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freei (3 EBPOIEHACKH COLMAJIEH GOHJL 2007 - 2013 B TCOTHIINE "
HORHBUAISE MMHHUCTEPCTBO HA OFPA30BAHUETO 1 HAYKATA RO Lo

OTIEPATUBHA ITPOI'PAMA , PA3BUTHE HA YOBEILKWTE PECYPCH”

BG051P0O001-3.3.06 -0059

OYHJAMEHTAJIHO U INPUJIOXHO OFYYEHHE
HA TIOKTOPAHTH, IOCTIOKTOPAHTH,
CIIEIIHAJIM3AHTH U MJTAJIM YUYEHU
B UHTEPAWUCUMITVIMHAPHU BUOJIOTUYHU HATIPABJIEHUS
H HHOBALTMOHHU BUOTEXHOJIOT YU,
benepununenr:

MHCTHTYT 10 GHOJIOTHS M HMYHOJIOTHS Ha pa3MHOXaBaneTo "Axan. Kupun Bbparanos”
ITapTHBOpH:

Codwmiicku Vuusepcurer ,,Ca. Kimument Oxpuncku”, Buonorngeckn Pakynrer
XUMHKOTEXHOJIOTHYEH ¥ METATYPrUueH VHHBEPCHTET, KATEAPa .. BHOTeXHOMOTHs"

IIporen OO/]
' OG6pazen Ne 3
1O NBUP - BAH
Oymn. ,,Llapurpajicko moce” Ne 73
rp. Codpmna
TEXHUYECKA O®EPTA

3a yyacTie B OTKPHTA IPOIleAypa 3a Bh3JIarae Ha obIecTBeHa IOPBYKa C NIPEAMET:

«Jocmaska na mamepuanu /peakmusu/ u koncymamusu no o6ocobenu nozuyuuy

3A OBOCOBEHA TIO3ULIVS No 1 ume .

Hacrosimara odepra e nonanena or: Ait Bu Jln benrapus OOIl/naumenosanue na yuacmuuxa/,
EHI(/ByJICTAT 200123131, 3anuyeHy nognucy -

un.2, an.1 ot 33N

VYBAXAEMA I'OCTIOXO JIUPEKTOP,

3anuueH nevart - un.37, anl ot 33K -
TbProBcka TanHa;

3anuyeH nognuc - yn.2, an.1 ot
33n0

3anuuyenn nognucy - un.2, an.l ot
3354

IIpoexThT ce oChLeCTRABA ¢ PHHAHCOBATa IOAKPEIA Ha ONCpaTHBHA nporpama ,,Pa3sBUTHE Ha YOBELIKHUTE pecypcu”
2007-2013, chpunancupana ot Eponefickus cb1o3 1pe3 “EBponeickm counancH GoHm
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1. C Hacroamero
sy

CACTaBAMC HalllaTa TCXHHYCCKA O(bep’ra 3a !
.. (oghepmama ce uszomes 3a acsika 060cobena nOUYUS NO OMOENHO) OT TIOPHYUKATa.

HpezmaraMe CJICOHUTE aerKme 3a 0600066H3Ta NO3UIHUA, ITIO KOSAATO y‘-laCTBYBaMe, KaTo npwlaraMe
TOTBJIHEHA TabJuIa, TOKa3Balla ChOTBETCTBHETO HA TIpe/IaraHUTe OT HAC apTHKYJH ¢ H3UCKBAHUATA HA
Bro3moxurens:

37 |OIl P- | Kut 3a ¢ukcarms 1 | onaK Kur 3a dukcanus u| 88-8824-00, eBioscience,
3-1 nepMeabunau3alyi B €IHA CTHIKa, | OBKA nepMeabuIH3alus B €1Ha 100 tests
ChIbpIKalll KOHIICHTpAT 7] CThITKA, ChIIbpXKall
paspenuren, TOAXO/ALL 3a KOHLIEHTPAT u
U3NOA3BaHE C AHTUTENIA Cpery paspeauTes,  MOIXOMALL
[HTOKUHH, TPaHCKPHIIIHOHHK 3a H3M03BaHe c
(dakTopH W HYK/ICapHH NPOTCHHY; aHTHTENa cpery
100 ma [UTOKHHH,
TPAHCKPUIILIMOHHA
dakTopH M HyKIeapHU
nipotenHn; 100 mn
38 |OIIP- | Kur 3a meTekmus Ha anomrosa, | omak Kur 3a perekums Ha 88-8005-74 ,
3-2 cpabpkai: Anekcu V - FITC, 10x | oBka anomnro3a, ceappxait: | eBioscience, 200 tests
6ydbep 3a cBbp3BaHe u IIponHavieB AnexcuH V - FITC, 10x
#Womun; omakoska 3a 100 Tecta 6ydep 3a cBbp3BaHe W
IIponuawves Homun;
omakoBska 3a 100 tecta
39 |OIIP- [Kur 3a jeTekiys Ha amonTo3a, | OMmaK Kur 3a njerekuus Ha 88-8007-74 ,
3-3 coappxam: 10X Oydep  3a| oBka amonTto3a,  cpappxam: | eBioscience, 200 tests
cBbp3pane; AnexcmH V - APC; 10X 6ydep 3a cBbp3Base;
pastBop Ha [Ipormumuer iiommm; Anexcurn V- APC;
onaxoska 3a 200 Tecra pastBop Ha Ilponmnues
onuna; omakoBka 3a 200
TECTA
40 |OITP- |Kur 3a pgeTeknua Ha anonro3a, | omak Kur 3a pgerekuust Ha BMSS500F1/100 ,
3-4 coappkan: Anekcun  V-FITC, | oBka anorTosa, CbABPIKAIL; eBiosciencel00 tests
pastBop Ha [lponmaweB Homup, AHeKCHH V-FITC,
Anexcun V Oydep 3a cBbp3Bane ; pasteop Ha IIpommaues
omnakoBka 3a 100 tecta Womua, AHekcMH V
G6ydep 3a cebp3Bame |
onakoska 3a 100 Tecta
41 |OITP- |KuT 3a peTekuMs Ha anomTosa, | Omak Kur 3a pmerekuuss Ha| APOAC-IKT, 200 tests ,
3-5 ceabpxam: Anexcun V-Cy3; 6-| oBka | anonTosa, cuu,pmam Zigma
carboxyfluorescein  diacetate (6~ AHekcHH . VE ?“ 3:2?;;1;?:%;-“’37' ant o 33K -
CFDA)' 10)< 6y(bep 3a CBBpP3BaHe, 3anuueH no,qnwcv- un.2, an.1 ot 33114

carboxvﬂuoregcé

P

TIpOEeKTHT Ce OCHIECTBABA C (bpmchonaTa nojkpena Ha OnepaTuBHA NPOTPaMa ,,FASEUTHE HA YOHEIKIUT-Peeypers

upe3 “Epponeickus counaneH o
3anunyenn nognucu - 4n.2, an.l

2007-2013, cpdunancupa

3anuyeH nognuc - yn.2, an.1l
ot 33N

o6

= — A

3anunyeH

ot 331

nognuc - 4n.2,
an.1 ot 33/14
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3anuyeH nevat - un.37, anl ot 33K -
TbproBcka TaiHa;
3anuyeH noanuc - yn.2, an.1 ot 33N

AN €KBUBAJIEHT; omnakosBka or 100 diacetate:(6:CFDA). .30 %
TECTa 6ydep 3da cBBp3BaHE; A0TH
€KBHBAJICHT; OTAKOBKa OT
0 Tecta
42 { OIT P- { Apo-BrdU amonrtosa JeTeKTHpaI | OIAK 3 Apo-BrdU amorrrosa | 88-6671-88, eBioscience,
3-6 KUT WA €KBHBAJICHT OBKa OCTEKTHpall KAT WK 100 tests
€KBHBAJICHT

3abenexka: Komomm (1) — (5) or Tabmumara ce mombiBar ChrilacHO TexHuueckata Cnenupukanus Ha
Branoxwurens - [Ipunoxenue Ne 1 ot moxyMeHTanuaTa 3a yuactue — 6e3 a ce npoMenar !!

2. CpokbT 3a U3IIBIHEHHE HAa JOCTABKH 1O 00ocobeHaTa mo3WNnus, CleN MOoNyvyaBaHe Ha Bb3JIararelHo ITHCMO OT
Bo3noxutens ¢ no 1 (egwH) kajeHgapeH mAeH (vuwumym | Oen u ne noeewe om 45 xanendapuu Onu. Ilpu
HEeNnonwagane om YUacmHuKka ce npuema 43 xan. Onu).

3. 3a o6ocobenn mo3ummu Ne 1 — 38: OCTaThUHHUAT CPOK Ha TOAHOCT Ha MpenJiokKeHUTe ¢ odeprara CTOKH KbM
Aarata Ha jocTaBka we Gene 10 (aecer) meceua (we no-manko om 9 meceya, Kvoemo e npuroocumo). Ilon
OCTaTbUeH CPOK HA TOMHOCT Ce MMa MpEeIBHA BPEMETO 33 KOETO PeakTHBBLT € rofeH 3a yrnoTpeba crel A0CTaBKa B
crpajgara Ha Beanoxurens.

4. Axo OpaeM U30paHH 3a M3IBIHHUTEN CE€ AHTAKHUpaMe [a OCHIYPHM IpeUIoKeHUuTe ¢ odeprara CTOKH 3a LeNus
CPOK Ha I0roBOpa. B ciryuaii, ye mopajy HeNpeaBUACHH 0OCTOATEIICTBA ChIUTe GbJAT COPEHU OT MPOU3BOACTBO CE
AHTAXHUPAME 13 NPEIOKUM MPOIYKT C eKBHBAJICHTHH MIIH CXOHH XapaKTEPHUCTHKH.

