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Estradiol Reference Standard (Control 001)
of National Institute of Health Sciences

Miho Iwata, Tatsuo Koide, Keiko Maekawa, Hiroyuki Saito, Tsuyoshi Tanimoto®, and Satoshi Okada

The raw material of tocopherol was tested for the preparation of “Estradiol Reference Standard (Control
991)”. Analytical data obtained were: melting point, 178.5 C: UV spectrum, 2 max of 281 nm and specific
absorbance in ethanol at A max = 77.7; IR spectrum, same as that of the Estradiol Reference Standard (Control
964); optical rotation, [ « [B=+ 79.5° thin-layer chromatography, one impurity was detected; high-performance .
liquid chromatography (HPLC), total amount of impurities estimated to be less than 0.6 %; loss on drying, 3.3
% assay, 100.2 % by UV spectrophotometry and 99.9 % by HPLC.

Based on the above results, the raw material was authorized as the Estradiol Reference Standard (Control

001) of the National Institute of Health Sciences.
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Fig.l Ultraviolet absorption spectrum of the raw material for Estradiol
Reference Standard
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Fig.2 Infrared absorption spectrum of the raw material for Estradiol
Reference Standard

4) HEJERE

PR RER O FENE [« 181 +823 £04° (n=3) (/R
%, 01g, 3%, 10ml, 100 mm) TH-o7z (Kt
HBUE [ald  +75~+829).

5) BOA

ZiEREH ORI, 1785203 CTHo72 (BHEE
1% 1 175~180 T).

6) TLCHIZ X 2 MEERER

FHEGFEARVEREREZOHF U~ 25 L % Fig. 3
WRL7Z:, RBEMRUERERE D, ARy M50 pg
FTCRUEARy MIFEDON Lol T/, KiEIZELS



EvEELEMEEMEFTA b7 T+ — ViEEH#ES (Control 001) 153

Solvent front

OeOoeo

SETTTA B ¢ b E F G ®u |

Fig.3 Thin-layer chromatograms of the raw material and NIHS
Estradiol Reference Standard (Control 964)
Solvent system:petroleum ether/ether/cyclohexanone (3:1:1)
Spot;A and B are 50 ¢ g and 0.5 ¢ g of NIHS Reference Standard
CtoIare 50, 0.5, 0.25, 0.1, 0.05, 0.04 and 0.03ug of the raw mater-
ial, respectively
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Fig.4 High-performance liquid chromatograms of the raw material and
NIHS Estradiol Reference Standard
(A): The raw material
(B): NIHS Estradiol reference Standard (Control 964)
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