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EdU Assay / EdU Staining Proliferation Kit (iFluor 647)
Fluorescent

Adherent cells, Suspension cells

Cell-based

EdU Assay / EdU Staining Proliferation Kit (iFluor 647) ab222421 provides a sensitive and robust
method to detect and quantify cell proliferation in live mammalian cells using flow cytometry or
fluorescence microscopy. The iFluor 647 dye (EXEm: 649/664 nm) has spectral properties almost
identical to those of Cy5®and alternative red fluorophores.

EdU staining protocol summary (wash cells between each step):

- add EdU solution to cells to be stained

- incubate cells for 2-4 hrs under optimal growth conditions

- add fixative solution and incubate for 15 min

- add permeabilization buffer and incubate for 15/20 min

- add reaction mix to fluorescently label EAU and incubate for 30 min
- analyze with flow cytometer / fluorescence microscope

EdU staining can also be combined with antibody staining or cell staining with other fluorescent
dyes.

This kit provides enough reagents to perform 50 flow cytometry tests or 50 microscopy tests (for 18
x 18 mm coverslips) or 200 microscopy tests (adapted for 96-well plate format).

Previously called EdU Proliferation Assay Kit (iFluor 647).

The most accurate method to measure DNA proliferation is by directly measuring DNA synthesis.
The most common method for this uses antibody-based detection of the nucleoside analog bromo-
deoxyuridine (BrdU).

EdU (5-ethynyl-2’-deoxyuridine), a thymidine analog that is an alternative to BrdU, is also used in
DNA proliferation assays that are simpler and faster than the BrdU assay. NB: EdU is also available
as free molecule as ab146186 (EdU).

In EdU staining, EdU is incorporated into newly synthesized DNA by cells within a sample. A

fluorescent azide, such as iFluor-488, is then added. The fluorescent azide is small enough to

diffuse freely through native tissues and DNA, and it covalently cross-links to the EdU in a 'click’
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chemistry reaction.

The main advantages of EdU staining over using BrdU are:

- no harsh DNA hydrolysis / DNA denaturing step is required with EdU staining (unlike in the BrdU
assay where it is used to give the BrdU antibody access to BrdU within the DNA)

- EdU staining is faster, and has less steps, than BrdU staining

Abcam has not and does not intend to apply for the REACH Authorisation of customers’ uses of
products that contain European Authorisation list (Annex XIV) substances.

It is the responsibility of our customers to check the necessity of application of REACH
Authorisation, and any other relevant authorisations, for their intended uses.
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REAHE Store at-20°C. Please refer to protocols.
RE 50 tests
10X Permeabilization Buffer 1 x25ml
Azide iFluor 647 Dye (500 uM) 1 x130pl
Copper Sulfate (100 mM) 1x1ml
Dimethylsulfoxide (DMSO) 1x4.25ml
EdU 1x10mg
Fixative (40% formaldehyde solution) 1x5ml
Sodium Ascorbate 1 x400mg

BYE E Cell proliferation is the multiplication or reproduction of cells, as a result of cell growth and cell

division, resulting in the expansion of a cell population.
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Dot plot of EQU-647 staining (Y-axis, 647) vs FSC. 10% HeLa cells
were incubated with the stated concentrations of EdU for 3 hours.
Control cells (next image) were incubated with media only. Images
were acquired on an Accuri C6 Cytometer (BD Biosciences) with
cells excited using a 640 nm laser and data analyzed using FlowJo

(v10). The percentage of gated cells (EdU positive) is highlighted.

Dot plot of EQU-647 staining (Y-axis, 647) vs FSC. 10% HeLa cells
were incubated with the stated concentrations of EdU for 3 hours.
This image shows control cells, incubated with media only. Images
were acquired on an Accuri C6 Cytometer (BD Biosciences) with
cells excited using a 640 nm laser and data analyzed using FlowJo

(v10). The percentage of gated cells (EdU positive) is highlighted.

EdU staining of proliferating cells. HeLa cells (4 x 10% cells/well in 96
plate) were incubated with 20 uM EdU for 3 hours. Cells were
analyzed using a TCS SP8 confocal microscope (Leica-
Microsystems). DNA (blue) was staining with Hoechst 33342
(ab145597). Purple cells show EdU/Hoechst-positive cells.
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EdU staining of proliferating cells. HeLa cells (4 x 10% cells/well in 96
plate) were incubated with 10 yM EdU for 3 hours. Cells were
analyzed using a TCS SP8 confocal microscope (Leica-
Microsystems). DNA (blue) was staining with Hoechst 33342
(ab145597). Purple cells show EdU/Hoechst-positive cells.
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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.co.jp/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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