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Characterization of the intratumoral ecosystem in melanoma by single-cell
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The aim of the study is to establish of the method to obtain the single-cell
gene expression of RNA in melanoma cells from the resected tumor samples. The method is planned
according to the following steps (Hashimoto S, Scientic Reports 7;14225, 2017). In the first case,
over expression of MAPK pathway-related molecules and HLA class 1 and lower expression of HLA class
2 and PD-L1 were observed in melanoma cells in 2 of 5 clusters. However, in next 5 examined cases,
synthesis of cDNA of a single cell was not stable. We thought that melanin blocked the enzyme
activity. We have tried several methods to remove melanin from tissue samples, however it has not
been sufficient yet. Now, we test other methods including filters.
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The aim of the study is to establish of the method to obtain the single-cell gene expression
of RNA in melanoma cells from the resected tumor samples. The method is planned
according to the following steps (Hashimoto S, Scientic Reports 7;14225, 2017); 1)
Melanoma cells was obtained from the resected tumor samples. The cell mixture was
digested with collagenase and dispase. 2) the comprehensive single cell transcriptome
analysis a) preparation of polystyrene beads conjugated with barcode nucleotides and of
oligo-dTs by means of emulsion PCR. b) placing a barcoded bead into a well and mixing
a single cell with a barcoded bead. c) adding a population of heterogeneous cells and
beads into 20-pL wells molded in polydimethylsiloxane slides. 3) Synthesis of cDNA of a
single cell. 4) Generation of NGS library. 5) Mapping and annotation by using software.
6) Clustering analysis and cell classification. 7) Statistical analysis. In the first case, over
expression of MAPK pathway-related molecules and HLA class 1 and lower expression
of HLA class 2 and PD-L1 were observed in melanoma cells in 2 of 5 clusters. However,
in next 5 examined cases, synthesis of cDNA of a single cell was not stable. We thought
that melanin blocked the enzyme activity. We have tried several methods to remove
melanin from tissue samples, however it has not been sufficient yet. Now, we test other
methods including filters.






