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The main points which must be set out currently in a method of gaschromatographic 
assay of urinary steroids are: 

1 - enzymatic hydrolysis 
2 - separation and evaluation of each steroid individually, thus obviating many 

disadvantages of evaluating whole families of steroids (1). 
Great progress has been made and interest has recently been aroused by the 

new radio-immunological and protein-binding methods for evaluating protein and 
non protein hormones. 

Because of their sensitivity and speed of execution these methods are already 
being adopted by many laboratories and replacing, for instance, the methods 
for evaluating plasma steroid hormones using gaschromatography with electron 
capture detector. 

We believe it to be not improbable that, in the near future, the evaluation 
of. individual hormonal steroids will be done by radio-immunological and protein­
binding methods only. 

However, gaschromatography has, and will continue to have for a long time, 
an absolute advantage even over the methods mentioned above, in the simul­
taneous evaluation of several substances from one test sample. 

All reagents employed with the exception of the enzyme are purified by double 
distillation, washing with ether or rechystallization. In this connection, we regard 
the reagents we use as sufficiently pure only when, substituting for urine the 
same amount of distilled water and running through the whole method, we 
obtain a gaschromatograph recording « completely blank » practically free from 
interfering peaks (2 · 3), 

HYDROLYSIS 

24 hours'urine is collected in a bottle containing one ml of glacial acetic acid. 
A twentieth part of the 24 hours'urine is brought to pH 5,2 by glacial acetic 

acid and then diluted with distilled water to 100 ml. 
2 ml are taken, which correspond to 1/1000 of the 24 hours'sample. 
0,2 ml of acetate buffer pH 5,2 (a) and 20 µl Helix pomatia (H.P.) enzyme, 

corresponding to 2,000 Fishmann units of beta-glucuronidase and 16,000 Roy 
units of sulphatase, are added. 

They are incubated at 37 °C for 48 hours. 
The hydrolized urine is kept at — 20 °C until the next stage: extraction. 

From 2nd Obstetric and Gynecological Clinic of the University of Padua. 






















