Blocking TLR2 activity attenuates pulmonary metastases of tumor
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Supplemental Material and Methods
Method S1. The tumor celllines

The human tumor celllines including A549, H7402, HCT8 and MDA-MB231, MCF7 and monocyte cellline THP-1 were obtained from the Cell Culture Center, Institute of Basic Medical Sciences, Chinese Academy of Medical Sciences and Peking Union Medica College. The A549 (human lung adenocarcinoma) cells were cultured in DMEM/RPMI (1:1) with 10% FBS. MDA-MB231 (high-metastatic breast carcinoma cells) and MCF7 (poor-metastatic breast carcinoma cells) were maintained in DMEM supplemented with 10% FBS. The H7402 (human hepatoma cells), HCT8 (Human ileocecal adenocarcinoma cells) and THP-1 (human monocyte cellline) were maintained in RPMI-1640 medium supplemented with 10% FBS.
Method S2. Real-time PCR
 The cDNAs were obtained as described in the methods section. The relative mRNA levels of CCL22 and CCR8 were determined using SYBR Green Reagent (Applied Biosystems, CA) according to the manufacturer’s protocol. The conditions for the 3-stage program parameters were as follows: 2 min at 50 °C, 10 min at 95 °C, 40 cycles of 15 s at 95 °C, and then 1 min at 60 °C. Specificity of the produced amplification product was confirmed by examination of dissociation reaction plots. A distinct single peak indicated that a single DNA sequence was amplified during PCR. Mean mRNA expression of three independent experiments in replicates was calculated using ABI PRISM 7000 SDS software (version 1.0, Applied Biosystems, CA). Values were represented as arbitrary units (AU) relative to (-actin.
Method S3. Transfection of Stat3C
 The Stat3C cDNA was a gift from Prof. Yu Hua (Memorial Sloan-Kettering Cancer Center, New York). To investigate the effects of constitutive activity of Stat3 on the expressions of pro-metastatic genes, the B16 cells were seeded in 6-well plates and transfected with Stat3C expression plasmids or a control vector using Lipofectamine 2000 (Life Technologies).
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