5. OcurypsiBaMe CIeTHOTO BpeMe 3a pPeakilis, IPH ToNaleHa peKaMallis Ha apTHKY/ OT cTpaHa Ha Brninoxurens,
CBIJIACHO YC/IOBMATA HA A0roBopa: 1 (eamm) KajeHaapeH aeH (Munumym 1 u maxcumym 14 xanendapnu onu. Ipu
Henowvigane om ywacmuuxka ce npuema 14 xan. OHu). B mOCOYEHHS CPOK Te OTrOBOPHM Ha Bhamoxures
000CHOBaHO B IHCMEH BHJ JaJIM NpHEMaMe WIH OTXBbpJIAME peKIaMalyaTa,

6. Crokure (C H3KTIOYCHUC Ha PCUUKIHPAHH Tonepu) e ¢€ NOCTaBAT B OpHIMHANIHA, HCHAPYIICHA OMAKOBKAa Ha
NPOM3BOAMTEIIA, IIPH CIIA3BaHE HA YCJIOBHATA H& NIPOU3BOAUTESA 32 TPAHCIIOPT H ChbXPaHEeHHEe Ha apTHKVIIA.

7. Ilpn mocTaBKa, CTOKHTE INe OBAAT MPUAPYKEHH OT TPUIOKHMHTE 3a CIyyasd CepPTHQHKATH H JOKyMEHTH,
M31aJIeHH OT TIPOU3BOUTENS W/UITH KOHTPONHPAILM OPraHH3ailHH,

8. IlonaBaneTo Ha HacToslaTa TeXHMYecka odepTa ymocToBepsBa Ge3yCIOBHOTO NpHEMaHe OT HAIIA CTPaHA HA
BCHYKA M3HMCKBAHHA M 3aIb/DKCHWA, TOCTAaBCHH OT Bw3nokutens B npoBexIaHaTa NpOLEAypa 3a ChOTBETHATA
obocobeHa mo3uIA.

! BAXWHO: Ako y4acTHHKBT nojaBa odepra 3a noBede oT eana 00ocobena nosuumsa, Mk Ne 2, T.e. Texuuuecka
o(epTa ce mpeacTaBs 3a BCAKa 060C00CHA MO3UIHA 110 OTAEIHO B OTAEIEH IUTHK Ne 2 U C€ HaJNHCBA 1O CIETHUA
HAYHUH:

» FIMe Ha YUacmHUuKa: .........ovveennenn.n.

IIpeonooicenue 3a usnvanenue na nopvuxama no obocobena nosuyua Ne ... "

3anuyeH nevart - un.37, anl ot 33K -
TbproBcka TanHa;
3anuyeH noanuc - yn.2, an.1 ot 33N

[Mara 08.082014 -
rp. Codus / nopnMcAeuar/

|3an|/|qu|/| NWYHKU aaHHM - yn.2, an.1 ot 33/ |

Ait Bu JIu Bearapus OOJ]

an.1 ot 3314

3anuyeH nognuc - un.2, an.l
ot 3311

3anuyenu nognucu- un.2,

TIpoexThT ce OChUIECTEABA C PprHancobara noakpena Ha OnepaTyBHa nporpama ,,PasBUTHe Ha YOBELIKHTE PECYpCH

2007-2013, ceunancupana ot Erponeiickus o3 upes “Epponetickus conpanen ¢ponn” 3anuyeH noanuc -
un.2, an.1 ot 3317
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At By in Bbarapus
Codun 1756
X.K. AbpeeHunua ba. 48, sx. B

3anuyenn gaHuu - 4n.37, an. 1 ot 33K - Tbproscka
TanHa

3anunyenn gaHHuM - 4n.37, an. 1 ot 33K -
Tbproecka TanHa

M3x. No: 165/07.09.2014
o

3anunyenn NnYHKn gaHHm - un.2, an.1 ot 33514

lipeAcenaTten Ha kKoMucusTa

WBWP BAH - Codna
Byn. Uapurpagcko woce 73
rp. Codous

OtHocto: OTkpuTa npoueaypa 3a Bb3naraHe Ha o6LIeCTBEHa NOPBLYKA C NPEAMET:

Ysaxkaemn r-H MiBaHoB,

“flocTaBka Ha MaTepuanm u peakTMBW U KOHCYMAaTUBU N0 060CO06EHM NO3UUMK® ¢ 39 060co6eHN nosnuum,
oTkpuTa c pewenne N 375-HO ot 20.06.2014r. Ha BbanoxuTens

CovrnacHo npotokon ot 12.08.2014 no un. 68, an. 7 ot 300 or paborata Ha Komucusta no
OTBAPsAHE, NPOBEPKa W KOHCTATUPaHe Ha HaNWMYUETO U CHLOTBETCTUETO Ha NPEACTABEHUTE [OKYMEHTU B
navk N 1 no ofwecTseHa nopbyka ¢ npeamert: “/loctaBka Ha maTepuanu u peakTuBu U KOHCyMaTUBM no
o6ocoGeHn nosvumu” ¢ 39 060cOBEHM NO3MUMM, OTKpUTA C peweHve N 375-HO ot 20.06.2014r. Ha

Br3noxutens, Monsa npuemere criejHUTE JOKYMEHTW U Pa3siCHEHWA;

1o ToukMTE OT NpoTOKONAa:

3anun4yeHn TEKCTOBE, TbI KaToO ce OTHACAT 40 Apyrn 06ocobeHn nos3mumn.
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4.1.1. OnucareneH nuct 3a 06. Mo3uums 3 /Beuukn nognosuuum ot 3.1.-3.6/ ¢ NpUNOXeH eneKkTPoHeH
HOCMTEN C METOANKN Ha aHrNMACKK M Gbnrapcku.

4.1.2 npunoxeHa — 3anucaHa Ha enekTpPOHHUA HocuTen

4.1.3 npusioXeHa — 3anncaHa Ha eneKkTpoHHUA HocuTen

4.1.4 KaranoxHus Homep 3a noanosvyusa 3.6 e 88-6671

3anuyeHn TEKCTOBE, TbI KATO Ce OTHACAT 00 Apyru 0060co6eHM nosnuyunn.
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Заличени текстове, тъй като се отнасят до други обособени позиции.


3anuyeHn TEKCTOBE, ThI KaTo ce OTHACAT 40 Apyrkn 060cobeHn No3numn.

3anunyeH noanuc - un.2, an.1 ot 33114

C YsaxeHwe,

|San|/|quv| NNYHKU JaHHK - yn.2, an.1 ot 33/

/Ynpasuten/

07.09.2014r.
Codus
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OMNUCATEJIEH NUCT 3A NMPEAOCTABEHUTE METOOQMKU HA OUCK MO OBOCOBEHA

no3uvma 3

HOMEP
oTon

HAMMEHOBAHUE

UME HA ®ANNA

on pP-341

Kut 3a cukcaumss v nepmeabunusauma B epHa
CTblKa, CbAbPXall KOHLUEHTpaT W paspeauTen,
noaxoAsl| 3a M3NOM3BaHe C aHTUTEna cpeuyy
LITOKMHM, TPaHCKPUNLMOHHU cakTopu "
HykneapHun npoteuHu; 100 mnOlP-3-1_88-
8824.BG

Onp-3-1_88-8824

Or1 P-3-2

KUt 3a petekuua Ha anonTtosa, chabpKally
AxekcuH V - FITC, 10x 6ycep sa cebp3eaHe u
MNponnanes oaug,; onakoska 3a 100 Tecta

ONP-3-2_88-8005

orn pP-3-3

Kut 3a gertekuuss Ha anonTosa, cbabpxall: 10X
Bydep 3a cBLp3BaHe; AHekcuH V - APC; pasTeop
Ha [Nponuanes ogua; onakoska 3a 200 TecTa

Or1 P-3-388-8007

ornp-3-4

KT 3a pgetekuma Ha anonTosa, CbAbpXaLy:
AHekeuH V-FITC, pasteop Ha Mponugues itogua,
AHekcuH V Oydep 3a CBbp3BaHe : ONakoBKa 3a
100 TecTa

Orl P-3-4BMS500F!I

onp-3-5

Kt 3a pgetekums Ha anonTtosa, ChbabpKaLy;
AnekcnH V-Cy3; B-carboxyfluorescein diacetate (6-
CFDA); 10x 6ycep 3a cBbpsBaHe, M
€KBuBaneHT,; onakoska ot 100 TecTa

Orl P-3-5APOAC-1KT

Oor p-3-6

Apo-BrdU anontosa perektupawy kut  unu
€KBVBaseHT

On P-3-688-6671-88

anJ'IO)KeHMTe METOAVKU Ha en. HOCUTeN ca NPEACTaBEHV Ha aHrn. 1 B npesod Ha Obnrapcku

e3UK.

05.09.2014

F'eopru Panues — ynpaeuren
An Bn v Bvnrapus OO0

3anuyeH nevat - un.37, an. 1 ot 33K -
TbproBcka TanHa,;
3anunyeH noanuc - yn.2, an.1 ot 33N
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eBloscience

An Affymetrix Company

Intracellular Fixation & Permeabilization Buffer Set
Catalog Number: 88-8824
GPR: General Purpose Reagents. For Laboratory Use.

CD4-enriched normal human peripheral blood
cells were polarized under Th17 conditions for 10
days then treated with Protein Transport Inhibitor
Cocktail (cat. 00-4980) (left) or Cell Stimulation
Cocktail (plus protein transport inhibitors) (cat. 00-
4975) (right) for 5 hours. Cells were fixed and
permeabilized with the Intracellular Fixation &
Permeabilization Buffers (cat. 00-8824) and then
intracellularly stained with Anti-Human CD4 APC
(cat. 17-0049) and Anti-Human IL-22 eFluor® 450.
‘ T . Total viable cells, as determined by Fixable

CD4 APC Viability Dye eFluor® 780, were used for analysis.

J unstimulated stimulated

IL-22 eFluor 450
IL-22 eFluor 450

T T T T

CD4 APC
Product Information

Contents: Intracellular Fixation &
Permeabilization Buffer Set
Catalog Number: 88-8824

Jf Temperature Limitation: Store at 2-8°C. Use
within 6 months of receipt. Cautions: Harmful if
inhaled, swallowed or by contact.

