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[Abstract] Objective To express and identify an antigen protein for the detection of type 1 diabetes
mellitus, and investigate its application to the chemiluminescence detection system. Methods The partial coding
sequence (CDS) region of glutamate decarboxylase 65 (GAD65) was amplified by Primer 5.0 software and cloned
into pFastBacl vector. After sequencing, it was expressed in SF9 cells. The protein was identified by sodium dodecyl
sulfate polyacrylamide gel electrophoresis (SDS-PAGE). A kind of kit for the detection of type 1 diabetes mellitus was
prepared using this protein, it was applied to chemiluminescence detection system, the positive rate was calculated,
and the positive rates of chemiluminescence immunoassay and Western blotting were compared. Results The
specific binding protein of GAD65 antibody was successfully expressed. SDS-PAGE showed that its relative
molecular mass was 65 000, which was consistent with the predicted value, and the purity of protein was more than
95%. The positive rate of the prepared kit was significantly higher than that of Western blotting [78.95% (30/38) vs.
52.63% (20/38), P < 0.05]. Conclusions The expressed protein of GAD65 antibody specific binding antigen has
high purity and specificity. The corresponding kit can be used in the chemiluminescence detection system, and can
improve the positive detection rate of GAD65 antibody, avoid the missed detection of traditional detection methods,
and improve the diagnostic efficiency of type 1 diabetes, which is worthy of clinical promotion.
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