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@ o Prepare Annexin V 9 Prepare the sample 9 Wash
Analyze by .

Binding Buffer 1X cells twice in
Flow Cytometry. 3 —~ "
Samples can be run -~ - S
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up to 1 hour after < > ; = - buffered .
Shding RlazARD \.(-\ s ”’mf:\n’}a Apoptotic Cells saline (PBS)

~ | Apoptosis Assays
gnﬁ,ﬂﬁ\i'gﬁ;’.'g;ﬁﬁe, / \ a Detection of programmed cell death
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Incubate the cells at room

or apoptosis by flow cytometry

Add 5pl of 10pM
DilCl(5) and incubate

Resuspend cells in the cells at 37°C, 5%

N : Annexin V Binding ]
:mgiﬁfgaﬁng?r B Buffer (concentration 1 CO2, for IS minutes
x 108 cells/ml)
Apoptosis is a regulated process of cell death that occurs during embryonic development
as well as maintenance of tissue homeostasis. The appearance of non-regulated apoptosis involves the
possibility of different diseases, such as neurodegenerative disease and cancer.
S ~ © s ADVANTAGES
g || Add to each 100yl of i ralosir
|| cell suspension: tem : = e
[ perate Highly sensitive assays to detect early to late events.
KKeep the cells in Annexin f a. 5 pl of ANXVF/ANXVPE phosphate- @ gty Y : Y
 Binding iifes once the b. 5 pl of PL/7AAD bulfred . ® Large number of assays to detect different parameters.
annexin V is added. saline (PBS) ® Very well validated in flow cytometry with many different type of cells (Jurkat, HL60, U266, whole

blood, astrocytes, among many others) and many different type of drugs (Cytarabine,
Camptothecin, Etoposide, Methotrexate, among many others).
@ Different fluorescent options for multiple laser excitation sources.

APOPTOTIC MEMBRANE ASSAYS

PRINCIPLE OF MEMBRANE ASSAYS

" . During the earliest apoptosis, phosphatidylserine(PS), normally located on the cytoplasmic surface of the cell
0 More information membrane, becomes exposed to the extracellular environment, causing changes in membrane asymmetry
and permeability.

Please contact with our technical
department, for request bulk and

SR e R B T The human vascular anticoagulant, annexin V, is a 35-36KDa Ca2+ dependent phospholipids binding protein

G that has a high affinity for PS, and shows minimal binding to phosphatidylcholine and sphingomyelin.
tech@immunostep.com
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Address: Avda. Universidad de Coimbra, s/n Live Cells ApoptoticCells Dead Cells

Cancer Research Center (C.1.C))
Campus Miguel de Unamuno
we know how 37007 Salamanca (Spain)

Immunoste p Tel./ Fax: (+34) 923 294 827

Immunostep Apoptosis Detection kit offered by Immunostep provide the perfect way to identify and
E-mail: info@immunostep.com

: quantitate apoptotic cells on a single cell basis by flow cytometry.
www.iImmunostep.com




REAGENTS SUPPLIED WITH PLASMA MEMBRANA ASSAYS FLUOROCHROMES FOR APOPTOSIS ASSAYS

Content of the Rit Images after analyzing Maximum ! __
Abbreviation Name Excitation Laser Line (nm) Excitation Peak WeOn e Deslh Becomilismi ban
FITC Annexin V (ANXVF), 100 test, NON-TREATED TREATED M Peak (nm) Pass Filter (nm)
provided in Liguid form in buffer
containing Antibody Stabilizer, PBS 3. * CF-Blue™ CF405M 405 - Violet laser 405 450 450/50
ANXVKF-100T (PH7.4) 1 FITC Fluorescein Isothiocyanate 488 - Blue Laser 495 519 530/30
DR . Propidium lodide Staining Solution (P1), ¥ N PE R-Phycoerythrin 488, 532, 561 - Blue Laser 496,564 578 585/42
- Fluorescein 100 test in PBS (PH 7,4) or 7-Amino- g
Isothiocyanate Actionomycin D (7AAD), Staining B * Dy634 Dyomics 634 223'53353,;;635' Eeliand 635 658 660/20
(Blue Laser) Solution 100 test in PBS ot
(PH 7.4) Pl Propidium lodide 488, 532, 561 - Blue Laser 351 617 585/42
Annexin V Binding Buffer 10X (BBIOX), 7-AAD 7-Aminoactinomycin D 488, 532, 561 - Blue Laser 546 647 660/20
50 ml. 0,IM Hepes/NaOH (PH 7,4) 1,4 z. : 11'33.3'3"-hexamethylindodicarbo- 595, 633, 635, 640, 647
M NacCl, 25 mM CaCl2 cyanine iodide (MitaStep ed Laser
) DilCl1(5) ine iodide (MitoStep) Red L 638 658 660/20
*CF-Blue™ conjugated antibodies are provided under an agreement between Biotium Inc. and Immunostep
PE Annexin V (ANXVPE]), 100 test, i 3 Dy634 conjugated antibodies are provided under an agreement between Dyomics GmbH and Immunostep

provided in Liquid form buffer
containing Antibody Stabilizer, PBS
(PH7.2)
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APOPTOTIC MITOCHONDRIAL ASSAYS

