
Jwr~x~i of Ci;ron:~ru.~ru,~i~l.. 2-Z I I9S2) 166- 16s 
EIse\irr Scientific Publishing Company. Amsrr‘rdam - Printed in The Serherlands 

Note 

Separation of cellobiase (E-C. 3.2.1.21) from the crude cellulase system 
(E-C. 3.2.1.4) of Trichoderma viride using affinity chromatography on 
conccrnavalin A bound to agarose 

Different methods for carrying out chromatography of celluluses ha\e been 
described over the last few years (see, c-g_. refs. l-4). The most convenient method for 
separating all the different types of cellulases produced by the fungus Tricl~oth-ml 

I-iritit~ is that described by Pettersson and co-\\-orkers”-6. For the separation of one of 
the enzymes of the cellulase system and for some analytical and kinetic studies. the 
reiativel~ simple and fast method of partial purification may be advantageous. One 
such type of purification is affinity chromatography of cellulase on cross-linked cel- 
fulose. as described by Weber rt cri_-. Endoglucanases \vere separated from the other 
t\rpes of cellulolytic enzymes by this method. As all the cellulasrs of T_ riricle except 
for the cellobiase arc sl,coproteins. affinity chromatography of the mixture using 
concanavalin A (Con A)-Sepharose (Con A covalent& bound to agarose gel) is able 
to separate cellobiase from the rest of the system by a simple one-step procedure. 

In this paper. we describe a method for partial purification ofcellobiase of T. 
~-b-i& using one-step afhnit~ chromatography. 

EXPERIXIESTAL 

The enzyme was obtained from T. Sri& B-i (a mutant of the *wild type isolated 
from soil) cultivated under the usual condition?. The mycelia were filtered off and the 
cultivation broth was precipitated at 5’C usin= _. = 7 5 times the volume of isopropanol. 
For the chromatography the precipitate was dissolved in the starting buffer. 

The adsorbent was Con A-Sepharose (Pharmacia. Uppsala. Sweden)]. The 
cellulolytic acti\ ity was determined by the methods of filter paper activity (FPA)9 and 
carbos~meth~lcellulase I0 (CMC-ase) determination_ The cellobiase activity was de- 
termined from the amount of glucose formed from the cellobiose solution (2q;). 
Glucose was determined using the --Bio-La-Test-glucose” reagent set (Lachema, 
Bmo. Czechoslovakia), a product based on the glucose osidase-peroxidase system. 
Chromatography was performed using commercial chromatographic columns (Phar- 
macia) and the proteins in the eflluent were monitored using a WI analyser (Develop- 
ing Workshops of Czechoslo\ ak Academy of Sciences. Prague. Czechoslovakia)_ 
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