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The p r e sen t  p a p e r  gives the r e su l t s  of a study of the e lec t rophore t ic  behavior  of the highly pur i f ied  
f r e e z e - d r i e d  L - a s p a r a g i n a s e  of E. coli with a specif ic  ac t iv i ty  of 250 M U / m g  of prote in .  We p e r f o r m e d  
the disc e l e c t r o p h o r e s i s  [1] of the enzyme in t r i s - g l y c i n e  buffer  solution, pH 8.3 at  5°C in 8% p o l y a c r y l -  
amide  gel. The t ime  of the p r o c e s s  was 2.5 h. Three  e l ec t rophore t i ca l ly  different  components  p o s s e s s i n g  
enzymat ic  act ivi ty  were  obtained (Fig. 1, curve  a). 

The disc i soe lec t r i c  focusing was p e r f o r m e d  by Ca t s impoo la s ' s  method [2] i n  columns of 5% poly-  
a c r y l a m i d e  (6.5 x 75 mm) at  5°C fo r  4 h. Dur ing the  e l e c t r i c - f o c u s i n g p r o c e s s ,  the initial  cu r r en t  s t rength 
(3.5 mA) fell to 0.65 mA in the column. The enzyme (50-150/~g) was deposi ted in a 10% solution of suc ro se  
(0.05-0.15 ml) at the cathode end of the column, above which a p ro tec t ive  l aye r  was e s t a b l i s h e d -  0.1 ml  of 
a 1% solution of Ampholine in 5% suc rose  solution. After  e lec t r i c  focusing, the zones were  fixed with 12% 
t r i ch lo roace t i c  acid and were  s ta ined with a 0.25% solution of Coomass ie  Blue. After  decolorat ion by in-  
tens ive  washing, the gels were  dens i tome te red  on a "Chromoscan"  ins t rument .  The L - a s p a r a g i n a s e  was 
s epa ra t ed  by disc i soe lec t r i c  focusing into five f rac t ions  (Fig. lb).  

I soe l ec t r i c  focusing in a thin l a y e r  of 6% ac ry l amide  gel containing 3% of Ampholine (100 x 140 x 1 
mm) was p e r f o r m e d  by the method of Awdeh et al .  [3]. The init ial  voltage (100 V) was gradual ly  r a i s e d  to 
300 V over  2 h. The cu r r en t  s t rength  at the beginning of the p r o c e s s  was 5.2 mA, and at the end 0.6 mA. 
The t ime  of the p r o c e s s  was 48 h. To de te rmine  the pH gradient ,  p i eces  of the gel (3 x 9 mm) were  eluted 
with 1 ml of double-dis t i l led  wate r ,  and the pH was m e a s u r e d  with an LPU-01 ins t rument .  The plate  of 
gel was  s ta ined with a 0.25% solution of Coomass i e  Blue. By i soe lec t r i c  focus ingin  a thin l a y e r  of po ly -  
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Fig. 1. P h o t o m e t r y  cu rves  and scheme  of the 
e l ec t r i c  focus ingof  the L - a s p a r a g i n a s e  of E. coli 
on po lyac ry l amide  gel: a} disc e l ec t rophores i s ;  
b) disc i soe lec t r i c  focusing; c) e lec t r i c  focusing in 
a thin l aye r  (the a r r o w  denotes the posi t ion of 
application).  
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ac ry l amide ,  the enzyme was  sepa ra ted  into eleven components located in the pH range f r o m  4.8 to 5.1 
(Fig. le) .  
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