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Assay of Cellobiohydrolase by Column Single Immunodiffusion
and Enzyme Linked Immunosorbent Assay
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Antibody against cellobiohydrolase purified from Trichoderma viride had been obtained by in-
jection to rabbit. The antibody had a high specificity against the cellobiohydroase evidienced by ab-
sence of immunological reaction to other isozymes from 7 richoderma viride. Assay limit of cellobio-
hydrolase was 1-10 2 g by column single immunodiffusion and by enzyme linked immunosorbent
assay, it was 10-140 ng and 100-1200 pg when the dilution of antibody was 10°° and 1075, re-

spectively.
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Fig. 1. Double immunodiffusion of various cellulase, en-
zymes (a), and separated cellulase fractions (b) against
cellobiohydrolase antibody;

C: antibody of cellobiohydrolase, (a)-1 and (b)-1:
cellobiohydrolase, (a)-2: Asp. niger cellulase, (a)-3:
Fusarium cellulase, (a)-4: Clostridium cellulase, (a)-5:
Amylase, (a)-6: Polygalactronase, (b)-2—(b)-5: isozymes
of endogulcanase from Trichoderma viride, (b)-6:
isozymes of cellobiohydrolase from Trichoderma viride
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Fig. 2. Column single immunodiffusion of cellobiohyd-
rolase at different concentrations
(a): 50ug (b); 30ug (c); 20ug (d); 10ug of cellobiohydro-
lase
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Fig. 3. Relationship among different distance (D), diffu-
sion time(t) and concentration of cellobiohydrolase dur-
ing column single immunodiffusion
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Fig. 4. Standard curve for the assay of cellobiohydro-
lase;

D: diffusion distance, t; diffusion time
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Fig. 5. Assay of cellobiohydrolase by ELISA at different

dilution of antisera and alkaline phosphatase conjugated
antirabbit IgG
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Table 1. Reproducibility test of cellobiohydrolase assay
by ELISA method
{Unit: Absorbance, 405 nm)

Cellobiohydrolase Standard Maximum Minimum
Quantities (pg) Deviation Value Value
500 0.948 0.017 0.977 0.920
1000 1.477 0.015 1.478 1.420
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