Batch Code: Refer to vial

&

Use By: Refer to vial
& contains formaldehyde

Description

The Intracellular Fixation & Permeabilization Buffer Set is designed for use in intracellular staining and flow cytometric
analysis and has been specially formulated to reduce non-specific staining of fluorochrome-labelled antibodies and
increase fluorescence signal to noise ratios. In the first step live cells can be “fixed” with the Fixation Buffer, which
cross- links proteins. The second step, using the Permeabilization Buffer, creates holes in the membrane thereby
allowing the intracellular staining antibodies to enter the cell effectively. Subsequent washing steps, antibody
additions, and incubations after cell permeabilization should be performed using the Permeabilization Buffer. The final
washing step and cell resuspension prior to running the sample is done using Flow Cytometry Staining Buffer. This kit
is commonly used for staining both cytoplasmic proteins as well as proteins in the secretory pathway such as
chemokines and cytokines. It is not recommended for intranuclear staining. Instead, please refer to the
Foxp3/Transcription Factor Buffer Set (cat. 00-5523) for nuclear staining.

Before the fixation step, it is recommended to label the live cells using one of the Fixable Viability Dyes (eFluor 450,
506, 660 or 780) and then proceed with fixation.

Components

IC Fixation Buffer: cat. 00-8222; 125 mL. The IC Fixation Buffer is supplied at 1X working concentration and
contains 4% formaldehyde, which is toxic and suspected carcinogen. Contact with eyes, skin and mucous
membranes should be avoided.

Permeabilization Buffer: cat 00-8333; 100 mL. The Permeabilization Buffer is supplied as a 10X concentrate.
Precipitates are commonly visible. Buffer can be brought to room temperature and mixed. Allow any preipates to
settle out before making the 1X solution. Prior to use, this should be diluted 10-fold in distilled water. 1X
Permeabilization Buffer contains 0.1% saponin and 0.009% sodium azide and can be filtered is precipates are visible.

Applications Reported
Intracellular Fixation & Permeabilization Buffer Set has been reported for use in flow cytometric analysis. Please refer
to Best Protocols for specific protocols in cytokine staining.

Related Products
00-4222 Flow Cytometry Staining Buffer

Not for further distribution without written consent.
Copyright © 2000-2012 eBioscience, Inc.
Tel: 888.999.1371 or 858.642.2058 + Fax: 858.642.2046 < www.ebioscience.com *
info@ebioscience.com
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eBloscience

An Affymetrix Company

Intracellular Fixation & Permeabilization Buffer Set

Catalog Number: 88-8824
GPR: General Purpose Reagents. For Laboratory Use.

00-8222 IC Fixation Buffer

00-8333 Permeabilization Buffer (10X)
65-0863 Fixable Viability Dye eFluor® 450
65-0864 Fixable Viability Dye eFluor® 660
65-0865 Fixable Viability Dye eFluor® 780
65-0866 Fixable Viability Dye eFluor® 506

Not for further distribution without written consent.
Copyright © 2000-2012 eBioscience, Inc.
Tel: 888.999.1371 or 858.642.2058 <« Fax: 858.642.2046 -+ www.ebioscience.com
info@ebioscience.com
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eBioscience

Intracellular Fixation & Permeabilization Buffer Set
KaraJjioxeH Homep 88-8824

Coxpanenue: CpxpaHsBaiite npu temneparypa 2-8 © C. M3non3BaiiTe B paMKUTE Ha
6 Mecena ot noiryyaBaHeto. Buumanue: Bpenen npu BaMIIBaHe, NONTBIIAHE WIH IIPU
KOHTAKT.

KoMnonenTu:

IC Fixation Buffer: cat. 00-8222; 125 mL. - 1X paGoTHa KOHIIEHTpaIIUs

Permeabilization Buffer: cat 00-8333; 100 mL. - 10X

[Mpuinoxkenne: To3u cer € npegHasHAYeH 3a H3IOI3BAHE B BBTPEKIECTHUYHOTO
OLIBETSIBAHE M JEOUT LWUTOMETPUYEH AaHAIW3 M € CHEHUaJIHO pa3paboTeH 3a
HaMaJsiBaHE Ha HECTIEM(PUYHO OLBETABAHE HA (DIIyOpOXpPOM-OEIsI3aHN aHTUTENA U J1a
ce yBeJlnuu (UIyOpEeCIEHTEeH CUTHaI J0 ChOTHOIIECHHUS Ha 1iyM. B mbpBUs eTar XuBU
KJIeTku Morar aa Owmar "ompeneneHu" ¢ Fixation Buffer, , xoiito kpbcTocano
BPB3KM MNpoTeUMHU. Bropuar eram, karo ce wusnoinsBa Permeabilization Buffer,
Ch3/laBa OTBOpUM B MeMOpaHara, KO€TO OM IMO3BOJWIO BbTPEKJIETHYHHU OLIBETSIBAHE
aHTUTella Ja Bie3e B kieTkara edexTuBHO. ClieqBalld CTHIKKM Ha HW3MHBAHE,
aHTUTSUIO TOOABKU, W Cliell MHKyOMpaHe KJIeThYHa NepMmeadmin3anus TpsaOBa ja ce
u3BbpIIBa ¢ nomoinTa Ha Permeabilization Buffer. KpaiinusaT etan Ha npoMuBaHe U
KJIETKa OTJIaraHus Mpeid cTapTUpaHe Ha mpobdara ce u3BbpiiBa upe3 Flow Cytometry
Staining Buffer. To3u koMmIUIeKT ce wu3MoOiI3Ba OOMKHOBEHO 3a OIBETSBAaHE Ha
UTOIUIA3MEHU MTPOTEHHH, KAaKTO U MPOTEUHH B CEKPETOPHHUS BT KATO XEMOKHWHU U
UTOKUHH.
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Annexin V Apoptosis Detection Kit FITC
Catalog Number: 88-8005
RUO: For Research Use Only. Not for use in diagnostic procedures.
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£ : £ Mouse thymocytes were prepared as a single cell suspension and
E E incubated overnight at 37°C in medium (left) or medium with 1 uM
R gy ; dexamethasone (right). Cells were harvested and stained using the
e " = " ‘ . Annexin V Apoptosis Detection Kit FITC and Propidium lodide
1 § Staining Solution (cat. 00-6990).
0 ¢ o LT T T
Prapidium lodide Propidium |adide
Product Information
Contents: Annexin V Apoptosis Detection Kit FITC Formulation: 50mM Tris, pH 7.4, 100mM NaCl, 1% BSA, 0.02%
Catalog Number: 88-8005 Sodium Azide
Concentration: 5 ulL/ test ./l/ Temperature Limitation: Store at 2-8°C. Do not freeze. Light
sensitive material.

Batch Code: Refer to Vial
g Use By: Refer to Vial

fi\ Caution, contains Azide

Description

Annexins are a family of calcium-dependent phospholipid-binding proteins that preferentially bind phosphatidylserine (PS). Under normal
physiologic conditions, PS is predominantly located in the inner leaflet of the plasma membrane. Upon initiation of apoptosis, PS loses its
asymmetric distribution across the phospholipid bilayer and is translocated to the extracellular membrane leaflet marking cells as targets of
phagocytosis. Once on the outer surface of the membrane, PS can be detected by fluorescently labeled Annexin V in a calcium-dependent
manner.

In early-stage apoptosis, the plasma membrane excludes viability dyes such as propidium iodide (PI), 7-AAD, or Fixable Viability Dyes such as

eFluor® 660 or eFluor® 780. These cells will stain with Annexin V but not a viability dye, thus distinguishing cells in early apoptosis. However, in
late stage apoptosis, the cell membrane loses integrity thereby allowing Annexin V to also access PS in the interior of the cell. A viability dye can
be used to resolve these late-stage apoptotic and necrotic cells (Annexin V, viability dye-positive) from the early-stage apoptotic cells (Annexin V
positive, viability dye-negative).

Note: Fixable Viability Dye eFluor® 450 is not recommended for use with Annexin V Apoptosis Detection Kits.

Components

10X Binding Buffer (cat. 00-0055): Annexin V 10X Binding Buffer is a stock solution that must be diluted prior to use with distilled water. Dilute 1
part Binding Buffer with 9 parts distilled water.

Cat. 88-8005-72: 30 mL

Cat. 88-8005-74: 100 mL

Annexin V FITC (cat. 11-8005):

Cat. 88-8005-72: 50 tests

Cat. 88-8005-74: 200 tests

Propidium lodide Staining Solution (cat. 00-6990):
Cat. 88-8005-72: 100 tests

Cat. 88-8005-74: 2X100 tests

Applications Reported
Annexin V-FITC Apoptosis Detection Kit has been reported for use in flow cytometric analysis.

Applications Tested

Annexin V Apoptosis Detection Kit FITC has been pre-titrated and tested on mouse thymocytes cultured overnight in medium (to induce
apoptosis) or on Jurkat cells treated with 10 yM Camptothecin for 4 hours. Both the Annexin V FITC and the Propidium lodide components can
be used at 5 pL per test. A test is defined as the amount (ug) of antibody that will stain a cell sample in a final volume of 100 yL. Cell number



should be determined empirically but can range from 10° to 108 cells/test.

References
Andree HA, Reutelingsperger CP, Hauptmann R, Hemker HC, Hermens WT, Willems GM. Binding of vascular anticoagulant alpha (VAC alpha)
to planar phospholipid bilayers. J Biol Chem. 1990; 265(9):4923-4928

Koopman G, Reutelingsperger CP, Kuijten GA, Keehnen RM, Pals ST, van Oers MH. Annexin V for flow cytometric detection of phosphatidylserine
expression on B cells undergoing apoptosis. Blood. 1994; 84(5):1415-1420

Vermes |, Haanen C, Steffens-Nakken H, Reutelingsperger C. A novel assay for apoptosis. Flow cytometric detection of phosphatidylserine
expression on early apoptotic cells using fluorescein labelled Annexin V. J Immunol Methods. 1995; 184(1):39-51

Related Products

00-6993 7-AAD Viability Staining Solution

65-0864 Fixable Viability Dye eFluor® 660

65-0865 Fixable Viability Dye eFluor® 780

88-8006 Annexin V Apoptosis Detection Kit eFluor® 450
88-8007 Annexin V Apoptosis Detection Kit APC

88-8008 Annexin V Apoptosis Detection Kit PerCP-eFluor® 710
88-8102 Annexin V PE Apoptosis Detection Kit PE

Legal
Pat. No. EP 181 465 B2, EP 0509 026, USP 5,066,787

Not for further distribution without written consent. © eBioscience, Inc. All rights reserved.
Tel: 888.999.1371 or 858.642.2058 « Fax: 858.642.2046 « www.eBioscience.com ¢ info@eBioscience.com
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Annexin V Staining Protocol

NoukwneE

Dilute 10X Binding Buffer to 1X using distilled water (1ml 10X Binding Buffer + 9ml dH20).

