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Figure: Suggested screening flowchart in the discovery of anti-CSC agents with tumorsphere assay.The source of primary
tumorspheres can be the established cancer cell lines or primary cancer cells from enzymatic dissociated cancer tissues. Primary
tumorspheres could be collected by 100 £ m cell strainer and processed to lysate preparation for identification of CSC-specific
tumor antigens through dendritic cell presentation and T cell stimulating property. The primary tumorspheres could also be
enzymatic dissociated into single cell suspension for secondary tumorsphere formation examination. The potential anti-CSC agents
could be tested at this stage. The effects of potential agents will be determined by counting the number and/or the size of formed
secondary tumorspheres. The agent with the ability to reduce secondary tumorsphere formation can be selected; thezz vzvoanti-
tumorigenic effect of the agent can be determined; and a study on the molecular mechanisms in targeting CSCs can be conducted.
Clinical evaluations can be further conducted after obtaining the results of CSC-specific antigen discovery or anti-tumor efficacy of

selected anti-CSC agents. CSC, cancer stem cells; DCs, dendritic cells; 1°, primary; 2°, secondary.
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