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[Abstract] Objective To explore and analyze the influence of blocking of bovine serum albumin, tween 20 and
its concentration,sample adding mode of sample and detecting antibody and incubating temperature on the detection
results of the double antibody sandwich enzyme-linked immunosorbent assay. Methods Detecting human I.-1Ra cy-
tokines by the double antibody sandwich enzyme-linked immunosorbent assay was used as a model to measure the in-
fluence of the closure condition, tween 20 and its different concentrations, separated incubation and co-incubation of
sample and detecting antibody,incubation temperature on the relation between standard substance concentration and
OD value. Results R’ was 0. 995 7 when the enzyme-link was not closed, the concentration of tween 20 was 0. 05%
and incubating temperature was 37°C ; R* by blocking BSA was 0. 981 1; when the concentration of tween 20 was
0.005% or 0.5% ,R? was 0.991 5 and 0. 986 8 respectively; R*> when the sample and the detection antibody were in-
cubated together for 1 h or 2 h was 0. 964 5 and 0. 874 2 respectively; R* was 0. 996 1 when incubating at 25 °C. Con-
clusion The BSA blocking step does not improve the detection sensitivity for low concentration samples;the sample,
detection antibody and enzyme diluent must contain Tween 20 and the concentration less than 0. 05% is most appro-
priate;the co-incubation of sample and detection antibody could affect the detection of the high concentration of sam-
ple;the enzyme-linked detection sensitivity has no difference under the conditions of incubation temperature of 37 ‘C
and 25 °C,but the background of OD value could be reduced in incubation at 25 C.
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