Wash cells once in PBS, then once in 1X Binding Buffer.

Resuspend cells in 1X Binding Buffer at 1-5x10°/ml.

Add 5 pl of fluorochrome-conjugated Annexin V to 100 pl of the cell suspension.

Incubate 10-15 minutes at room temperature.

Wash cells in 1X Binding Buffer and resuspend in 200 pl of 1X Binding Buffer.

Add 5 pl of Propidium lodide Staining Solution (cat. 00-6990) or 7-AAD Viability Staining Solution
(cat. 00-6993).

Analyze by flow cytometry within 4 hours, storing at 2-8°C in the dark.

Annexin V Staining Protocol with Fixable Viability Dyes

Pw

©® N

Choose an appropriate viability stain that has an emission profile compatible with the Annexin V-
conjugate to be used, such as Fixable Viability Dye eFluor® 660 (cat. 65-0864) or eFluor® 780
(cat. 65-0865). Note: Fixable Viability Dye eFluor ® 450 is not recommended for use with the
Annexin V Apoptosis Detection Kits.

Follow the staining protocol for the chosen product to stain late-apoptotic/dead cells.

Dilute 10X Binding Buffer to 1X using distilled water (1ml 10X Binding Buffer + 9ml dH20).
After staining with Fixable Viability Dye, be sure to wash cells twice with a protein-containing
buffer such as Flow Cytometry Staining Buffer (cat. 00-4222).

Wash cells once with the 1X Binding Buffer.

Resuspend cells in 1X Binding Buffer at 1-5x10°/ml.

Add 5 pl of fluorochrome-conjugated Annexin V to 100 pl of the cell suspension.

Incubate 10-15 minutes at room temperature, protected from light.

Wash cells in 1X Binding Buffer and resuspend in 200 pl of 1X Binding Buffer.

10 Analyze by flow cytometry within 4 hours, storing at 2-8°C in the dark.

Note: Due to the calcium dependence of the Annexin V : PS interaction, it is critical to avoid buffers containing EDTA
or other calcium chelators during Annexin V experiments. Annexin V can only be used as a marker of apoptosis in
cells where the plasma membrane is intact because destroying the integrity of the plasma membrane will allow
non-specific binding of Annexin V to PS inside the cell.

Revised 8-20-2010
Provided as a courtesy by eBioscience, Inc. Copyright © 2000-2010 eBioscience, Inc.

Tel: 888.999.1371 or 858.642.2058 ¢ Fax: 858.642.2046 ¢ www.ebioscience.com e info@ebioscience.com
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Annexin V Apoptosis Detection Kit FITC
KaTaJj0xeH Homep 88-8005

Konuentpamusi: 5 ul/test
Coxpanenue: 2-8 C°. He 3ampb3spaiite. CBETIIMHHO YyCTBUTENIEH MaT€PUAIL.

IIpunoxenne: Anexkcun V Anonro3a Detection Kit FITC e npenaputenno Turpysa
Y TECTBAH HA MUIIM TUMOLIMTH KyJATHBHUPAT €IHA HOII B cpela (3a Ja ce MHAyLHpa
anonTo3a) unu Ha Jurkat knetku, Tpetupanu ¢ 10 1M kaMOTOTEHMH B MPOIBIKEHUE
Ha 4 yaca. Kakro Anekcun V FITC u xoMnoHeHTUTE HA MPONUAUEB HOAU MOrar jaa
Opaar u3nonsBanu B 5 ul Ha Tect. Tect ce ompexens kato cyma (Ug) Ha aHTUTIIO,
KOETO II[e OI[BETH KieThyHa mpoba B kpaeH obem ot 100 ul. BposT Ha kieTkuTe
TpsIOBA J1a ce OMpeeNsiT EMITMPUYHO, HO MOXKe J1a Bapupa 105-108 kineTku /Ha TecT.

Annexin V Staining Protocol

1. Pazpenere 10X Oydep 3a cBbp3Bane Ha A0 1X ¢ necrrnupana Boga (1ml 10X
oydep 3a cebp3Bane + 9ml dH20).

2. KJIETKUTE ce MpoMHUBar BeJAHbK B PBS, cien ToBa Benubxk B 1 X cBbp3Baill Oydep.
3. Pecycnenaupaiite knetkute B 1x cBbp3Baiy 0ydep B 1-5x106 / mi.

4. lo6aBete 5 M1 uryopoxpom-koHrorupanu Auekcun V Ha 100 ul ot kierbuHara
CyCIIeH3HUS.

5. Nakyoupaiite 10-15 MUHYTH NpH cTaiiHa TeMIieparypa.

6. KJIETKUTE ce mpoMuBar B 1 x cBbp3Bai 0ydep u ce pecycneraupar B 200 ul 1x
cBBbp3Bal oydep.

7 Ho6asu 5 mki [Ipommaues lodide omnpetsiBaiy pa3tBop (kotka. 00-6990) unu 7-
AAD XHn3HECITOCOOHOCT OIBETSBAIIl Pa3TBOP

(xar. 00-6993).

8 AHaJIN3 ¢ TOTOYHA IUTOMETPUS B pAMKHUTE Ha 4 yaca ChbXpaHEHHUE IPU
temmneparypa 2-8 °© C Ha TbMHO.
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Annexin V Apoptosis Detection Kit APC
Catalog Number: 88-8007
RUO: For Research Use Only. Not for use in diagnostic procedures.

Product Information
Contents: Annexin V Apoptosis Detection Kit Formulation: 50mM Tris, pH 7.4, 100mM NaCl,
APC 1% BSA, 0.02% Sodium Azide

Catalog Number: 88-8007 Temperature Limitation: Store at 2-8°C. Do not

Concentration: 5 ulL/test freeze. Light sensitive material.

Batch Code: Refer to vial

Use By: Refer to vial

Caution, contains Azide

Brafg =

Description

Annexins are a family of calcium-dependent phospholipid-binding proteins that preferentially bind phosphatidylserine
(PS). Under normal physiologic conditions, PS is predominantly located in the inner leaflet of the plasma membrane.
Upon initiation of apoptosis, PS loses its asymmetric distribution across the phospholipid bilayer and is translocated
to the extracellular membrane leaflet marking cells as targets of phagocytosis. Once on the outer surface of the
membrane, PS can be detected by fluorescently labeled Annexin V in a calcium-dependent manner.

In early-stage apoptosis, the plasma membrane excludes viability dyes such as propidium iodide (PI), 7-AAD, or
Fixable Viability Dyes such as eFluor® 660 or eFluor® 780. These cells will stain with Annexin V but not a viability
dye, thus distinguishing cells in early apoptosis. However, in late stage apoptosis, the cell membrane loses integrity
thereby allowing Annexin V to also access PS in the interior of the cell. A viability dye can be used to resolve these
late-stage apoptotic and necrotic cells (Annexin V, viability dye-positive) from the early-stage apoptotic cells (Annexin
V positive, viability dye-negative).

Note: Fixable Viability Dye eFluor® 450 is not recommended for use with Annexin V Apoptosis Detection
Kits.

Components

10X Binding Buffer (cat. 00-0055): Annexin V 10X Binding Buffer is a stock solution that must be diluted prior to use
with distilled water. Dilute 1 part Binding Buffer with 9 parts distilled water.
Cat. 88-8007-72: 30 mL

Cat. 88-8007-74: 100 mL

Annexin V APC (cat. 17-8007):

Cat. 88-8007-72: 50 tests

Cat. 88-8007-74: 200 tests

Propidium lodide Staining Solution (cat. 00-6990):

Cat. 88-8007-72: 100 tests

Cat. 88-8007-74: 2X100 tests

Applications Reported
Annexin V-APC Apoptosis Detection Kit has been reported for use in flow cytometric analysis.

Applications Tested

Annexin V Apoptosis Detection Kit APC has been pre-titrated and tested on mouse thymocytes cultured overnight in
medium (to induce apoptosis) or on Jurkat cells treated with 10 uM Camptothecin for 4 hours. Both the Annexin V
APC and the Propidium iodide components can be used at 5 L per test. A test is defined as the amount (ug) of
antibody that will stain a cell sample in a final volume of 100 pL. Cell number should be determined empirically but
can range from 10° to 10° cells/test.

Special Notes
This kit is compatible with eBioscience IC Fixation Buffer (cat. 00-8222) for intracellular staining. It is recommended
that eBioscience Fixable Viability Dyes (cat. 65-0863 and 65-0865) are used for viability staining for all intracellular

Not for further distribution without written consent.
Copyright © 2000-2012 eBioscience, Inc.
Tel: 888.999.1371 or 858.642.2058 + Fax: 858.642.2046 < www.ebioscience.com *
info@ebioscience.com
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Annexin V Apoptosis Detection Kit APC
Catalog Number: 88-8007
RUO: For Research Use Only. Not for use in diagnostic procedures.

staining protocols.

