
In arnk~ acid sequence determinations, the identification of the phenykhio- 

hydantoin (P'Ei) derivatives of amino aCids (from Edman degradation) may be 

accomplished by either g2s-k@d ChFGmatGgFaphy (GLC) Or thin-layer ChrOm2to- 

graphy (TLC) or by a combinatiotr of these methods. In our GLC system the PTH 

derivatives have beenanalysed GKI~ 5% SP-400 Cohimn’and found to be suitabfe for 
all the amino acid derivatives (some after siiyktion) except arginine. However, sepa- 

ration oflerrcine-PTHfromisofeuclne-PTHwas not possible.The3I.C system used* 

did not give a clear difference between these two derivatives either. 

Trials with CFC blendI, a mixture Gfequalvolumes of 7.33% (w/v) SP-400, 

5.33% OV-210 and 0.66% OV-225, as liquid phase fGr the GLC separation ofkeu- 

PTH 2nd Ife-PTH were not successful. We tried this method to avoid the need for 



loo x0TE.s 

silylarion [with N,O-bis(trimethyfsllyI)aceramide (BSA)f to distinguish between leu- 
tine 2nd isoieucine. However, we have found now that by using only OV-225 as iiquid 

phzse at 2 comparatively low loading a reasonable resolution of the two compounds 
can ‘be obtained. 

Fig. 1 shows the separation o_ f Leu-PIH 2nd He-fTH on 2 220 cm x 2 mm 
I.D. gi2ss cofun;i: filled with 2 % OV-225 on Chromosorb W-HP, 8Q-10 mesh AW- 
DMCS. Further conditions were: GLC apparatus, Beckman GC-6.5; injector temper- 
ature, 290” ; column temperature, 220” ; detector temperature, 325”; carrier gas 
(nitrogen) flow-rate, 30 ml/min through the cofumn and for detection an additional 
50 ml/min ; hydrogen Bow-rat e, 45 ml./min 2nd 2ir fIow-r2ate, 300 mI/min. The retes- 
tion times were 21.5 min for lie-PTH (2230 p!ates/m) 2nd 22.5 min for Leu-PTH 
(2331) plates/m). The resolution f2ctor, which ~25 0.5, is not ideal for quantit2tive 
separ2tion but su&ient fOi qualitative identifkation 2s in the present c2se. Using 
this in model experiments, the East two PIH residues, obtained by the automszic 
Edman degr2dation of the single chain of carboxymethylated /Nactog!obuIin ccukd 
be identified 2s being Leu-PTH 2nd IIe-PTH, respectively, which is in agreement with 
the results published by Brzunitzer et al. 3. In our opinion, this proves the usefulness 
for sequence studies. 
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