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Abstract

This studies were carried out to purification and seperation of chitooligosacchariches which containing ex-
cellent biological active substance. After deacetylation of chitosan (DAC%), DAC-45%, DAC-70%,
DAC-95% and DAC-99% were used substrates and hydrolyzed by chitosanase (Bacillus pumilus BN-262)
DAC-99% has excellent hydrolyzate which contained several chitooligosaccharides. Therfore, chitosan was

hydrolyzed DAC-90 as substrate by chitosanase, and then purified and seperated of chitooligosaccharides
Gel filteration and HPLC. This oligosaccharides composed with GlcNg, GlcNg, GIcN;, GleNs and GlcNe.
Key words : chitosan, chitosanase, chitooligosaccharides.
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Fig 1. Times course of the hydrolysis by dif-
ferent degrees of deacetylation by chitosansae
@ — @, chitosan DAC-45; & — A, chitosan DAC-70;
@ — @, chitosan DAC-75; (][], chitosan DAC-99.
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Fig 2. HPLC chromatograms of products in

the hydrolysis of chitosan DAC-45(A), chitosan
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Fig 3. Gel filteration of the hydrolyzate of
chitosan by chitosanae on Bio-Gel P-2 (2.8x200
cm).
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The hydrolysis products after 24dhr were separately applied on columns Radial- PAK .Bondapak NH;-col-
umn (8.0x100mm). Degradation products were eluted with acetonitrile-water (65:35), and monitored by

the refractive index.
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Fig 4. Gel filteration of the oligosaccharides
produced in the hydrolysis of F-5 and F-6 by chit-
osanase.
A ; F 5: B, hydrolysis products of F5:C, F 6; D,
hydrolysis products of F6 : S, standard (GlcN),
{(n=1—6). The hydrolyzates after the incubation
for 24hr were loaded on a Biol-Gel P-2 column(2. .

8x200cm) and eluted with sodium formate buf-
fer(pH 4.2) at a flow rate of 10ml/hr. A reaction
mixture containing 4ml of oligosaccharide (0.4%
for F5 or 0.6% for F6), 2ml of 0.04M phosphate
buffer(pH 5.5) 2ml of chitosanase (1 umit) was
incubated for 24hr at 35C.
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Fig 5. HPLC of Fraction F-5 and F-6 obtained
from Bio-Gel P-2 column chromatography. A ; 5-1,
B;52 C;61 D;62
Samples were loaded on .-Bondapak NH; column

(8.0x100mm) and eluted with acetonitrile water (65:35). The absorbance was monitored at 210nm with a

UV detector.
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