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The analysis of phenotypes in DCs from peripheral blood mononuclear cells.
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According to the analysis of mouse bone marrow derived APCs
(antigen-presenting cells), the population includes some phenotypes such as DC-like cells and
macrophage-like cells. To confirm the phenotype of human PBMC (peripheral blood mononuclear cell)
derived DC, the change of gene expression in human CD14 positive cells from PBMC, immature DC
(GM-CSF and IL-4 stimulated CD14 positive cells) and mature DC (TNF-a and PGE2 stimulated immature
DC) were analyzed by comparison of RNA sequence. The results suggested that gene expression of
ID01/2, CD70 and some unknown genes influence DC 8211; differentiation.
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Mouse BMDC( Bone marrow derived DC) HVEM
v GM-CSF BMDC
e Cbh7BL/6 BM  1.0x 107 / medium 10cc

e medium RPMI-1650 NEAA penicillin/streptomycin 10cc  mrGM-CSF 10ng/ml 50uM
2-ME £ mrIL-4 5ng/ml

. Day0 day3  medium change day6 medium
day8
e LPS day8 100ng/ml 4 6
v FLT3L BMDC
e C57BL/6 BM  1.0x 107 / medium 10cc

*  medium RPMI-1650 NEAA penicillin/streptomycin 10cc mrFLT3L 300ng/ml
mrGM-CSF 300pg/ml 50uM 2-ME

. day0 day6 medium  mrGM-CSF 1ng/ml
day8
v CTL
e day-14 day-7 C57BL/6 BMDC  1.0x 105
/PBS 100cc 1.0x 105 /PBS 50cc
e day0 24well plate  2.0x 106 /cc /well
1uM mrlL-2 hriL-2  20U/ml
v" IFN-y ELISPOT assay
e day5-7 Macs magnetic separation CD8+
» effector CD8+ 1.0x 104 /well APC BMDC 1.0x 104 /well target
cell 1.0x 104 /well ~ 96well  ELISPOT plate
 BMDC 1uM 3 HVEM clone
LH1 0.125pg / BMDC 1.0X106 20 2 PBS
wash
. clone eBio299Am
DC
v heterogeneity CD14 microbeads
CD14+ cell
v' CDl4+cell GM-CSF IL-4 6 imDC; immature DCs
v DC TNF-a PGE2 2 mDC; mature DCs
v' CD14+ cell imDC mDC micro RNA sequence
v
e STAR (cDNA)  mapping RSEM
*  edgeR ( 3 )
. Differentially Expressed Gene DEG FDR False Discobery Rate
0.01 cpm 2 protein-codein
* DEG Gene Ontology GO KEGG MSIgDB Hallmark C1-C7

H MESHDB GSEA p BH
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Differentially Expressed Genes, Heatmap (DEG 5070 Heatmap)
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Differentially Expressed Genes, M-A plot
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Differentially Expressed Genes, volcano plot
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Gene Ontology (GO) analysis, dotplot ( Top 25 accession )

dotplot for Defferentially Expressed genes
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Gene Ontology (GO) analysis, useup-plot ( Top 10 accession )
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KEGG pathway analysis, Top 20 pathway
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