
Determination of Diethylstilbestrol by C18 RP-HPLC

Abstract

A method is described for the determination of
nonsteroidal estrogen, Diethylstilbestrol,
using C18 reversed phase HPLC and UV
detection. The procedure is straight forward
with sensitivity at the sub-ppm level. The
retention time for diethylstibestrol is
approximately 4 minutes.

The two principal steroidal classes of female
sex hormones are estrogens and progestins.
Estrogens are substances that induce estrus in
various mammalian species.1 They are
important becuase they bring about the
secondary sex characteristics in females. The
steroid nucleus is however not required for
estrogenic activity. Many derivatives of
stilbene, especially the transisomers, are potent
estrogenic substances used therapeutically, and
in the animal industry.2

One of the most important synthetic estrogens
is diethylstilbestrol. This drug is significantly
cheaper than naturally occuring estrogens and
yet can produce all the same effects. The
official diethylstilbestrol is the transisomer,
which has 10 times the estrogenic potency of
the cis-isomer because it resembles more
closely the natural estrogen, estradiol.2 HPLC
offers high selectivity and sensitivity for the
determination of diethylstilbestrol when
coupled with the appropriate sample
preparation techniques.

Conditions

Column: Spherisorb S5 ODS2,
250 x 4.6 mm ID

Mobile Phase: Water/Acetonitrile (25:75)
(Helium Sparging)

Flow Rate: 1.0 ml/min
Temperature: 30°C
Detection: UV at 254 nm
Injection Vol: 20 µl
Standard Prep.: 1.0 mg dissolved in 10 ml of

methanol.
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GBC HPLC Instrumentation

LC1110 Dual Piston HPLC Pump
LC1200 Variable Wavelength UV/Vis
Detector
LC1650 Advanced Autosampler
WinChrom Chromatography Data
Management System
LC1440 System Organiser
GBC Column Heater

LC1650
Advanced Autosampler

LC1110

Zero

Coarse

Fine

Time Constant

.5

.1

.2

LC1200

.10

.2

.5

1.0

2.0

.02

.01

.005

.002

.001

Range (AUFS)

Display

�/nm

Ref

Sample

Abs

0.0

0.1

0.2

0.3

0.4

0.5

0.6

0.7

0.8

0.9

1.0

V

o

l

t

s

1.0

0.9

0.8

0.7

0.6

0.5

0.4

0.3

0.2

0.1

0.0

0 1 2 3 4 5 6 7 8 9 10

V

o

l

t

s

Minutes

P7
01-0378-00

GBC Scientific Equipment Pty Ltd
A.C.N. 005 472 686 All rights reserved
12 Monterey Road, Dandenong, Victoria, 3175, Australia GBC publication number 01-0378-00
Phone: (03) 9213 3666 Fax: (03) 9213 3677 September, 1995


