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Anoikis Assay Kit ab211153 provides a colorimetric and fluorometric format to measure
anchorage-independent growth and monitor anoikis propelled cell death.

In the anoikis assay protocol, live cells are detected with MTT or Calcein AM. Cell deathis
detected with Ethidium homodimer.

Background fluorescence levels are very low because the dyes are virtually non-fluorescent before
interacting with cells.

Ethidium homodimer is an excellent marker for measuring dead cells. Ethidium homodimer is a
red fluorescent dye that can only penetrate damaged cell membranes. Ethidium homodimer
fluoresces with a 40-fold enhancement upon binding ssDNA, dsDNA, RNA, oligonucleotides, and
triplex DNA.

Anoikis assay protocol summary:

- treat cells according to experimental plan

- add cells to the anchorage resistant plate and to a control plate

- culture cells for 24 - 72 hrs

- for colorimetric detection of the MTT, add MTT reagent and incubate for 2-4 hrs, then add
detergent solution and incubate for 2-4 hrs, transfer to a new plate and measure absorbance

- for fluorometric detection, add calcein AM and Ethidium homodimer and incubate for 30-60 min,
then analyze with a fluoresence microscope or a fluorescence microplate reader

The kit provides sufficient reagents to evaluate 24 samples on a poly-Hema coated 24-well plate
or 96 samples on a hydrogel coated 96-well plate.

Adhesion to the extracellular matrix (ECM) is essential for survival and propagation of many
adherent cells. Apoptosis that results from the loss of cell adhesion to the ECM, or inappropriate
adhesion is defined as “anoikis”. Anoikis, from the Greek word for homelessness, is involved in
the physiological processes of tissue renewal and cell homeostasis.

Microplate reader, Fluorescence microscope
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HF 24 tests 96 tests
500X Calcein AM 1 x50l 1 x50ul
500X Ethidium Homodimer 1 x50pl 1 x50pl
Anchorage Resistant Plate 1 unit 1 unit
Detergent Solution 1x25ml 1x25ml
MTT Solution 3x1ml 3x1ml
Anoikis assay performed on the poly-Hema coated (24-well) plate.
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Human foreskin fibroblasts BJ-TERT cells were seeded at 40,000
cells/well in a tissue culture control plate (top panel) or an
anchorage resistant plate (poly-Hema coated) (bottom panel) and
incubated for 24hours. Cells cultured in the anchorage resistant
plate show signs of anoikis-like cell death (diminished calcein AM

staining and increase EthD-1 staining.

Cell viability determined by MTT in human foreskin fibroblasts BJ-
TERT cells seeded at 40,000 cells/well in a 24-wp tissue culture
control plate (control) or an anchorage resistant plate (poly-Hema)

and incubated for 24 hours.
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Cell viability determined by MTT in human foreskin fibroblasts BJ-

TERT cells seeded at 10,000 cells/well in a 96-wp tissue culture
control plate (control) or an anchorage resistant plate (hydrogel) and
incubated for 24hours.
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Please note: Al products are "FOR RESEARCH USE ONLY. NOT FOR USE IN DIAGNOSTIC PROCEDURES"

Our Abpromise to you: Quality guaranteed and expert technical support

e Replacement or refund for products not performing as stated on the datasheet
e Valid for 12 months from date of delivery

e Response to your inquiry within 24 hours

e We provide support in Chinese, English, French, German, Japanese and Spanish
e Extensive multi-media technical resources to help you

e We investigate all quality concerns to ensure our products perform to the highest standards

If the product does not perform as described on this datasheet, we will offer a refund or replacement. For full details of the Abpromise,
please visit https://www.abcam.cn/abpromise or contact our technical team.

Terms and conditions

e Guarantee only valid for products bought direct from Abcam or one of our authorized distributors
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