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UK33274 is a vasodikxtir which is &ructu.r@y based on prazosin (Fig. 1). It 
has poe@I cIi.nical advantages over prazosin in that its longer duration of 
action appears to make it suitable for once daily administration and its slower 
onset of action appears to lessen the tendency to first-dose hypotension which 
is a characteristic of prazosin action. In common with prazosiu, UK33274 is 
effective at .vq 10~~ concentrations and in order to define clearly the disposi- 
tional chak&teristics of the drug it is necessary to employ an analytical method 
capable of get&tin& conce&rations as- low as 1 ng/ml, We describe here a 
me&d using high-performance liquid chromatography (HPLC) with fluores- 
cencedetection, which is based on an assay previously described by one of us 
for prazosin [l] . 
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EXPERIMENTAL 

Reagents and materials 
Unless otherwise stated the reagents and methods of sample preparation and 

assay calibrations are as previously described Cl]. 
UK33274 ~1-(4-amino-6,7-dimethoxy-2-quinazoiinyl)-4-(1,4-benzodioxan-2- 

ylcarbonyl)piperazine methanesulphonate] and prazosin [ I-(Pamino-6,7- 
dimethoxy-Zquinazolinyl)-4-(2-furanylcarbonyl) piperazine hydrochloride] as 
the internal standard were supplied by Pfizer (Sandwich, Great Britain). 

Chrmnatcgmphy 
A Hewlett-Packard 10845 high-performance liquid chromatograph fitted 

with a Spherisorb 5 pm ODS CIB bonded reversed-phase column (250 X 4 mm 
ID.) was used for the analysis. One pump contained a 0.01 M solution of 
pentane sodium sulphate and a 0.02 M solution of tetramethylammonium 
chloride in water adjusted to pH 3.4 with glacial acetic acid (solvent A). The 
other pump contained the same concentration of pentane sodium sulphate and 
acetic acid as solvent A in methanol (solvent B). Both solvents were filtered be 
fore use. An isocratic solution of 60% solvent B and 40% solvent A was used 
with daily minor adjustments in solvent composition (l-2%) to maintain op- 
timum baseline separation of UK33274 and the internal standard. The flow- 
rate of the mixture was 210 ml/h with a column input pressure of 200 bar 
(2900 ps.i.). A Pye Unicam LC-FL detector was used with deuterium lamp and 
Pye Unicam filters, 254 nm interference for excitation and 370 run cut-off for 
emission. A Hewlett-Pac‘kard 79850B LC tern&al was employed for recording. 

FtZSULT’S AND DISCUSSION 

Under the chromatographic conditions described above the retention times 
of UK33274 and internal standard were 5.3 and 3.7 min, respectively. Fig. 2A 
shows the chromatogram of an analjrsis of 1 ml of whole blood containing 10 
ng of UK33274 and 20 ng of internal standard. Fig. 2B shows a chromatogram 

(TIME) minutes 

Fig. 2. (A) Ckomatogram of extracted whole blood containing 10 ng of UK33274 and 
20 lig of praZoSi!I (Is). (B) C~EOIIIH.O~~~~ Of 1 ml of control blood taken through the 
iXMlYSi.S. 
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of I. ml of control whole blood taken through theanalysis_No peaks corre- 
sponding to the peaks shown in Fig..2Ahavebeen found inassayingcontrol 
blood samples from six subjects. The sample recovery through the procedure 
averaged 50%. 

A typical calibration curve for UK33274 in whole blood is linear in the range 
2-50 ng/ml with a regression coefficient of 0.99. The average coefficient of 
variation for the normalised peak height ratio over this range is 5.1%. The limit 
of detection, arbitrarily defined as three times baseline noise, is 1 ng/ml. Repro- 
ducibility studies using eight samples each at various concentrations gave the 
following coefficients of variation: 2 ng, 7.4%; 5 ng, 5.5%; 10 ng, 2.7%; and 
20 ng, 2.8%. 

After storage at -20°C for six weeks, six samples at each of four different 
initial concentrations gave the following results: 2 ng/ml, 1.9 i- 0.1 ng/ml 
(standard deviation); 5 ng/ml, 4.8 + 0.3 ng/ml; 10 ng/ml, 9.6 + 0.4 ng/ml; and 
20 ng/ml, 18.9 * 1.2 ng/ml. 

The chromatographic conditions used in this assay were similar to those pre- 
viously employed in the analysis of prazosin [l] . It can therefore be antici- 
pated that the same interference from other cardiovascular drugs will be found 
and for further information the reader is referred to the earlier paper. 

In conclusion, we have described a rapid and sensitive analysis in whole 
blood of a potentially useful new vssodilator. 
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