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TOOLS, REAGENTS, ASSAYS | | SUMMARY

e evre S e We define Live Content Imaging as the acquisition, analysis and quantification of images (phase and fluorescence) from living cells that remain unperturbed by the detection
Zavtaly W////// method, allowing for repeated measures over long periods of time (days to weeks)
L\ A JAd

e We differentiate Live Content from High Content Imaging which typically measures assay end points using fixed cells, or employs conditions (e.g. Ab labelling) under which cells are
viable for only short periods of time (minutes to hours). Live Content Imaging offers clear advantages for measuring long term biological processes, providing full temporal
e resolution of the events of interest from viable healthy cells. The images and time-lapse movies are information rich and yield valuable confirmation of the experimental outcomes.

| e Here we describe a novel suite of tools — reader technology, cellular reagents, assay protocols, software modules — that together enable true live content imaging assays. The

b A l - building blocks of these assays are (1) the IncuCyte Zoom live cell imaging device (2) novel, highly validated targeted GFP/RFP lentiviral and stable cell lines (3) sophisticated
’ illllllllllllllllmllll - algorithms for fluorescent object analysis and for quantifying phase structures. Using these tools we have configured micro-titre plate-based kinetic assays for apoptosis, cell
s proliferation, cytotoxicity, angiogenesis, cell migration, cell invasion and neurite outgrowth. Simultaneous phase contrast and single colour fluorescence assays as well as
= - multiplexed two colour (red/green) and phase reads are exemplified in both homogeneous cell systems (e.g. 1 cell type) as well as co-culture (2 cell types) models.
X IncuCyte Zoom Live Cell Imaging Device resides within a e The introduction of targeted GFP and RFP cellular reagents suitable for long term live cell imaging along with the 2 colour IncuCyte Zoom system, provide a powerful integrated
standard cell culture incubator. \ solution for fully kinetic, multiplexed live cell assays. We foresee particular utility in co- and multi-culture cell systems such as in studies on the tumour microenvironment. /

R Cell culture consumables (e.g. micro-titre plates, T-
flasks, petri dishes) are placed within for in situ assays. 4 N\ A

R Gathers time lapse images from cells — high definition VALIDATION OF TARGETTED GFPIRFP PHASEIZ'COLOUR ASSAY APPLICATIONS
phase contrast, green and red fluorescence. LENTIVI RAI- REAGENTS & CEI-I- LINES
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X 3rd generation HIV-based, VSV-G pseudotyped transduction. Image of A549 cells expressing the NucLight Green (C). Note the homogeneous nuclear count.

restricted GFP label and healthy appearance of the cells.
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