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ab236215
Annexin V-APC Assay
Kit

For the study of apoptosis in suspension cells.

This product is for research use only and is not infended for
diagnostic use.
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1. Overview

Annexin V-APC Assay Kit (ab236215) employs an APC-conjugated
Annexin V as a probe for phosphatidylserine on the outer
membrane of apoptotic cells. DAPI is used as a marker of cell
membrane permeability seen in very late apoptotic or necrotic
cells.

The reagents provided are sufficient to run 100 samples when using
a 96-well format.

Culture cells to induce/inhibit apoptosis.

U

Collect 1-5x 10° cells into each well and cenftrifuge. Discard
supernatant.

U

Resuspend cells in Staining Solution and incubate in the dark af RT
for 10 minutes.

U

Cenftrifuge. Discard supernatant.

U

Add PBS and analyze immediately using 633 nm excitation and
~70 nm emission for APC and 350 (or 405) nm excitation and 450 nm
emission for DAPI.
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2. Materials Supplied and Storage
Store kit at 4°C immediately in the dark on receipt and check below
for storage for individual components. Kit can be stored for 1 year
from receipt, if components have not been reconstituted.

Aliguot components in working volumes before storing at the
recommended temperature.

Avoid repeated freeze-thaws of reagents.

Storage
. temperatur
ltfem Quantity e (before
prep)
Annexin V APC Assay Reagent 1 vial 4°C
Cell-Based Assay Annexin V 1 vial RT
Binding Buffer (10X)
DAPI Viability Dye 1 vial 4°C
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3. Materials Required, Not Supplied

These materials are not included in the kit, but will be required to
successfully perform this assay:

— Flow cytometer equipped with 633 nm and 350 (or 405) nm
lasers and filters for ~700 nm and 450 nm

- 96-well v-bottom plate or FACS tubes
- PBSpH7.4

4. General guidelines, precautions, and
froubleshooting

Please observe safe laboratory practice and consult the safety
datasheet.

For general guidelines, precautions, limitations on the use of our
assay kits and general assay troubleshooting tips, particularly for first
fime users, please consult our guide:
www.abcam.com/assaykitguidelines

For typical data produced using the assay, please see the assay kit
datasheet on our website.
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5. Reagent Preparation

Briefly centrifuge small vials at low speed prior fo opening.

5.1 Cell-Based Assay Annexin V Binding Buffer (10X)

1. Prepare 1X Binding Buffer by diluting the Cell-Based Assay
Annexin V Binding Buffer (10X) 1:10 in distilled water.

2. Mix well and keep at RT.

3. The diluted 1X Binding Buffer will be stable for 1 year at RT.

5.2 Annexin V APC Assay Reagent and DAPI Viability Dye

1. Prepare sufficient Annexin V APC/DAPI Staining Solution to stain
100 samples by adding 50 ul of Annexin V APC Assay Reagent
and 100 ul of DAPI Viability Dye to 10 ml of 1X Binding Buffer.
For fewer samples adjust volume as necessary.

The Annexin V APC/DAPI Staining Solution will be stable for

1 hour at 4°C.

W
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6. Sample Preparation

General sample information:

ab236215 Annexin V-APC Assay Kit

We recommend performing several dilutions of your sample to
ensure the readings are within the standard value range.

We recommend that you use fresh samples for the most
reproducible assay.

We recommend using only suspension cells for flow cytometric
staining of Annexin V.

The following describes staining in a 96-well v-bottom plate —
FACS tubes can be used for staining by scaling up the volumes
~5-fold.

Suspension Cells:

Culture cells under assay conditions designed to induce/inhibit
apoptosis according to your protocols.

Collect 1-5x 10° cells into each well and centrifuge at 400 x g for
5 minutes.

Discard the supernatant.

Optional: Perform antibody staining of cell surface proteins as
desired, wash once with 1X Binding Buffer and continue with the
protocol.



7. Assay Procedure

— Assay all controls and samples in duplicate.

7.1  Flow Cytometry:

1. Resuspend the cells (Prepared in section 6) in 100 ul of Annexin V
APC/DAPI Staining Solution (Prepared in section 5.2). Mix well to
ensure separation of individual cells.

2. Incubate the cells in the dark at RT for 10 minutes.
3. Centrifuge at 400 x gfor 5 minutes and discard supernatant.

4. Add 200 pl of PBS, pH 7.4 and analyze immediately using 633 nm
excitation and ~700 nm emission for APC and 350 (or 405) nm
excitation and 450 nm emission for DAPI.
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8. FAQs / Troubleshooting

Problem

Possible
Causes

Recommended
Solutions

Cells are not

Start with healthy

Strong staining for both healthy cells
Annexin V APC and DAPI Adherent cells .
in all samples, including may be Try different cell
conftrols ; . line or different
compromised in
. removal method

processing

Annexin V

APC/DAPI

No signal for Annexin V

Staining Solution
not prepared
properly

Check dilutions

Vary treatment

Cells lost during

processing (adherent)

No apoptosis time or
induced compound
dosage
Annexin V

staining profocol
incompatible
with your cells

Try different cell
line

Cells progressed
too far through
apoptosis

Lower stimulus
dosage or shorten
incubation time
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9. Typical Data

Data provided for demonstration purposes only.

DAPI

Annexin V APC

Figure 1. Ulfraviolet light induces apoptosis in Jurkat cells.

Jurkat (Human T cell leukemia cell line from peripheral blood) cells were left
untreated (panel A) or stimulated with 200 mJ/cm? ultraviolet light (panel B)
and then incubated for 4 hours at 37°C. Cells were stained using Annexin V
APC Assay Reagent at a 1:200 dilution in 1X Binding Buffer for 15 minutes at
RT in the dark. After centrifugation and removal of the supernatant, cells
were resuspended in 1:100 DAPI in PBS.
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10.Notes
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Technical Support
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Austria

wissenschaftlicherdienst@abcam.com | 019-288-259
France

supportscientfifiqgue@abcam.com | 01.46.94.62.96
Germany

wissenschaftlicherdienst@abcam.com | 030-896-779-154
Spain

soportecientifico@abcam.com | 91-114-65-60

Switzerland

tfechnical@abcam.com

Deutsch: 043-501-64-24 | Francais: 061-500-05-30
UK, EU and ROW

technical@abcam.com | +44(0)1223-696000

Canada

ca.technical@abcam.com | 877-749-8807
US and Latin America
us.technical@abcam.com | 888-772-2226

Asia Pacific

hk.technical@albcam.com | (852) 2603-6823

China

cn.technical@abcam.com | +86-21-5110-5938 | 400-628-6880
Japan

technical@abcam.co.jp | +81-(0)3-6231-0940

Singapore

sg.technical@abcam.com | 800 188-5244

Australia

au.technical@abcam.com | +61-(0)3-8652-1450
New Zealand

nz.technical@abc.com | +64-(0)9-909-7829
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