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Fig. 2 done of 14 genes isolated from UniProt Knowledgebase
Lane I, 2, 3, 4,5, 6,7,8,9, 10, 11, 12, 13, 14 and M correspond to NSPO59, NSPO60, NSP063, NSPO66, NSPO70, NSPO75,
NSPO78, NSP0O79, NSP0S81, NSP0S82, NSP0O83, NSP0O8 , NSPOSS, NSPOD genes and marker, respectively
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Fig. 3 Immunofluorescence assay of 7 genes expressed in CHO cells

Transfected CHO cells were stained with antr G Myc antibody and visual zed with a Cy2- conjugated antibody
Lane I, 2, 3, 5, 6, 7 and 8 comespond to NSPO60, NSP082, NSPO88, NSPO66, NSPO79, NSPO90 and NSPOSI

gene, respectively. Lane 4 indicates the human grovth hormone gene as the positive control. Except NSPO60 protein was localized mainly in

nucleolus and minor in ¢ytoplasm, the others were all localized in cytoplasm
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Fig. 4 Western blot of 5 genes expressed in CHO cells and culture medium
Expressed proteins were deted ed with antr G Myc antibody (9E10). Lane 2, 4, 5, 6, 7 correspond to
NSP090, NSPO79, NSP0O66, NSPOSI and NSPOSS gene, respectively. Lane / indicates the
peDNA3. 1( - )/MycHis as the negative ontrol. Lane 3 indicates the human growth hormone gene as the positive wntrol
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Isolate and Identify Human Novel Secreted Protein Genes with
Combined Strategy of Bioinformatics Prediction and
Experimental Confirmation
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Abstract The strategy of bioinfomatics predidion combined with experimental confirmation was used to isolate
and identify novel potential human secreted protein genes. After bioinformatics prediction with SignalP, SOSUI, PSORT
and BLAST programs on the UniProt Knowledgebase, 14 genes were isolated for experimental identification. With RT-
PCR amplification, all full coding sequences of these genes were cloned into mammalian cell expression plasmid,
pdNA3. 1 (- )/MycHis vector. 7 genes were successfully expressed, judged by western blot and immunofluorescence
analysis, in which one gene was expressed in nucleolus, the other six genes were expressed only in cytoplasm, and 4
expressed proteins of which were secreted into the culture medium and identified as novel secreted proteins.
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