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A method has been developed for  localizing the act ivi ty of leucine aminopept idase af ter  e l ec t ro -  
phores i s  in ac ry lamide  gel with the aid of the subs t ra te  L- leucine p-ni t roani l ide  [2], 

The leucine aminepept idase  was isolated f rom "orizin" - a mixture  of the prote ins  of Asp. o ryza  e 
(obtained in the Moscow enzyme factory) by precipi ta t ion with ethanol and chromatography  on columns of 
DEAE-cel lu lose  at pH 5.6 and 6.9 and hydroxylapat i te .  Disk e l ec t rophores i s  was p e r f o r m e d  at pH 8.3 in 
t r i s -g lyc ine  buffer  on a "Canalco-Europe"  ins t rument  (Holland), using an 11.2% ac ry lamide  gel and 70 ×6 
m m  tubes.  The duration of an exper imen t  was 1.5 h at a cu r ren t  s t rength of 3 re_A/gel and a t e m p e r a t u r e  
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Fig. 1. Elect rophores is  of leucine 
aminopeptidase in acrylamide gel: 
A) staining with Coomassie  Blue 
(50 ug) ; B) localization with respec t  
to L-leucine p-nitroanil ide (5 ug); 
C) determination of the activity in 
eluates f rom segments  of the gel (100 ~G}. 

of 20¢C. After the end of the experiment ,  the gel was stained for 1 h with a 0.3 solution of Coomassie  Blue 
GL in 30~ t r ich loroace t ic  acid. The excess  of dye was eliminated with 7.50~ acetic acid. 

After e lec t rophores is ,  paral lel  gels were incubated at 37~C for 5-30 min in a mixture of 0.3 ml of a 
solution of L-leucine p-nitroanil ide (1 m g / m l  in 0.01 N HC1) and 0.6 ml of 0.05 M tris-HC1 buffer, pH 8.0. 
The zone containing the active enzyme was colored yellow. This band became par t icular ly  noticeable in 
t ransmi t ted  UV light with its maximum intensity at 360 mm (black band on the light background of the gel}. 
Gels with such bands were frozen a t - 4 ° C  to prevent the diffusion of the p-nitroanil ine formed.  Simultaneously, 
another ser ies  of paral le l  gels was cut into segments 2 mm long, and each segment was incubated with s t i r r ing  
at 37°C for 1 h in a mixture consisting of 2.5 ml of 0.05 M tris-HC1 buffer and 0.5 ml of a solution of L-leucine 
p-nitroanil ide in 0.01 N HC1. After incubation, the absorption of the eluate at 400 mm was determined.  

Since the prepara t ion of the leucine aminopeptidase of Asp. oryzae was not homogeneous, after staining, 
four protein fract ions were detected in the gel. The amount of the most  mobile fraction possess ing leucine 
amino-peptidase activity was about 10% according to densi tometry.  When gels upon which 5, 11, and 30-50 ~g 
of the protein of this preparat ion had been deposited were incubated, c l ea r lyv i s ib lebands  appeared after  30, 
15, and 5-10 min, respect ively .  

When 25 ~g of e lectrophoret ical ly  homogeneous leucine aminopeptidase f rom cattle crystal l ine leas was 
deposited, a distinct zone appeared after  5 min. 

On the basis  of the resul ts  on the localization of the leucine aminopeptidase fract ion from orizin by 
means of the direct  measurement  of the activity in eluates f rom the segment of the gel (Fig. 1} it may be 
considered that 50-100 ~g of protein f rom this preparat ion must  be deposited on the gel to obtain reliable 
resu l t s .  
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