References
Andree HA, Reutelingsperger CP, Hauptmann R, Hemker HC, Hermens WT, Willems GM. Binding of vascular
anticoagulant alpha (VAC alpha) to planar phospholipid bilayers. J Biol Chem. 1990; 265(9):4923-4928

Koopman G, Reutelingsperger CP, Kuijten GA, Keehnen RM, Pals ST, van Oers MH. Annexin V for flow cytometric
detection of phosphatidylserine expression on B cells undergoing apoptosis. Blood. 1994; 84(5):1415-1420

Vermes |, Haanen C, Steffens-Nakken H, Reutelingsperger C. A novel assay for apoptosis. Flow cytometric detection
of phosphatidylserine expression on early apoptotic cells using fluorescein labelled Annexin V. J Immunol Methods.
1995; 184(1):39-51

Related Products

00-6993 7-AAD Viability Staining Solution

65-0864 Fixable Viability Dye eFluor® 660

65-0865 Fixable Viability Dye eFluor® 780

88-8005 Annexin V Apoptosis Detection Kit FITC

88-8006 Annexin V Apoptosis Detection Kit eFluor® 450
88-8008 Annexin V Apoptosis Detection Kit PerCP-eFluor® 710
88-8102 Annexin V PE Apoptosis Detection Kit PE

Legal
Pat. No. EP 181 465 B2, EP 0509 026, USP 5,066,787

Not for further distribution without written consent.
Copyright © 2000-2012 eBioscience, Inc.
Tel: 888.999.1371 or 858.642.2058 + Fax: 858.642.2046 < www.ebioscience.com *
info@ebioscience.com
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Annexin V Staining Protocol

NoukwneE

Dilute 10X Binding Buffer to 1X using distilled water (1ml 10X Binding Buffer + 9ml dH20).

Wash cells once in PBS, then once in 1X Binding Buffer.

Resuspend cells in 1X Binding Buffer at 1-5x10°/ml.

Add 5 pl of fluorochrome-conjugated Annexin V to 100 pl of the cell suspension.

Incubate 10-15 minutes at room temperature.

Wash cells in 1X Binding Buffer and resuspend in 200 pl of 1X Binding Buffer.

Add 5 pl of Propidium lodide Staining Solution (cat. 00-6990) or 7-AAD Viability Staining Solution
(cat. 00-6993).

Analyze by flow cytometry within 4 hours, storing at 2-8°C in the dark.

Annexin V Staining Protocol with Fixable Viability Dyes

Pw
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Choose an appropriate viability stain that has an emission profile compatible with the Annexin V-
conjugate to be used, such as Fixable Viability Dye eFluor® 660 (cat. 65-0864) or eFluor® 780
(cat. 65-0865). Note: Fixable Viability Dye eFluor ® 450 is not recommended for use with the
Annexin V Apoptosis Detection Kits.

Follow the staining protocol for the chosen product to stain late-apoptotic/dead cells.

Dilute 10X Binding Buffer to 1X using distilled water (1ml 10X Binding Buffer + 9ml dH20).
After staining with Fixable Viability Dye, be sure to wash cells twice with a protein-containing
buffer such as Flow Cytometry Staining Buffer (cat. 00-4222).

Wash cells once with the 1X Binding Buffer.

Resuspend cells in 1X Binding Buffer at 1-5x10°/ml.

Add 5 pl of fluorochrome-conjugated Annexin V to 100 pl of the cell suspension.

Incubate 10-15 minutes at room temperature, protected from light.

Wash cells in 1X Binding Buffer and resuspend in 200 pl of 1X Binding Buffer.

10 Analyze by flow cytometry within 4 hours, storing at 2-8°C in the dark.

Note: Due to the calcium dependence of the Annexin V : PS interaction, it is critical to avoid buffers containing EDTA
or other calcium chelators during Annexin V experiments. Annexin V can only be used as a marker of apoptosis in
cells where the plasma membrane is intact because destroying the integrity of the plasma membrane will allow
non-specific binding of Annexin V to PS inside the cell.

Revised 8-20-2010
Provided as a courtesy by eBioscience, Inc. Copyright © 2000-2010 eBioscience, Inc.

Tel: 888.999.1371 or 858.642.2058 ¢ Fax: 858.642.2046 ¢ www.ebioscience.com e info@ebioscience.com
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Annexin V Apoptosis Detection Kit APC
KarajoxeH Homep 88-8007

Konuentpamusi: 5 ul/test
Coxpanenne: 2-8 C°. He 3aMpb3sBaiite. CBETIIMHHO 9yCTBUTEIEH MaTEpHall.

IIpunoxenne: Auekcun V Anonro3a Detection Kit APC e npenBaputenno TuTpyBa
¥ TECTBAH HA MUIIM TUMOLMUTH KyJATHBHUPAT €IHA HOIIl B cpena (3a Ja ce MHAyLHpa
anonTo3a) uinu Ha Jurkat knetku, Tpetupanu ¢ 10 1M kaMOTOTEHMH B MPOIBIKCHUE
Ha 4 yaca. Kakto Anekcun V AIIK 1 KOMIIOHEHTUTE HA NMPONUANEB HOAUA MOTar 1a
Opaar u3nonsBanu B 5 ul Ha Tect. Tect ce ompexens kato cyma (Ug) Ha aHTUTIIO,
KOETO II[e OI[BEeTH KieThuHa mpoba B kpaeH obem ot 100 ul. BposT Ha kieTkuTe
TpsIOBa J1a ce OMpenemsT EMIMPUYHO, HO MOke f1a Bapupa 105-108 kieTku /Ha TecT.

Annexin V Staining Protocol

1. Pa3zpenere 10X Oydep 3a cBbp3Bane Ha 10 1X ¢ nectunupana Boga (Iml 10X
oydep 3a cebp3Bane + 9ml dH20).

2. KJIETKUATE ce MpoMuBar BeAHBK B PBS, cien ToBa Bemubk B 1 X cBBp3Bail Oydep.
3. Pecycnienaupaiite kietkute B 1x cBbp3Bail Oydep B 1-5x106 / mut.

4. Tob6asete 5 Mk dimyopoxpom-koHtorupanu Anexcus V Ha 100 ul ot kinerbunara
CyCIIEH3US.

5. Nuaky6wupaiire 10-15 muHyTH TTpHU cTaitHa TemMmeparypa.

6. KJIeTKHUTE ce MpoMuBar B 1 X cebp3Bail Oydep u ce pecycnenaupar B 200 ul 1x
cBBbp3Balll oydep.

7 Ho6asu 5 mxu [Iponunues lodide onBerspan pa3tBop (kotka. 00-6990) unu 7-
AAD xu3HecrnocoOHOCT o1BeTsBall pa3TBop (kotka. 00-6993).

8 AHanu3 ¢ MOTOYHA IUTOMETPHUSI B paMKUTE Ha 4 yaca CbXpaHEHUE NpU
temmneparypa 2-8 © C Ha TbMHO.
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Apoptosis detection Kit
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For research use only.
Not for diagnostic or therapeutic procedures.
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1 Intended Use

The Annexin V-FITC Kit can be used to detect phosphatidylserine on the
outer leaflet of the cell membrane using flow cytometry.

The Annexin V-FITC Kit is for research use only. Not for diagnostic
or therapeutic procedures.

2 Summary

Annexins are a family of calcium-dependent phospholipid-binding
proteins. They are abundant in eukaryotic organisms belonging to a
family of ubiquitous cytoplasmic proteins involved in signal transduction.
All annexins have been shown to have a putative binding site for protein
kinase C (PKC) but only annexin V would possess a potential pseudo-
substrate site. Thus annexin V seems to modulate the activity of some
PKCs on their substrates.

Annexin V was found to play a major role in matrix vesicle-initiated
cartilage calcification as a collage-regulated calcium channel. Annexin V
binds to procoagulant phospholipids (Vascular anticoagulant alpha) with
high affinity.

Annexin V's preferential binding partner is phosphatidylserine (PS). PS
is predominantly located in membrane leaflets, which face the cytosol.
However, recent findings show that each cell type has the molecular
machinery to expose PS at its cell surface. This machinery is activated
during the execution of apoptosis. Once PS is exposed at the cell
surface it exhibits procoagulant and proinflammatory activities. Annexin
V will bind to the PS-exposing apoptotic cell and can inhibit the
procoagulant and proinflammatory activities of the dying cell.

For literature update refer to www.eBioscience.com

BMS500FI/20, BMS500FI/100 and BMS500F1/300 Annexin V-FITC



3 Principles of the Test

Annexin V exhibits anti-phospholipase activity and binds to
phosphatidylserine. FITC labelling allows simple direct detection by

FACS analysis. Counterstaining by propidium iodide allows the
discrimination of apoptotic cells.

4 Reagents Provided

— rh Annexin V-FITC

— Binding Buffer (4x)

— Propidium lodide (20 pug/ml)

Catalog Number

BMS500FI1/20 BMS500FI/100 | BMS500FI/300
for 20 tests for 100 tests for 300 tests
rh Annexin V-FITC 1 vial (100ul) 1 vial (500ul) 1vial (1.5 ml)

Binding Buffer (4x)

1 bottle (50 ml)

1 bottle (50 ml)

1 bottle (50 ml)

Propidium lodide

1vial (1.6 ml)

1vial (1.6 ml)

2 vials (1.6 ml)

BMS500FI/20, BMS500FI/100 and BMS500F1/300 Annexin V-FITC




5 Storage and Stability

Store kit reagents between 2° and 8°. Immediately after use remaining
reagents should be returned to cold storage (2° to 8°C). Expiry of the kit
and reagents is stated on labels.

Expiry of the kit components can only be guaranteed if the components
are stored properly, and if, in case of repeated use of one component,
this reagent is not contaminated by the first handling.

6 Materials Required But Not Provided
— 5 mland 10 ml graduated pipettes

— 5l to 1000 ul adjustable single channel micropipettes with
disposable tips

— Beakers, flasks, cylinders necessary for preparation of reagents
— Glass-distilled or deionized water

— Bench top centrifuge

— Flow Cytometer

— PBS (for 1 liter: 8.00 g NaCl, 0.20 g KCI, 1.78 g NasHPOy4 x 2 H»0,
0.27 g KHaPOy

BMS500FI/20, BMS500FI/100 and BMS500F1/300 Annexin V-FITC



7 Precautions for Use

— All reagents should be considered as potentially hazardous. We
therefore recommend that this product is handled only by those
persons who have been trained in laboratory techniques and that it is
used in accordance with the principles of good laboratory practice.
Wear suitable protective clothing such as laboratory overalls, safety
glasses and gloves. Care should be taken to avoid contact with skin
or eyes. In the case of contact with skin or eyes wash immediately
with water. See material safety data sheet(s) and/or safety
statement(s) for specific advice.

— Reagents are intended for research use only and are not for use in
diagnostic or therapeutic procedures.

— Do not mix or substitute reagents with those from other lots or other
sources.

