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Expression of Bone Morphogenetic Protein 10 and Its Mutants in CHO Cells
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Abstract: To address the issue of heterogeneous expression products derived from proBMP10 (the
precursor protein of bone morphogenetic protein 10, BMP10) in Chinese hamster ovary (CHO) cells
caused by Furin, the mutations of proBMP10 at its Furin recognition sites, proBMP10-1 (R313K) and
proBMP10-2 (R316K), were constructed and site-directedly integrated into the genome of
CHO-K1-BAK 7/BAX - respectively. The recombinant CHO cell lines stably expressing the target
proteins were successfully established. The results showed that the proBMP10-2 (R316K) was no
longer cleaved by Furin and retained biological activity, while proBMP10-1 (R313K) continued to be
cleaved by Furin.
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Fig. 1 Illustration of donor fragment site—specific integration
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Table 1 Primers for amplification of proBMP10 protein and its mutants by PCR

i1
FL-5' GGGGTACCCCATGGGCTCTCTGGTCCTGACAC
FL-3' TCCCCCGGGGGCTATCTACAGCCACATTCGGAGACG
MID-5' CATCACCACCACCATCACGACGACGACGACAAGAGCCCCATCATGAACCTAGAGCAGTCT
MID-3' CTTGTCGTCGTCGTCGTGATGGCTGGTGGTGATGGCCAGAAACCAAGTAAGCTGC
5'arm-F CACCTTTAATCTCGGCACTCAGG
5'arm-R CAGCTTGCCGGTGGTGCAGATGAA
3'arm-F CCGCCTGGATACGAAGCCTATGAA
3’arm-R TACATGGAAAAGGGCAGGAGAG
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Fig. 2 Electrophoresis diagram of EGFP-proBMP10 and its mutant colony PCR
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Fig. 3 Electrophoresis diagram of plasmid EGFP -
proBMP10 and its mutants by restriction digestion
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Fig. 4 Verification of site—specific integration of proBMP10 and its mutant genes
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Fig. 6 SDS-PAGE analysis of recombinant cells with added culture medium purified by nickel column chromatography
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Fig. 7 Western blot analysis of purified target proteins by

nickel column
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Fig. 8 Western blot analysis of target proteins after
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