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Introduction Incucyte® Live-Cell Imaging and Analysis Solutions
= Phagocytosis, a specific form of endocytosis, is a critical component of innate guantification of phagocytosis using the Incucyte® Live-Cell Analysis System.
and adaptive immune responses. , , :
P P = The Incucyte® Phagocytosis Assay combines pHrodo® for Incucyte® reagents “ . u
= The uptake and clearance of viable tumor cells can be promoted with and integrated image-based fluorescent measurements in a simple mix-and-
monoclonal antibodies (mAbs) via antibody-dependent phagocytosis (ADCP) or read protocol. e |
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through the blockade of “don’t-eat-me” signals, such as CD47. These . . o . = . & g ¥
: . . . : : , = These data exemplify that live-cell analysis is a powerful tool for quantitative o LA R
mechanisms hold immunotherapeutic promise and are studied extensively in , : o DA wge O R
morphological and functional assessment of ADCP, which is amenable to GaNTE e
drug development. . . : -
screening for therapeutic candidates. 3
= Here, we have developed and validated an in vitro assay for the high-throughput
Incucyte® Live-Cell Analysis System Incucyte® Software Incucyte® Reagents and Consumables
. . . . . . A fully automated phase contrast and multi-color fluorescence system Fast, flexible and powerful control hub for continuous live-cell analysis A suite of non-perturbing cell labelling and reporter reagents.
VI S u a | I Ze a n d q u a nt I fy p h a gocytos I S I n re a | -t I m e that resides W|th|n d Standard Ce“ incubatorfor Optlma| Ce” V|ab|||ty. comprising image acquisitionl processing and data Visua”zation'
Designed to scan plates and flasks repeatedly over time.
Assay Principle Imaging & Quantification
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pHrodo® Labeled Cells Added to  Phagocytosis Initiated Following  Formation of the Phagosome ‘2" AL ‘L,a'."1}-0@,;%-;‘?;9-9:“: .,,ng"' % m-ﬁs S ;::efz-,a 5 X 10~ X 104
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= pHrodo® for Incucyte® is a pH sensitive fluorophore that increases in fluorescence when target cells are engulfed and enables high-throughput visualization and quantification of & ® 5 o 0.0 o 00
phagocytosis in real-time. L o ; 5 3 4 o ; 5 3 4
= pHrodo® labeled apoptotic Jurkat cells were co-cultured with J774A.1 mouse macrophages at a range of target to effector ratios. Phase and fluorescent images (20X) were acquired RN Time (h) Time (h)
using the Incucyte® Live-Cell Analysis System and phagocytosis quantified using a fluorescent segmentation mask (blue). Timecourse shows a density-dependent increase in red ) . . ) . _ _ . . o
fluorescence following engulfment over 24h =  Monocytes isolated from whole blood were differentiated into macrophages using cytokines. pHrodo® labeled Ramos cells were treated with mAbs targeting anti-CD20, Rituximab or
' Truxima, or 1gG isotype control (300 ng/mL) and co-cultured with macrophages.
A. Macrophage differentiation was monitored and quantified using Incucyte® Advanced Label-Free Classification Analysis, images show classification masks for monocytes (pink outline)
and macrophages (blue outline) on day 0 and day 7.
Antl-c D47 mAb sti mU|ates macrOphage-mEd Iated phagOcytOSIS B. Timecourses show Rituximab and Truxima® induced ADCP in a concentration-dependent manner, with similar kinetic profiles being observed over 4h.
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A MDA-MB-231 B
=  ADCP was examined using HER2-positive HER2 Low
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Clinical anti-CD20 mAbs Truxima® and Rituximab promote ADCP target cells. Cells were labeled with pHrodo®, g £
treated with anti-HER2 mAb (Trastuzumab)  Fee = E0€5°% =, @ ak o W[ e 2
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anti-CD20 mAbs, Rituximab or ] - 100k 169 Bl Truxima 300 ng/mL 700-1 mm Rituximab 300 ng/mL A. Anti-HER2 induced an increase in M % 0.6
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