— Do not use kit reagents beyond expiration date on label.

— Do not expose kit reagents to strong light during storage or
incubation.

— Do not pipette by mouth.

— Do not eat or smoke in areas where kit reagents or samples are
handled.

— Avoid contact of skin or mucous membranes with kit reagents or
specimens.

— Rubber or disposable latex gloves should be worn while handling kit
reagents or specimens.

— Avoid splashing or generation of aerosols.

— In order to avoid microbial contamination or cross-contamination of
reagents which may invalidate the test use disposable pipette tips
and/or pipettes.

— Glass-distilled water or deionized water must be used for reagent
preparation.

BMS500FI/20, BMS500FI/100 and BMS500F1/300 Annexin V-FITC
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— Decontaminate and dispose specimens and all potentially
contaminated materials as they could contain infectious agents. The
preferred method of decontamination is autoclaving for a minimum of
1 hour at 121.5°C.

— Liquid wastes not containing acid and neutralized waste may be
mixed with sodium hypochlorite in volumes such that the final mixture
contains 1.0% sodium hypochlorite. Allow 30 minutes for effective
decontamination. Liquid waste containing acid must be neutralized
prior to the addition of sodium hypochlorite.

BMS500FI/20, BMS500FI/100 and BMS500F1/300 Annexin V-FITC



8 Preparation of Reagents

Dilute Binding Buffer (4x) 1:4 in distilled water (50 ml binding buffer
and 150 ml distilled water).

9 Test Protocol
a. Wash cells in PBS by gentle shaking or pipetting up and down.

b. Resuspend cells in 200 pl Binding Buffer (1x); cell density should
be 2-5x10°/m.

c. Add 5 ul Annexin V-FITC to 195 pl cell suspension.
d. Mix and incubate for 10 min at room temperature.

e. Wash cells in 200 pl Binding Buffer (1x) and resuspend in 190 pl
Binding buffer (1x).

f. Add 10 pl Propidium lodide (20 pg/ml)
g. Perform FACS analysis.

10 Limitations

— Bacterial or fungal contamination of either screen samples or
reagents or cross-contamination between reagents may cause
erroneous results.

— Disposable pipette tips, flasks or glassware are preferred, reusable
glassware must be washed and thoroughly rinsed of all detergent
before use.

BMS500FI/20, BMS500FI/100 and BMS500F1/300 Annexin V-FITC



11 Ordering Information

North America
Technical Support:

Research Products:
888.810.6168
858.642.2058
tech@eBioscience.com

Clinical Products:
877.726.8559
858.642.2058
tech@eBioscience.com
Customer Service:
888.999.1371
858.642.2058
info@eBioscience.com
Fax:
858.642.2046

Europe/international®

Technical Support:
+43 1 796 40 40-120
tech@eBioscience.com
Customer Service:
+43 1 796 40 40-304
info@eBioscience.com
Fax:
+43 1 796 40 40-400

“ Bender MedSystems GmbH
Campus Vienna Biocenter 2
1030 Vienna, Austria
www.eBioscience.com

* Customers outside North America and Europe
may contact their eBioscience distributor listed on
our website at www.eBioscience.com/distributors.

BMS500FI/20, BMS500FI/100 and BMS500F1/300 Annexin V-FITC



@ affymetrix

eBioscience

Annexin V-FITC Apoptosis detection Kit
BMSS500F1/20, BMS500F1/100, BMS500F1/300

Cbxpanenue: CbxpaHsBalTe KOMIUIEKTa peakTUBU Mexay 2° u 8°. Bemgnara cnen
paboTa ¢ ocTaHalUTe peareHTH TpsiOBa ga ObJAT BbPHATH HA XJIAJIUIIHO ChXpPaHEHUE
(2° no 8° C). U3Tnuane Ha KHUTa W PEAreHTUTE, OTOENSA3aH BBHPXY ETHKETHUTE.

M3Tyane Ha KOMIIOHEHTUTE HA KUTa MOXe Ja ObjJe rapaHTHpaHa caMoO akKo
KOMIIOHEHTHUTE Ca ChbXPaHSIBAHU MPABUIHO, U aKO, B CIIy4ail HA MOBTOPHO U3IIOJI3BAHE
Ha €IMH KOMIIOHEHT, TO3W PEarcHT He € 3aMbpCeHa OT ITbpBara 00padoTKa.

KoMnonenTu:

rh Annexin V-FITC - 1 Buanka 500ul
Binding Buffer (4x) - 1 6ytunka 50 ml

Propidium lodide (20 pg/ml) — 1 Buanka 1.6 ml

IIporoxkoJ 3a padora:
Pazpenere cbp3Bamms 0ydep (4x) 1: 4 B nectunupana Boaa (50 ma cBsp3Bai Oydep
u 150 M nectunupana Boja).

1. HM3mwuiite knetku B PBS upe3 neko pa3kiiailiane win ¢ MUIeTa Harope u
HaJ0My.

2. Pecycnennupaiire kierkute B 200 ul cBbp3Bai 6ydep (1x); kerpuna

IUTBTHOCT TPsiOBa aa Obae 2-5x105 / mu.

JoOassr ce 5 mxit Anekcun V-FITC 195 Mk kneTbuHa cycneH3usl.

4. Pa30bpkBa ce u ce nHKyOupa 3a 10 MUHYTHU NpU CTaifHa TeMIiepaTypa.

Harp. Knerkute ce mpomusat B 200 ul cBbp3Bai Oydep (1x) u ce

pecycnenaupa B 190 Mk cebp3Ban oydep (1x)

[TpubGassar ce 10 Mk nponuaues oau (20 MK / Mit)

6. M3pppmBane nHa FACS ananus.

W

hd



SIGMA-ALDRICH

sigma-aldrich.com

Annexin V-Cy3a Apoptosis Detection Kit

Catalog Number APOAC
Storage Temperature 2-8 °C

3050 Spruce Street, St. Louis, MO 63103 USA
Tel: (800) 521-8956 (314) 771-5765  Fax: (800) 325-5052 (314) 771-5757
email: techservice@sial.com sigma-aldrich.com

TECHNICAL BULLETIN

Product Description

The annexins are a group of homologous proteins that
bind phospholipids in the presence of calcium.'?
Apoptosis, or programmed cell death, is an important
mechanism of most cells used to negatively select cells
deleterious to the host. Many cells of the immune
system such as thymocytes, self-reactive B and T cells
undergo apoptosis as a result of the normal cell
selection process. The cellular changes involved in the
process include loss of cell membrane phospholipid
asymmetry during early stages of apoptosis. In living
cells phosphatidylserine [PS] is transported to the inner
plasma membrane leaflet by the enzyme Mg-ATP
dependent aminophospho-lipid translocase.” However,
during the onset of apoptosis, PS is transported to the
external leaflet of the plasma membrane. PS is then
available for binding to annexin V and any of its
conjugates in the presence of Ca*" ions.

Apoptotic cells can be differentiated from necrotic cells
in several ways. The method employed by this kit
involves the use of two labels:

Annexin-Cy3.18 (AnnCy3) binds to phosphatidyl-
serine present in the outer leaflet of the plasma
membrane of cells starting the apoptotic process.
The binding is observed as red fluorescence.

6-Carboxyfluorescein diacetate (6-CFDA) is used to
measure viability. When this non-fluorescent
compound enters living cells, esterases present
hydrolyze it, producing the fluorescent compound,
6-carboxyfluorescein (6-CF). This appears as green
fluorescence.

Cells can be incubated either with AnnCy3 or 6-CFDA
separately, or with the two compounds simultaneously.
After labeling at room temperature, the cells are
immediately observed by fluorescence microscopy. Live
cells will be labeled only with 6-CF (green), while
necrotic cells will label only with AnnCy3 (red). Cells in
the early stage of apoptosis, however, will be labeled
with both AnnCy3 (red) and 6-CF (green).

Components

The kit includes sufficient reagents for 200 assays
(which is equivalent to 5-10 ~ 10° Jurkat cells
according to the supplied procedure).

Annexin V Cy3.18 Conjugate
(Catalog Number A4963)

100 ng/ml solution in 50 mM Tris HCI,
pH 7.5, containing 100 mM NaCl

10 ng protein

6-Carboxyfluorescein diacetate (6-CFDA) 10 mg
(Catalog Number C5041)

10" Binding Buffer 20 ml
(Catalog Number B9796)

100 mM HEPES/NaOH, pH 7.5,

containing 1.4 M NaCl and 25 mM CaCl,

Reagents and Equipment Required But Not
Provided
(Catalog Numbers have been given where appropriate)
- Cells to undergo apoptosis. A procedure is given
using Jurkat E6-1 cells.®
Apoptosis inducer - Induction may be spontaneous
or induced. In the procedure, staurosporin (Catalog
Number S4400) dissolved at 100 mg/ml in DMSO is
used as inducer.’
Phosphate buffered saline (PBS, Catalog Number
D8537)
Fluorescence microscope
Serological centrifuge
Incubator at 37 °C with 5% CO, atmosphere
Poly-Prep poly-L-lysine coated slides (Catalog
Number P0425)
Cover glasses, 24~ 50 mm (Catalog Number
C8181)
PAP pen for immunostaining (Catalog Number
Z2377821)



Precautions and Disclaimer

This product is for R&D use only, not for drug,
household, or other uses. Please consult the Material
Safety Data Sheet for information regarding hazards
and safe handling practices.

Preparation Instructions

1" Binding Buffer (10 mM HEPES, pH 7.5, containing
140 mM NaCl and 2.5 mM CaCl,) - Dilute 10° Binding
Buffer (Catalog Number B9796) 10-fold with deionized
water.

50 mM 6-CFDA in acetone solution - Dissove 2.32 mg
of 6-Carboxyfluorescein diacetate (6-CFDA, Catalog
Number C5041) in 0.1 ml acetone. Store solution in an
amber vial and protect from light. After opening, store
remaining 6-CFDA at —20 °C.

