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Comparison of Alternative Extraction Methods for Secretome Profiling in
Human Hepatocellular Carcinoma Cells

CAO Jing', SHEN ChengPin', ZHANG Jun', YAO Jun', SHEN HuaLi', LIU YinKun'?,
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Given the importance of secreted proteins as a source for early detection and diagnosis of disease, secreted proteins
have been arousing considerable attention. One of the difficulties in secretome study is to extract proteins at low
concentrations from a large volume of culture media, which always are rich in salts and other compounds interfering
with most proteomics techniques. Ultrafiltration, precipitation and dialysis are three major extraction methods. In this
study, it is the first time to compare the three mainly used methods without bias, the merits and shortcomings of each
method were discussed based on the obtained results. As a result, centrifugal ultrafiltration method represented the
best in extracting efficiency, precipitation method obtained the highest number of confidential identification, and
these three methods gave us closely related but different information of secretome, and so they are considered
complementary or at least supplementary methods at present. Totally, 360 unique proteins were identified, including
211 secreted proteins potentially. Compared to previous studies, there were also 42 secreted proteins newly identified
in this study, thus, this study not only offered a reference for the selection of secretome extraction methods but also

expanded the secretome database for the investigation of HCC.
hepatocellular carcinoma, secretome, protein extraction, ultrafiltration, precipitation, dialysis, LC-MS/MS
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