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Fig. 1 Chemical sructure of N-( phenylacetyl) doxorubicin
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determined by reversed phase HPLC
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HPLC Determination of Enzymatic Hydrolysis of
N-( Phenylacetyl) Doxorubicin Catalyzed
by Folate-conjugated Penicillin- G Acylase

ZHANG Qi, XIANG Guang-Ya, LONG Na, WU JiZhou

(School o Phamacy, Tongji Medical College ¢ Huazhong University ¢ Saence & Technology, Wuhan 430030, Che-

na)

[ABSTRACT] AIM:To investigate enzymatic hydrolysis of N—(phenylacetyl) doxorubicin ( DOXP) catalyzed by fo-
late- conjugated penicillinr G acylase (PGA). METHODS: The determination of prodrug DOXP and cleavage product
doxorubicin was monitored by HPLC. A Diamonsil Cig column (250 mm X 4. 6 mm, 5 Pm) was used with 1 mL/ min

flow rate of 85% phosphoric acid in water (pH 2. 4) with a gradient of acetonitrile created according to the following
scheme: 24% for 3 min and then corstant at 80% for 12 min. RESULTS: PGA effected the hydrolysis of DOXP, and
HPLC analysis confirmed that doxorubicin was fomed. The K., and vmax were 15 Bmol/ ml., 0.094 Pmol/ ( min® mg)

and 19 Pmol/ mL, 0. 086 Pmol/ (min*mg) for the parent enzyme or for the conjugate enzyme, respectively. CONCLU-
SION: DOXP was a good substrate for PGA. Folate- conjugated PGA did not significantly compromise PGA catalytic ae-

tivity.
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