Double Label Staining Solution (1 mg/ml AnnCy3 and
500 M 6-CFDA in 1° Binding Buffer) - To prepare 2 ml
of Double Label Staining Solution mix the following:

20 m Annexin V Cy3.18 Conjugate
(100 mg/ml solution, Catalog Number
A4963)

20m 50 mM 6-CFDA in acetone solution

200m 10" Binding Buffer
(Catalog Number B9796)

1.76 ml Deionized water

Store the Double Label Staining Solution in an amber
vial and protect from light.

If single staining is desired, prepare the following:

AnnCy3 Solution (1 mg/ml of AnnCy3 in 1° Binding
Buffer) - Dilute Annexin V Cy3.18 Conjugate

(100 mg/ml solution, Catalog Number A4963)
100-fold with 1” Binding Buffer. Store in an amber
vial and protect from light.

500 mM CFDA Solution — Dilute 50 mM 6-CFDA in
acetone solution 100-fold in 1° Binding Buffer.
Store in an amber vial and protect from light.

Storage/Stability
Store the kit at 2-8 °C. Protect from light

Note: All the solutions supplied in this kit have been
filtered with a sterile 0.2 mm filter and the bottles
aseptically filled. For long term stability of solutions
when in use, it is recommended to remove an aliquot in
a sterile manner in a hood. No preservative is added to
these solutions.

Procedure
The following procedure is a general guideline. It uses
Jurkat cells and the Double Label Staining Solution.

Notes: Staining of Jurkat cells with 6-CFDA can be
performed with lower concentrations of 6-CFDA
(minimal concentration of 100 niM).

When using cells other than Jurkat cells or in the case
of non-optimal staining, it is recommended to optimized
the concentrations of the reagents required for
appropriate staining.

1. Induce apoptosis in a cell suspension of Jurkat
cells (e.g., by addition of staurosporin to 1 ng/ml).
Keep non-induced cells for a zero time control.

2. Incubate for the desired time at 37 °C in a 5% CO»,
atmosphere.

3. Wash the cells twice with PBS.

4. Suspend the cells in PBS at a concentration of
0.5-1 " 10°cells per ml.

5. Take a PAP pen and draw 2 circles of ~1 cm
diameter on a PolyPrep poly-L-lysine-coated slide
(one for control cells and one for induced sample
cells). This will restrict the drop placed on the slide
to a specific area.

6. Place 50 ni of the cell suspension (induced or
non-induced) in each circle and leave at room
temperature for 10 minutes, allowing the cells to be
absorbed to the plate.

7. Remove the excess liquid by carefully touching a
tissue to the side of the circle. Do not blot directly
on top of the sample since this will damage the
cells.

8. Wash the cells three times with 50 m of 1° Binding
Buffer each. Blot the excess liquid each time with a
tissue as in step 7.



9. Place 50 n of the Double Label Staining Solution
(AnnCy3 and 6-CFDA) on each circle and cover
with a petri dish covered with aluminum foil.

10. Incubate for 10 minutes at room temperature. After
staining, wash each circle five times with 50 mi of
1" Binding Buffer each as in step 8. This will
remove excess label from the cells.

11. Place 35 ni of 1° Binding Buffer on each circle and
cover the slide with a 24~ 50 mm cover slip.
Observe the results using a fluorescence
microscope and then photograph. Use the correct
filter and light source depending on the label.

Results

By fluorescence microscopy, 6-carboxyfluorescein
(6-CF) is observed as green fluorescence and Annexin
V Cy3.18 (AnnCy3) is observed as red fluorescence.
There are three possible results:

1. Live cells will only stain with 6-CF (green).

2. Necrotic cells will only stain with AnnCy3 (red).

3. Cells starting the apoptotic process will stain both
with AnnCy3 (red) and 6-CF (green).

Note: By microscopy, Annexin Cy3 fluoresces more
brightly than the Annexin FITC conjugate.
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WHO®OPMALIMOHEH NUCT 3A BE3OIACHOCT

cnopep Perynauwmsa (EU) No. 1907/2006
Bepcus 4.3 MNpepaboTeHo n3naHune (garta): 08.01.2013
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PA3AOEN 1: UgpeHTuduKauma Ha BelleCTBOTO/CMeCTa U Ha ApYyXecTBOTo/npeanpusTMeTo

11

1.2

1.3

1.4

UpeHTtudmkaTopm Ha npoaykra

Vime Ha lpoaykTa  Annexin V-Cy3™ Apoptosis Detection Kit

Homep Ha npoaykTa : APOAC

Mapka :  Sigma

REACH Ho. . 3a TOBa BELLECTBO HE € HanM4yeH perncTpaumoHeH Homep. BewecTtBoTo

unu HeroeaTa ynoTtpeba e ocsobozeHa oT perncrpaums. FloguwHMaT
TOHaXX HEe M3UCKBa permcTpauus unm perucTpauusTa e npeasmaeHa 3a
Mo- KbCEH CpPOK.

UpeHTudmumupaHm ynotpedbm Ha BelecTBOTO UM CMeCTa, KOUTO ca OT 3HaYeHue, u ynortpeodm,
KOUTO He ce npenopbyBaTt

NaeHTudunumparm . JlabopaTtopHu xumukanu, MponssoacTBo Ha cybecTaHuum
yrnoTpebu

Noapo6Hu aaHHM 3a AocTaBYMKa Ha MH(OPMALMOHHUA NUCT 3a 6e3onacHoCT

®upwma/llponssoguten : Sigma-Aldrich Chemie GmbH
Riedstrasse 2
D-89555 STEINHEIM

TenedoH © 449 89-6513-1444
dakc 1 +497329-97-2319
Email agpec . eurtechserv@sial.com

TenecoHeH HOMep NpU cnewHn cnyyau
CnewweH TenedoH No. 1 +497329-97-2323

ToBa e pe3toMme Ha JaHHMTe 3a 6e3onacHocT Ha maTtepuana (MSDS)3a eauH Habop, 3a mbnHM MSDS 3a
BCEKWN e[VH OT KOMMOHEHTUTE, NOpPOEHU B cekumsa 16, Monsa noceTeTe HaLUUSA UHTEPHET CauT.

PA3[0EJ 2: OnncaHue Ha onacHocTuTte

2.1

2.2
2.3

Knacmpuuwpaue Ha BeLWwecTBOTO U CMecCTa

He e onacHa cybcTtaHums nnm cmec, cbrnacHo PernameHT (EO)No. 1272/2008
BelecTBOTO He e knacuduumpaHo kaTo onacHo cnoped Aupektuea 67/548/EEC.

EnemeHTN Ha eTUKeTa

,D,per onacHoOCTH
TpeTMpaVlTe, LI,OI'IyCKaIZKM Bb3MOXHOCT 3a npegaBaHe Ha MHd)eKLI,I/IO3HM areHTu.

PA3AEN 3: CbhcraB/MHoOpmaumsa 3a CbCTaBKUTe

O6bpHeTe ce kbM AaHHUTE Ge3onacHoCT Ha maTtepuana (MSDS) 3a eanH KOMMOHEHT.

PA3LOEN 4: Mepku 3a nbpBa nomMmoLy

O6bpHeTe ce kbM AaHHUTE Ge3onacHoCT Ha maTtepuana (MSDS) 3a eanH KOMMOHEHT.

PA3LOEN 5: MpoTBonoxapHn MepKu

Sigma - APOAC

O6bpHeTe ce kbM AaHHUTE 6edonacHocT Ha maTtepuana (MSDS) 3a eQnH KOMMOHEHT.

Ctpanvua 1 ot 3

sigma-aldrich.com



PA3OEI 6: Mepku npu aBapuinHO U3nyckaHe

O6bpHeTe ce kKbM AaHHUTe Ge3onacHocT Ha matepuana (MSDS) 3a eanH KOMMOHEHT.

PA3[EJ1 7: PaboTa n cbxpaHeHue

7.1 TMMpeana3Hun mepku 3a besonacHa pabora
HopmanHu mepku 3a npeBaHTUBHA NPOTMBOMNOXapHa 3aluTa.
<** Phrase language not available: [ BG ] CUST - SIAL00000005873 **>

7.2 ycnOBMHSa6930HaCHOCBXpaHHBaHe,BKHWHMTeﬂHOHerBMeCTMMOCTM

CobxpaHsiBanTe Ha xnagHo. NaseTe KOHTeNHepa NMTbTHO 3aTBOPEH B CyX0 U Jo6pe NpoBeTpABaHO MSACTO.
KoHTenHepuTe, KOUTO ca OTBOpeHU, TpsbBa Aa 6baaT BHUMATENHO N3BaXKAAHU U ObpXXaHW U3NpaBeHu 3a

Oa ce usberHe pasnveaHe.
lMpenopbunTenHa TemnepaTtypa Ha cbxpaHeHue: 2 - 8 °C

7.3  CneumndwmyHa(u) kpanHa(n) ynotpebda(m)
<** Phrase language not available: [ BG ] CUST - SIAL00000005874 **>

PA3[EJ1 8: KoHTpon Ha eKcno3nuuaTa/NM4Hu npegnasHu cpeacrBa

O6bpHeTe ce kbM AaHHUTE Ge3onacHocT Ha maTtepuana (MSDS) 3a eQnH KOMMOHEHT.

PA3[LEJ1 9: ®U3n4YHMN U XMUMNYHM CBOMCTBA

O6bpHeTe ce kbM AaHHUTE Ge3onacHocT Ha maTtepuana (MSDS) 3a eanH KOMMOHEHT.

PA3AE 10: CTabUnHOCT U peakTUBHOCT

O6bpHeTe ce kbM gaHHUTE Be3donacHocT Ha maTtepuana (MSDS) 3a eQnH KOMMOHEHT.

PA3AEJ 11: TokcukonorniHa nHcgpopmaums

O6bpHeTe ce kbM AaHHUTE Ge3onacHocT Ha maTtepuana (MSDS) 3a eQnH KOMMOHEHT.

PA3[EJ1 12: Ekonoru4yHa nicgopmaums

O6bpHeTe ce kbM AaHHUTe Ge3onacHocT Ha maTtepuana (MSDS) 3a eavH KOMMOHEHT.

PA3AEN 13: O6e3BpexaaHe Ha oTNagbUuTe

O6bpHeTe ce kbM AaHHUTE Ge3onacHocT Ha maTepuana (MSDS) 3a eguH KOMMOHEHT.