ANXVKPE-100T

7-Amino-Actinomycin D. (JAAD) 500
s pl in PBS and 0,09% NaN3 (sodium
R-Phycoerythrin azide), pH 7.2
(Blue Laser)

"
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PRINCIPLE OF MITOCHONDRIAL ASSAYS

_ Viable

Annexin V Binding Buffer 10X (BBIOX),
50 ml. 0,IM Hepes/NaOH (PH 7,4) 1,4
M NaCl, 25 mM CaCl2

Depolarization of the sub mitochondrial and therefore changes in the mitochondrial membrane potential AY

RS- have been described during early stages of apoptosis. Mitochondrial uptake of cationic dyes is a possible
source of fluorescence variance.

7 AADIFLEH LOGARITHMIC
7 AADIFLI-H LOGARITHMIC
1

Dy634 Annexin V (ANXVDY), 100

test, provided in liquid form in buffer
containing Antibody Stabilizer, PBS,PH
74

Cationic dye

3% 4— Cationicdye

ANXVKDY-100T

Propidium lodide Staining Solution (P1), AiApoptotic

Dy634 - Dyomics 100 test in PBS (PH 7,4)

634 (Red Laser) sl

Annexin V Binding Buffer 10X (BB10X),
50 ml. O,IM Hepes/NaOH (PH 7,4) 1,4
M NaCl, 25 mM CaCl2

PIFL2H LOCARITHMIC
L
PIFL2-H LOGARITHMIC

Live Cells Apeoptotic Cells

MITOCHONDRIAL ASSAYS: Reagent supplied

1 wa 3
Annexin V - DY634FLe-N LOGARITHMIC

CF-BlueTM Annexin V (ANXVCFB), 100
test, provided in Liquid form in buffer
containing Antibody Stabilizer, PBS

ANXVIKCFB-100T (PH7.2) ! : :
Visble 3
CE-Blue - Propidium lodide Staining Solution (PI)
CF405M or ?-Amino-Agtionomycin D (7AAD), . 3
(Violet Laser) ‘Spt;w;:? Solution 100 test in PBS ! £
: Ldbimatich DIICI(5), 500
Annexin V Binding Buffer 10X (BBI10OX), ) ) ) ) MitoStep uloflOuM in 633 658
50 ml. 0,]M Hepes/NaOH (PH 7,4) 1,4 Flow cytometry ar.walysm of jurkat cells (T-cell leukemia, human) treated with DMSO
M NaCl, 25 mM CaCl2 6uM camptothecin for 4h at 37°C, 5% CO2.
*Browse our catalog for information on the individual components
e “a " e ea T bl
PROTOCO B TS s
DilC1(5), 500
@ Analyze b 0 F repanE Annese ¥ 9 Prepare the sample 9 Wash ploﬂép)M in 633 658
yze by . Binding Buffer 1X cells twice in KMAF-100T DMSO
Flow Cytometry. = ., -~ (@fiiparate :
ESTopllisoEarr;?t:rmn - ;i > phosphate- MitoStep + FITC g F
adding PI/7AAD S LA - - bufrered Apoptosis Detection I<it ANXVKF ‘ ]
\‘(:‘_J ‘hmﬁ\w Apoptotic Cells saline (PBS) - FITC 490 5ot § i
- e Apoptosis g
T Detection Rit |
" _ : / "
Add 400 pl of 1X Warning: DilCI(5), 500 \
Annexin V Binding Buffer i e HIofIOpM in 633 658 E'- / \ J.' .
= ; IKeep the cells in Annexin KMAPE-100T DMSO s / 5‘& / \ H
I Resuspend cells in Sy s - v, \ \ e
[ Add to each 100yl of Annexin V Bindin MiBinding Buftaronce the : - 8, : ~ 8,
el i1 H — g SV e MitoStep + PE Apoptosis - . . .
| T - | | cell suspension: Buffer (concentration 1 : Detection It ANXVIKPE - MitoStep-APC-A MideStep APC-A
-~ @ s [ a.5 pl of ANXVF/ANXVPE x 106 cells/ml) PE Apoptosis 488 .

temperature (25°C) for 15 l’

minutes in darkness ReHlaF Rl aNa0

*Jurkat cells *T/cell leukemia, human( treated with 6 pM Camptothecin

Detection Rit for Four hours /both panel.



