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Chlorambucll ( Leukerana ) { 4 [ (bls-2-chloroethyl) ammophenyl ] butyrlc 
acid} ( 1, Fig 1) 1s an antmeoplastlc agent of the nitrogen mustard alkylatmg 
type, which 1s indicated m treatment of chronic lymphocytlc leukaemla, lym- 
phosarcoma and Hodgkm’s disease 

Reversed-phase high-performance liquid chromatography (RP-HPLC) IS 
frequently employed for assaying this drug and structurally related compounds 
m plasma [l-4] For determining prodrug forms of 1, radlochemlcal methods 
have been apphed using either 3H- or 14C-labelled chlorambucll [5,6] These 
techmques, however, lack speclficlty with regard to the fate of the prodrug 
itself More recently, normal-phase (NP) HPLC has been used to separate 
different classes of lipids and to identity [ 3H] fenoprofen and other trlacylglyc- 
erols contammg mtrophenylacyl moieties [ 7-91 

To study the blodlstrlbutlon of chlorambucll prodrugs 3-6 (Fig. 2), struc- 
turally related to natural tnacylglycendes, we have investigated their RP-HPLC 
and NP-HPLC behavlour with either fluorlmetrlc (excitation at 275 nm, emls- 
slon at 335 nm) or UV detection (264 nm) 

Fig 1 Structure of chlorambucll ( 1) 
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Fig 7 RP-HPLC with UV detection at 254 nm Extracts of a plasma sample from rats (a) qected 
only with prodrug vehicle or (b) treated with prodrug 6 (60 nmol/g per rat) The sample was 
prepared from the blood collected at the level of the Jugular vem 88 mm after prodrug admmlstra- 
tlon The prodrug concentration for the plasma sample was 5 2 nmol/ml 

kmetlc studies, Fig 7b shows a chromatogram for the RP-HPLC analysis of 
an extract of plasma from rat injected with the prodrug 5 UV detection (254 
nm) was apphed No mterfermg peaks appear m the plasma followmg admm- 
lstratlon of the drug vehicle (solution contammg 5% Tween 20) (Fig. 4a) 

The RP-HPLC method 1s being apphed m our laboratory for m vlvo meta- 
bolic and enzymatic kinetic studies of the prodrugs 3-6 It was chosen m our 
assays because of Its more efficient separation of the prodrugs; moreover, it 1s 
suitable m studies carried out m aqueous media (enzymology and determma- 
tlon of partltlon coefficients of the drugs) 
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