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INTRODUCTION THP-1 MACROPHAGE ASSAY

HUVEC INFLAMMATION ASSAY

THP-1 Cells Endothelial Cells

Inflammation is a complex event in which cells respond to various endogenous and exogenous * THP-1 cells were plated 20,000 cells per well (96-well plate) and incubated for 48 hr. - HUVEC were plated 5,000 cells per well (96-well plate) and incubated for 48 hr. Next
stimuli. Macrophages can initiate inflammation by releasing cytokines such as tumor necrosis Next they were stimulated with a mix of PMA & LPS for 24 hr (0-5 pg/mL of PMA, and they were stimulated with a mix of inflammatory cytokines for 24 hr (5 ng/mL of TNFa,
factor (TNF)-a, interleukin (IL)-1B, and interferon (IFN)-y into the blood stream. Vascular cells 0-100 pg/mL LPS; all from Sigma). 1 ng/mL IL-1PB, 50 ng/mL of IFNy; all from R&D Systems).

are then activated by these factors and express additional cytokines and cell-surface * Anti-inflammatory compounds were added 2 hr prior to cytokine stimulation - Anti-inflammatory compounds were added 1 hr prior to cytokine stimulation

antigens. The ability to monitor up-regulation of these molecules provides an important  After incubation, 60 pul of supernatant was taken for ELISA analysis from each well. The - After incubation, 60 il of supernatant was taken for ELISA analysis from each well. The
physiological read-out for cell-based models of inflammation. We present here two models samples were analyzed fresh or stored at -70C for subsequent analysis. samples were analyzed fresh or stored at -80C for subsequent analysis.

for multi-parametric assays measuring expression of secreted cytokines and cell surface * Cells were imaged using transmitted light (TL) using ImageXpress Pico system. Before - Cells were then fixed with 4% formaldehyde and stained with antibodies (Ab) for 1 hr
markers with a novel low-volume ELISA and automated imaging systems to evaluate the effect imaging, non-adherent cells were washed 2x with media. Cells were counted in TL. and imaged using an ImageXpress Nano Automated Imaging System.

of different mediators on inflammatory response. First, human monocytic THP-1 cells were * Supernatants were diluted 3:1 in assay buffer and analyzed for IL-8, TNFa, and IL-1f3 - Ab’s: FITC-mouse anti-human VCAM and PE-mouse anti-human HLA-DR

used to monitor effects of compounds on monocyte activation. Macrophages originate from using the Pu-MA System flowchips and reagents (all Ab pairs from BioLegend). - Supernatants were diluted 3:1 in assay buffer and analyzed for MCP-1, IL-6 and IL-8
blood monocytes that leave the circulation to differentiate into various tissues. They can Pu-MA System | using PuMA Flowchip system and reagents (all Ab pairs from BioLegend)

initiate inflammation by releasing cytokines that activate vascular cells and facilitate adhesion Supernatants (lo_lzzyj/;t\ t) s;;T::;alx:Zé[:S g

of cytokines to blood vessels and migration into the tissues. THP-1 cells were differentiated to THPA Celle (~50 ul/well) = Disease Model rimary Human

macrophages by phorbol 12-myristate 13-acetate (PMA) and activated by LPS. The
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Figure 5. Cartoon of endothelial cell inflammation assay workflow.

Figure 1. Schematic of THP-1 cell Multiparametric Inflammation assay workflow.
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