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庆大霉素单克隆抗体的研制及ELISA分析方法的建立
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摘要： 用与牛血清蛋白(BSA)交联的庆大霉素人工抗原(GM-BSA)免疫的BALB/C鼠脾细胞与SP2/0鼠骨髓瘤细胞

融合,经筛选、克隆,得到1株能稳定分泌抗庆大霉素单抗的杂交瘤细胞株(6H8),经鉴定6H8的抗体类型及亚类均为

IgG1, 其轻链为κ链。制备单克隆抗体腹水,腹水的间接ELISA效价在1 × 10­7以上。该单克隆抗体与庆大霉素结构
类似物均无交叉反应,具有高度特异性。以制备的单抗建立间接竞争ELISA方法,其线性回归方程为y=16.122ln (x)-

2.0143(R2=0.9934),抑制中浓度IC50为25.2μg·L­1 ,最低检测限 IC20为3.9μg·L­1。竞争ELISA方法检测鲜奶
中的庆大霉素平均回收率在92%~110%之间。抗庆大霉素单抗的制备和竞争ELISA方法的建立为庆大霉素快速检

测奠定了基础。

关键词： 庆大霉素   单克隆抗体   竞争ELISA   

PREPARATION OF MONOCLONAL ANTIBODY AND DEVELOPMENT OF AN INDIRECT 
COMPETITIVE ELISA METHOD FOR GENTAMICIN
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Abstract: One hybridoma cell line (6H8) secreting monoclonal antibody (McAb) against gentamicin was 
produced by fusing mouse myeloma cells (SP2/0) with spleen cells from BALB/C which immunized by 
the artificial gentamicin antigen conjugated with bovine serum albumin (BSA). Isotype and subclass of 
the monoclonal antibody secreted from the hybridoma cell line (6H8) was classified as IgG1. The light 
chain of the McAb was identified to be κ chain. The McAb obtained could specifically react with 

gentamicin and its titre of ascitic fluid detected by indirect ELISA was up to 1×10­7 . The result of 
specificity analysis indicated that the McAb had no cross-reactivity with analogues of gentamicin. Based 
on the producted McAb, an indirect competitive ELISA was established, and its linear regression equation 

was y=16.122ln (x)-2.0143 (R2=0.9934). Inhibition rate analysis showed that IC50  and IC20  values 
were 25.2 μg ·L­1  and 3.9 μg ·L­1  gentamicin in PBS buffer, respectively. The mean recovery of 
gentamicin spiked in milk was from 91% to 110%. The producted anti-gentamicin McAb and established 
competitive ELISA method could lay the foundation for rapid detection of gentamicin residue.
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