With the aim of producing a stable cell line for the expression of recombinant proteins, we used the CRISPR/Cas9 system to edit hybridoma cell culture. Transcriptome analysis was carried out to evaluate the light chain gene set. Then a construct bearing Green Fluorescent Protein (GFP) and two flanking regions for HDR was cloned, amplified and used as ssDNA to replace the light chain C region. Cells were transfected with Cas9/5gRNA ribonucleoprotein complex and ssDNA. After 72h, GFP positive single cells were sorted in conditioned medium. About 10 GFP positive cell lines were obtained 4 weeks later. We confirmed knockins of the GFP gene analyzing Hybridoma cells by fluorescence microscopy, and also via next generation sequencing. We also confirmed that the recombinant Hybridoma cells secrete the GFP in the medium. In the future we will edit Hybridoma cells with different genes to express specific recombinant proteins
