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6. TRWTETEFLRBABIRMFE, OF, BRSHR, BRRE.

Annexin V-FITC/PI Apoptosis Detection Kit Instructions

1. For suspension cells

A. After inducing apoptosis, centrifuge the cells at 1000g (approximately 2000 rpm)
for 5 minutes. Discard the supernatant, collect the cells, resuspend them gently in
PBS and count the cell number. Note: Resuspension in PBS is indispensable, as it
also serves the purpose of washing the cells to ensure the subsequent binding of
Annexin V-FITC.

B. Take 50,000 - 100,000 resuspended cells, centrifuge at 1000g for 5 minutes,
discard the supernatant, and add 199 pl of Annexin V-FITC working buffer to
resuspend the cells gently.

C. Add 1 pl of Annexin V-FITC and mix gently.

D. Add 5 pl of propidium iodide (PI) staining solution and mix gently.

E. Incubate the mixture at room temperature (20—-25°C) in the dark for 10-20
minutes, then place it on ice. Light shielding can be achieved using aluminum foil.
During incubation, resuspend the cells 2-3 times to improve the staining effect.

F. Immediately perform flow cytometry analysis. Annexin V-FITC emits green
fluorescence, while propidium iodide (PI) emits red fluorescence. If fluorescence
microscopy is used for detection, centrifuge the cells at 1000g for 5 minutes, collect

the cells, resuspend them gently in 50-100 pl of Annexin V-FITC binding buffer,
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prepare cell smears, and observe under a fluorescence microscope.

2. For flow cytometry analysis of adherent cells

A. Aspirate the cell culture medium into an appropriate centrifuge tube. Wash the
adherent cells once with PBS, add an appropriate amount of trypsin digestion
solution (without EDTA) to digest the cells. Incubate at room temperature until the
adherent cells can be detached by gentle pipetting, then aspirate the trypsin
digestion solution. Avoid over-digestion with trypsin.

B. Add the cell culture medium collected in step 2A, mix slightly, transfer to a
centrifuge tube, centrifuge at 1000g for 5 minutes, discard the supernatant, collect
the cells, resuspend them gently in PBS and count the cell number. Note: Adding
the cell culture medium collected in step 2A not only allows the collection of
suspended apoptotic or necrotic cells, but also the serum in the medium can
effectively inhibit or neutralize residual trypsin; residual trypsin will digest and
degrade the subsequently added Annexin V-FITC, leading to staining failure.

C. Take 50,000 - 100,000 resuspended cells, centrifuge at 1000g for 5 minutes,
discard the supernatant, and add 199 pl of Annexin V-FITC working buffer to
resuspend the cells gently.

D. Add 1 pl of Annexin V-FITC and mix gently.

E. Add 5 pl of propidium iodide (PI) staining solution and mix gently.

F. Incubate the mixture at room temperature (20-25°C) in the dark for 10-20

minutes, then place it on ice. Light shielding can be achieved using aluminum foil.
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During incubation, resuspend the cells 2-3 times to improve the staining effect.

G. Immediately perform flow cytometry analysis. Annexin V-FITC emits green
fluorescence, while propidium iodide (Pl) emits red fluorescence.

3. For in situ fluorescence microscopy analysis of adherent cells

A. After the completion of apoptosis induction, aspirate the cell culture medium
and wash the cells once with PBS.

B. Add 199 pl of Annexin V-FITC working buffer.

C. Add 1 pl of Annexin V-FITC and mix gently.

D. Add 5 pl of propidium iodide (PI) staining solution and mix gently.

E. Incubate the cells at room temperature (20-25°C) in the dark for 20 minutes, then
place them on ice.

F. Immediately observe the cells under a fluorescence microscope. Annexin V-FITC
emits green fluorescence, while propidium iodide (Pl) emits red fluorescence.
Note:

1. As a metal ion chelator, EDTA can chelate Ca2* and interfere with the test results;
please use EDTA-free trypsin for cell digestion.

2. Bacterial or fungal contamination will seriously affect the test performance.

3. Please complete the test within 30 minutes after staining, otherwise the number
of apoptotic and necrotic cells will increase significantly.

4. Fluorescent substances are prone to quenching. When conducting fluorescence

observation, minimize the observation time as much as possible, and also keep
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them away from light during operation and storage.

5. The PBS used for cell washing and the positive stimulant for inducing apoptosis
need to be prepared by yourself.

6. Please wear a lab coat, disposable gloves and surgical mask during the

experiment to avoid contamination and ensure safety.



