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Fig.1 The preparation of N-hydroxysuccinimide ester of crosslinked
agarose and its covalent coupling with papcin
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Fig.2 Eifect of PH on the immobilization of

papain
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Table 1 Effect of the length of specer arm on
the activily of immobilized papain

CELTPYCES AR LA NE RS
n,number of Immobilized papain
{CH2)a in ® ;. BREOR
Spacer-arm o Coupled protein
Activity (u_/g) ! (mg/ &)
1 444 14.6
3 310 13.4
5 210 20,4
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Table 2 Eifect of DCC ane EDC on immobilization of papain
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papain B B B ¥ x4 ki H BREAR
reagent ¢y Total weight | Total activity Activity Coupled protein
{mg) D (u/g) (meg/g)
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Fig. 4 Effect of temperature on enzyme activity
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Table 3 Storage stability of immobilized papain and papain

B8 (H)  Storage time (morzths) i ¢ 1 i 7 38
Bt ARREABEYN Immobilized papain activity 100 99 78 60
KIREEME S DPapain activity 100 40 ’
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COVALENT COUPLING OF PAPAIN AND N-HYDROXYSU-
CCINIMIDE ESTERS OF CROSS-LINKING AGAROSE

Han Zhanyuan Cao Huimin
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Ma Jianguo
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This paper presents a method to prepare  N-hydroxysuecinimide esters of

cross-linking agarose beads by covalent coupling with papzin through the stable
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0-C, C-C and N-C bonds of spacer-arm and certain properties of the immobi-
lized papain, Coupling was carried out after treatment of papain by 2,27/-di-
pyridyldisulfide, The activity of immobilized papain was increased about 60%,
The optimal pH of coupling is 8,5, The effect of the length of apacer arm
and the condensing agents on the activity of the immobilized papain was inve-
stigated, The activity of immobilized papain with «-N-benzoyl-L-arginine ethyl
ester (BAEE) as substrate was tested to be 400—1020u/g immobilized enzyme,
Recovery of papain activity was 30—659% . The optimal pH and optimal tempe-
rature of immobilized papain were 8,2 and 60°C respectively, Km is 7,0x 103
mol/L, The activity of immobilized p'apain was 50% after storage at 4 °C for

three years,
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