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1. PRODUCT DESCRIPTION

Tested application: flow cytometry 

Species reactivity: All mammalian 

Storage buffer: aqueous buffered solution containing protein stabilizer and 0.09% sodium 
azide (NaN3). Recommended usage: Immunostep’s Annexin V,  is intended for the 
identification and enumeration of apoptotic cells. This reagent is effective for direct 
immunofluorescence staining for flow cytometric analysis using ≤1 x 105 cells in 100 µl 
volume of Annexin V Binding Buffer. 

Presentation: liquid 

Reagent provided: 100 test (5µl/test) 

6. MANUFACTURED BY: IMMUNOSTEP S.L.
Address:     Avda. Universidad de Coimbra, s/n  

   Cancer Research Center (C.I.C) 
    Campus de Unamuno 
    37007 Salamanca (Spain) 

Telf./fax:      (+34) 923 294 827 
E-mail:         info@immunostep.com 

  www.immunostep.com
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Large description: Apoptosis is characterized by a variety of morphological features. One of the 

earliest indications of apoptosis is the translocation of the membrane phospholipid 

phosphatidylserine (PS) from the inner to the outer leaflet of the plasma membrane. 

Once exposed to the extracellular environment, binding sites on PS become available for 

Annexin V, Ca2+ -dependent, phospholipid binding protein with a high affinity for PS. The 

translocation of PS precedes other apoptotic processes such as loss of plasma membrane 

integrity, DNA fragmentation, and chromatin condensation. As such, Annexin V can be 

conjugated to biotin or to a fluorochrome, and used for the easy, flow cytometric identification 

of cells in the early stages of apoptosis. 

Membrane potential (∆Ψ) is generated and maintained by concentration gradients of ions 

such as sodium, potassium, chloride, and hydrogen. MitoStep uses a cationic dye  DilC1(5) (1,1

´,3,3,3´-hexamethylindodicarbo-cyanine idodide) for the study of mitochondrial ∆Ψ.  

During the apoptosis occurs depolarization of the membrane and as a result there is an 

increase in cells with less DilC1(5) fluorescence.(1-7)

2. PROTOCOL
Staining cells protocol with DilC1(5), Annexin V and Non-Viable cells solutions (PI and 7-AAD).

1. Prepare Annexin V Binding Buffer: 10 mM Hepes/NaOH (pH 7,4) 140 mM NaCl, 2,5 
mM CaCl2 . 

2. Induce apoptosis in cells using the desired method. A negative control should be 
prepared by untreated cells, that is used to define the basal level of apoptotic and 
necrotic or dead cells.

3. Harvest the cells after the apoptosis induction. 
4. Wash cells twice with temperate PBS and resuspend cells in temperate phosphate-

buffered saline (PBS) at a concentration 1 x 106 cells/ml.
5. Add 5 µl of 10µM DilC1(5).
6. ncubate the cells at 37 ºC, 5% CO2, for 15 minutes.
7. Wash cells twice with temperate PBS and resuspend cells in 1 X Annexin-binding buffer 

at a concentration 1 x 10 6 cells/ml.
8. Add 5 µl of the Annexin V-FITC and 5 µl of PI, to each 100µl of cell suspension.
9. Incubate the cells at room temperature for 15 minutes at room temperature (25ºC) in the 

dark.
10.After incubation period, add 400 µl of 1X Annexin-binding buffer. Analyze by flow 

cytometry within one hour.

3. WARRANTY

Warranted only to conform to the quantity and contents stated on the label or in the product 

labelling at the time of delivery to the customer. Immunostep disclaims hereby other 

warranties. Immunostep’s sole liability is limited to either the replacement of the products or 

refund of the purchase price.
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Figure 1. Jurkat cells (T-cell leukemia, human) treated with 6 µM camptothecin for four 
hours (both panel).
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