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Elucidation of possible mechanisms of lymphatic metastasis noted by a novel
lymphangiogenic factor
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Using a breast cancer lymph node metastasis model, we aimed to clarify the
mechanism of metastasis and cancer stemness, and to develop new metastasis inhibitors and
treatments. Cancer stemness was verified by CD44R1 expression and the presence of side population
cells, and it was found that triple-negative breast cancer cell lines had high cancer stemness. The
presence of numerous lymphatic vessels in the tumor of a highly lymph node metastatic breast cancer
cell line, MDA-MB-231-LN, transplanted orthotopically, suggested that these cells produce
lymphangiogenic factors. The addition of culture supernatant of MDA-MB-231-LN cells increased cell
migration as compared to the parental line.
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5>10 /tube 100 uL.
30 0.1%BSA-PBS BD Accuri C6 Plus
FlowJo 2
PE Alexa647 anti-rat 1gG 30
3-2.  Side population SP
8%FCS DMEM 1 ><10°cells/mL Hoechst
33342 10pg/mL 1 reserpine 12 ug/mL 37 45
1mL 8%FCS DMEM 2 0.5 pg/mL propidium iodide
PD 1><106cells/mL JSAN Cell
Sortor ( )
3-3. ROS
ROS CellROX® Deep Red Flow Cytometry Assay Kit (Life technologies)
500puL  CellROX® Deep Red Reagent 125uyM 0.5 pL 37
5%CO, 30 Pl 0.5 pL BD Accuri C6 plus
FlowJo

3-4. Wound healing assay
SVEC4-10 GFP LYVE-1 HEK?293 24 well
confluent
MDA-MB-231P MDA-MB-231LN 6

3-5. Boyden chamber assay Giemsa

Costar 24 well 5.0 pm MDA-

MB-231P MDA-MB-231LN 750 pL/well

SVEC4-10 (1.5><105/well) GFP LYVE-1 HEK?293
(1><105/well) 6 15

May-Griinwalds Giemsa

3-6. RT-gPCR

Total RNA RNeasy Mini Kit (QIAGEN)
Prime Script™ RT reagent Kit with gDNA Eraser ( )
qPCR cDNA 1 uL SYBR Green Real time PCR ( ) 10 pL
plus solution ( ) 2pL forward primer 1 pL  reverse primer 1 pL

20 uL Step One Plus (Applied Biosystems) real time PCR



Step One™ Software

95 5

95 15 denature 61 12 anneal/expansion 45
SYBR Green PCR
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