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Before use, thoroughly read these Instructions.

Intended Use
The MEBCYTO Apoptosis Kit (Annexin V-FITC Kit) is intended for the detection
of early stage of apoptotic cells in research samples. For Research Use Only. Not for

use in diagnostic procedures.

Summary and Explanation

Apoptosis, a term that describes regulated cell death, is fundamental feature of many
biological processes including normal development, homeostasis, and disease. Early
during the process of apoptosis, cells lose their phospholipids membrane asymmetry
and expose phosphatidylserine (PS) at the cell surface. This process can be monitored
by using Annexin V which is a Ca*" dependent, phospholipids-binding protein with
high affinity for PS, and is useful for identifying apoptotic cells with exposed PS.
Translocation of PS to the external cell surface is not unique to apoptosis, but occurs
also during cell necrosis. The difference between these two forms of cell death is that
during the initial stage of apoptosis the cell membrane remains intact, while at the very
moment that necrosis occurs the cell membrane looses its integrity and becomes leaky.
Therefore, necrotic cells easily stained with Propidium Iodide (PI) as well as Annexin V,
where as Apoptotic cells stained only with Annexin V.

The MEBCYTO Apoptosis Kit (Annexin V-FITC Kit) can identify cells in an earlier

stage of apoptosis than assays based on DNA fragmentation.

Principle
When staining the cells with Annexin V-FITC and Propidium Iodide (PI), it can be used

in a bivariate analysis to distinguish between cells undergoing apoptosis (PI negative)

and those that are necrotic or dead (PI positive).
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Materials provided

Each kit contains:

Name Materials Quantity (for 1 kit)
Annexin V-FITC FITC conjugated Annexin V (ready-for-use) 1.0 mL x 1 vial
Propidium Iodide Propidium Iodide (PI) (100 pug/mL) 0.5 mL x 1 vial
(PI) (ready-for-use)

Binding Buffer Binding buffer (ready-for-use) 50 mL x 1 bottle

These reagents are sufficient for 100 tests.

Storage

All kit components must be stored at 2-8°C.

Expiration

Please see the label of this kit.

Materials and equipment required
* Phosphate buffered saline (PBS)

+ Adequate test tube

+ Adjustable micropipette

- Fluorescence activated cell sorter

Precautions

1. Annexin V-FITC contains sodium azide (0.09%) as preservative. Azide may react

with copper or lead in plumbing system to form explosive metal azide. Therefore,

always flush with plenty of water into a drain when disposing materials containing

azide.

2. Propidium lIodide (PI) is highly toxic. Handle with care.

3. This kit is intended for research use only. Not for use in diagnostic procedures.

Procedure

¢ Preparation of Reagents
All reagents are ready for use.
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¢ Assay procedure
Since apoptosis is a very rapid and dynamic process, we recommend that you perform

analysis immediately after staining.
STEP A. (Sample Staining)

)
2)

3)
4)

5)

Induce apoptosis by desired method.

Wash the cells (2.0 x 10° cells) to be used for staining once with PBS.

Note

For adherent cells, trypsinize and gently wash cells once with serum-containing medium
followed by wash once with PBS.

Resuspend the cells in 85 uL of Binding Buffer.

Add 10 pL of Annexin V-FITC and 5 pL of Propidium lodide to 85 uL cell
suspension prepared as given by STEP A.-3.

Mix well and incubate at room temperature (20-25°C) for 15 minutes in the dark.

STEP B. (Analyzing the stained cells by Flow Cytometry)

)
2)

After incubation (STEP A.-5), add 400 puL of Binding Buffer.

Measure the cell sample by Flow Cytometry using a single laser emitting excitation
light at 488 nm.

Note

The signal generated by Annexin V-FITC can be detected in the FITC signal detector (usually
FL1). The signal generated by Propidium lodide can be monitored by the detector for
phycoerythrin emissions (usually FL2 or FL3). In case the multicolor assay, careful callibration

of the flow cytometer is needed to compensate for the overlapping emission.

¢ Example of assay result
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Fig. 1 Example of assay result

A: Viable Jurkat cells (negative control).

B: Flow Cytometry analysis of the Jurkat cells induced apoptosis by anti-Fas antibody
(MBL; code no. SY-001).
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Name Materials Quantity (for 1 kit)

Annexin V-FITC FITC conjugated Annexin V (ready-for-use) 1.0 mL x 1 vial

Propidium Iodide Propidium Iodide (PI) (100 pg/mL) )
0.5mL x 1 vial

(PI) (ready-for-use)

Binding Buffer Binding buffer (ready-for-use) 50 mL x 1 bottle
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Fig. 1 Example of assay result

A: Viable Jurkat cells (negative control).

B: Flow Cytometry analysis of the Jurkat cells induced apoptosis by anti-Fas antibody (MBL;
code no. SY-001).
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