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Fig 1. Diagram of the derivatization reaction.
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Fig 2. Chromatogram of human plasma con-
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Fig 6. Chromatogram of standard (—)-gossypo¥’
(1) and (+4)-gossypol (II) added in fnormal
human plasma. 1. (—)-Gosspol derivative; 2.
(+4)-Gossypol derivative.

Fig 5. Effect of reaction time on the derivati-
zation reaction. » + (—)-Gossypol deriva~
tive; e —— o (+)-Gossypol derivative.

(+),(—) WG ARIRE (0=12) FMARIRE (=8, 15 RAZHR) /DT 6.0%,
RAEGEBAT 3 £ BUEEZERZHERBHATRE 20mg/d) FHA AW ER
(+), (—)MEMEWEE, HERIIAR 1,

Tab 1. Plasma (+)- and (—)-gossypol levels in three volunteers taking

(+)-gossypol at the dosage of 20 mg/d orally

15th day 30th pay 45th day 60th day
Volunteer (+)-G (~-)-G (+)-G (—)-G (+)-G (~-)-G (+)-G (-=)-G

(ug/ml) (ug/ml) (ug/ml) (ug/ml)
A 0.21 * 0.30 * 0.55 0.16 0.53 0.19
B 0.22 * 0.29 * 0.66 0.17 0.51 0.12
C 0.32 * 0.32 » 0.47 0.17 0.47 0.15

* Less than the limit of detection,
11 ®

HEY R PR R RO SRR LAY, TR IR AR A B A R ER, R
ANERARTE, 2 FRFHE, FECELERNE, ELEHRMEBEAET, XHfR:
HBRDRES RN, FEEMRT (+)-2-8E-1-TEELFHERN, BHS5REREE 4 R
fextmethk, NTuERTROERNELCERERTR, EREHEIEEET, BE (+),(-)
R AT A MR, WHAT AR RESLERIFHSE, SMREFEARNMPE
EURRHERFMREREEN.

MEHMLFRIRER, HEAARE, 3—FE, AxiaE, SR TEdEBESER
RSk EMBERKERRINE S, HEXEBARSEICERERE., g% R HERL
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Wb mE RS, BAOBEMCHLEEAGLESE, RE () RBRimmnBgRg
B90EAL, B (+) WEEMkERA 60674, RUFRLIMHEERBE, () B
BT QRN EANEERYRIR . REARRPRAEMCHEIEES, AR LE
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KRR A, A S SR 0 SR T S 0 I AR I & A R B R B R LR
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DETERMINATION OF (+)- AND (-)-GOSSYPOL IN
HUMAN PLASMA USING HIGH PERFORMANCE LIQUID
CHROMATOGRAPHY WITH PRE-COLUMN CHEMICAL
DERIVATIZATION )

DF Wu, [YW Yu| and DK Zheng

(Institute of Materia Medica, Chinese Academy of Medical Sciences, Beijing)

ABSTRACT A new assay method for the determination of (+)- and (—)-
gossypol using HPLC with pre-column chemical derivatization has been developed.
2, 6-dimethyl-naphthalene was used as internal standard and (+ )-2-amino-1-bu—
tanol as the chiral derivatizing agent. (+)- and (—)- gossypol derivatives were
separated completely on an ODS column. Methanol-isopropanol-water-phosphoric acid
(80:20:20:0.1) was used as the mobile phase. The wave length of UV detector was
settled at 254 nm. The retention times of (—)- and (+ )-gossypol derivatives were
4.2 and 7.7 min, respectively. ‘

Acetonitrile-treated protein-free plasma samples were prepared, and (+)-2-
amino-1-butanol was added to a final concentration of 2%. The system was kept at
75°C for 45 min. After solvent demixing by adding sodium chloride, 50~100ul of
acetonitrile phase was injected into the column.

The linearities with (+)- and (—)-gossypol plasma sample ranged from 0.125
to 2.0 ug/ml. The absolute recoveries of (+)-, (—)-gossypol and internal standard
were found to be 98.29%, 94.1% and 94.69, respectively, with within-day and day-
to-day variations less than 6% for both (+)— and (—)-gossypol. The sensitivity
for detection of (+)- or (—)- gossypol was found to be 0.125 ug/ml (S/N 3:1).
This method is considered to be suitable for some clinical and experimental studies
of gossypol.

Key words Gossypol; Enantiomers; HPLC; Chemical derivatization
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