves (PGE2 and 6-oxo-PGF,,) and the PFB-TMS derivative (PGF,,) were quan- 
tlfled by GC-MS-MS For reproduclblhty experiments, spiked urme samples were analysed sev- 
eral times The correlation tnoefflclents were 0 997 (6-oxo-PGF,,) and 0 999 (PGE, and PGF,,) 
and the slopes were 0 99 and 1 03, respectively The inter-assay coefflclent of variation ranged 
from 8 6 to 9 5% for the unsplked urine samples and from 2 0 to 5 2% for the spiked samples This 
method offers several advantages, e g , high speclflclty and sensltlvlty good reproduclblhty and 
an Increase m sample throughput 
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tage of lmmunoaffimty 1s that there 1s no longer any need for radloactlve tracers 
The handling of the lmmunoaffimty columns 1s easy compared with HPLC 
and the results obtained by the lmmunoaffimty technique are very reliable 
However, there 1s some loss of bmdmg capacity when using the same column 
over a long period, possibly there 1s some ‘bleeding’ of the bound antibodies 
from the column It 1s therefore advisable to construct columns with excess 
bmdmg capacity The efficiency of couphng depends on, among other factors, 
the ratio of the antibody concentration and affinity support Incomplete cou- 
pling might also be an explanation for an apparent loss of capacity Unbound 
antibodies could be gradually eluted and for this reason it 1s important to per- 
form several wash cycles after couplmg 

Many supports are used for affinity chromatography and it would be of m- 
terest to establish which 1s the most suitable We used Affi-Gel, which shows 
high stability and perm:ts couplmg over a wide pH range (3 O-10 0) The pre- 
ferred solvent systems for elutlon of the prostaglandms are acetomtnle-water 
and acetone-water We chose acetone-water because it 1s less noxious and can 
easily be evaporated to dryness However, the denaturatmg properties of ace- 
tone have to be considered and this could also be a reason for the loss of ca- 
pacity of the affinity column The amount of the elutlon mixture has to be as 
small as possible The time of the elutlon procedure should be short and the 
followmg wash cycles w:th buffer and water have to be carried out immediately 
after the elutlon of the prostaglandms The stability of the columns could per- 
haps be improved when working m a cold-storage chamber 

Because of the obvious advantages of the combmatlon of lmmunoaffimty 
chromatography and (tandem) MS, we are planning to extend the use of this 
method m our laboratory to determine other arachldomc acid metabohtes m 
various blologlcal fluids 
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