PA3AOEN 14: UHdopmaLmus OTHOCHO TPAaHCNOPTUPAHETO

141 UN-Howmep.
ADR/RID: - IMDG: - IATA: -

14.2 To4HOTO Ha HaMMeHOBaHMue Ha npaTkaTta no cnucbka Ha OOH
ADR/RID: BesonactHu npoayktu

IMDG: Not dangerous goods

IATA: Not dangerous goods
14.3 Knac(oBe) Ha onacHOCT Npu TpaHcnopTUpaHe

ADR/RID: - IMDG: - IATA: -
14.4 OnakoBa4Ha rpyna

ADR/RID: - IMDG: - IATA: -
14.5 OnacHoOCTM 3a OKOJIHaTa cpeaa

ADR/RID: He IMDG Marine Pollutant: no IATA: no

14.6 CneuuvanHu npegnasHu MepkKu 3a notpeéburtenure
HAMa nHdopmMaLms

Sigma - APOAC

Ctpanuua 2 ot 3



PA30EN 15: UHcdbopmauus oTHOCHO HOpMaTMBHaTa ypeaba
MHCTpyKumsiTa 3a 6e3onacHOCT oTroBaps Ha uanckeaHusTa Ha Perynauua (EU) No. 1907/2006.

15.1 CneuucduyHM 3a BewWwecTBOTO UNM CMecTa HopMaTUBHa ypeaba/ 3akoHOA4aTeNncTBO OTHOCHO
Ge3onacHocTTa, 3ApaBeToO U OKOJHaTa cpeaa

HAMa nHdopmMaLms

15.2 OueHka Ha 6e30MacHOCT Ha XMMUYHO BELLECTBO NN CMeC
<** Phrase language not available: [ BG ] CUST - SIALO0000005877 **>

PA3AEI 16: Opyra nHcgpopmauus

Kit Components:

Annexin V Cy3.18 SIGMA A4963 -
Conjugate, from human

placenta

6-Carboxyfluorescein SIGMA C5041 -
diacetate

10X Binding buffer (kit SIGMA B9796 -

component only)

donbnHutenHa uHcpopmaums

3anasenn npaea 2013 Sigma-Aldrich Co. LLC. JInueH3bT ce gaBa 3a oTnevyaTBaHe Ha HeorpaHUyeH
Bpow xapTueHn Konus 3amo 3a BbTpeLlHa ynoTtpeba.

"openocoyeHaTa MHdOpMaLmMs ce cunTa 3a BspHa, HO He NpeTeHaupa Aa € u3depnaTtenHa n Tpsbea ga
ce 13Mnon3Ba camo KaTo pbkoBoACcTBO. NHdopmauuaTa B T031 AOKYMEHT € Ba3mpaHa Ha ceraliHuTe Hu
3HaHWA 1 € NPUNoXMMa KbM NPOAYKTa MO OTHOLLEHWE Ha NpeanasHuTe Mepkn 3a 6Ge3onacHocT.
[oKyMeHTBT He NpeacTaBnsBa HUKaKBa rapaHuus 3a CBOMCTBaTa Ha npoaykTta. Sigma-Aldrich Co u
HelHUTE NPeACTaBUTENCTBA HE HOCST OTFTOBOPHOCT 3a LUEeTK B pe3ynTaTt Ha paboTa UM KOHTaKT ¢
noco4veHus NpoaykT. Bmxkte www.sigma-aldrich.com, obpatHaTa cTpaHa Ha dakTypaTta unm
ONaKoBBYHUSA MNUCT 3a JOMbIHUTENHN NpaBuna 1 ycnosus Ha npogaxoba.

Sigma - APOAC CtpaHnua 3 ot 3
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eBioscience

Apo-BrdU Apoptosis Detection

Catalog Number: 88-6671

Also Known As:5-bromodeoxyuridine

RUO: For Research Use Only. Not for use in diagnostic procedures.

Product Information

Contents: Apo-BrdU Apoptosis Detection Jl/ Temperature Limitation: Refer to vials for proper storage
Catalog Number: 88-6671 conditions.
Batch Code: Refer to Vial

E Use By: Refer to Vial
& Caution, contains Azide

Description

The APO-BRDU™ Kit is a 2-color staining method for labeling DNA breaks and total cellular DNA to detect apoptotic cells by flow cytometry. The
kit contains the instructions and reagents required for measuring apoptosis in cells, including positive and negative control cells for assessing
reagent performance; washing, reaction and rinsing buffers for processing individual steps in the assay; terminal deoxynucleotidyl transferase
enzyme (TdT), bromodeoxyuridine triphosphate (Br-dUTP), and fluorescein labeled anti-BrdU antibody for labeling DNA breaks and propidium
iodide/RNase A solution for counterstaining the total DNA.

One of the most easily measured features of apoptotic cells is the break-up of the genomic DNA by cellular nucleases. These DNA fragments
can be extracted from apoptotic cells and result in the appearance of DNA laddering when the DNA is analyzed by agarose gel electrophoresis.
The DNA of non-apoptotic cells that remains largely intact does not display this laddering on agarose gels during electrophoresis. The large
number of DNA fragments appearing in apoptotic cells results in a multitude of 3'-hydroxyl termini in the DNA. This property can be used to
identify apoptotic cells by labeling the 3'-hydroxyl ends with bromolated deoxyuridine triphosphate nucleotides (Br-dUTP). The enzyme terminal
deoxynucleotidyl transferase (TdT) catalyzes a template independent addition of deoxyribonucleoside triphosphates to the 3'-hydroxyl ends of
double- or single-stranded DNA with either blunt, recessed or overhanging ends. A substantial number of these sites are available in apoptotic
cells providing the basis for the method utilized in the APO-BRDU™ Kit. Recent evidence has demonstrated that Br-dUTP is more readily
incorporated into the genome of apoptotic cells than are the deoxynucleotide triphosphates complexed to larger ligands like fluorescein, biotin or
digoxigenin. This greater incorporation gives rise to a brighter flow cytometry signal when the Br-dUTP sites are identified by a fluorescein
labeled anti-BrdU monoclonal antibody. Non-apoptotic cells do not incorporate significant amounts of the Br-dUTP due to the lack of exposed 3'-
hydroxyl DNA ends.

Sufficient reagents are provided to process a total of 60 cell suspensions including 5ml positive and 5ml negative control cell suspensions of
approximately 1x106 cells per mlin 70% (v/v) ethanol.

Not for further distribution without written consent. © eBioscience, Inc. All rights reserved.
Tel: 888.999.1371 or 858.642.2058 » Fax: 858.642.2046 « www.eBioscience.com ¢ info@eBioscience.com
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eBioscience

APO-BRDU™ Protocol

Research Use Only

APO-BRDU™ Protocol

The following protocol describes the method for measuring apoptosis in the positive and negative control cells that
are provided in the APO-BRDU™ Kit. The same procedure should be employed for measuring apoptosis in the cell
specimens provided by the researcher.

1. Resuspend the positive (brown cap) and negative (natural cap) control cells by swirling the vials.
Remove 1 ml aliquots of the control cell suspensions (approximately 1x10° cells per 1 ml) and
place in 12x75 mm flow cytometry centrifuge tubes. Centrifuge the control cell suspensions for 5
minutes at 300 xg, then remove the 70% (v/v) ethanol by aspiration being careful to not disturb
the cell pellet.

2. Resuspend each tube of control cells with 1 ml of Wash Buffer (blue cap). Centrifuge as before
and remove the supernatant by aspiration.

3. Repeat the Wash Buffer treatment (step 2).

4. Resuspend each tube of the control cell pellets in 50 ul of the DNA Labeling Solution (prepared as
described below).

DNA LABELING SOLUTION 1 ASSAY [ 5 ASSAYS | 10 ASSAYS

TdT Reaction Buffer (green cap) 10.00 ul  50.00 ul  100.00 pl

TdT Enzyme (yellow cap) 0.75 ul 3.75 ul 7.50 pl
Br-dUTP (violet cap) 8.00 ul  40.00 ul 80.00 pl
Distilled H,0 32.25ul 161.25ul  322.50 pl
Total Volume 51.00 ul 255.00 uI 510.00 pl

Note: The appropriate volume of Staining Solution to prepare for a variable number of assays is based

upon multiples of the component volumes combined for 1 Assay. Mix only enough DNA Labeling

Solution to complete the number of assays prepared per session. The DNA Labeling Solution is active

for approximately 24 hours.

5. Incubate the cells in the DNA Labeling Solution for 60 minutes at 37°C in a temperature-
controlled bath. Shake cells every 15 minutes to resuspend.

Note: The DNA Labeling Reaction can also be carried out overnight at 22-24°C for the control cells. For

samples other than the control cells provided in the kit, incubation times at 37°C may need to be

adjusted to longer or shorter periods depending on the characteristics of the cells supplied by the

researcher.

6. Atthe end of the incubation time add 1.0 ml of Rinse Buffer (red cap) to each tube and
centrifuge each tube for 5 minutes at 300 xg. Remove the supernatant by aspiration.

7. Repeat the cell rinsing as in step 6 and remove the supernatant by aspiration.

8. Resuspend the cells in 0.1 ml of the Antibody Solution (prepared as described below).

ANTIBODY SOLUTION 1 ASSAY |5 ASSAYS | 10 ASSAYS

Flourescein~PRB-1 (orange cap)  5.00ul 25.00ul  50.00 ul
Rinse Buffer (red cap) 95.00 ul 475.00 ul 950.00 pl

Total Volume 100.00 pl 500.00 pl 1000.00 pl

9. Incubate the cells with the Fluorescein®PRB-1 Antibody Solution in the dark for 30 minutes at
room temperature. (Hint: Wrap tubes with aluminum foil.)

10. Add 0.9 ml of the Propidium lodide/RNase A Solution (amber bottle) to the tubes containing the
0.1 ml Antibody Staining Solution.
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Note: If the cell density is low, decrease the amount of Propidium lodide/RNase A solution to 0.5ml.
11. Incubate the cells in the dark for 30 minutes at room temperature.
12. Analyze the cells in the Propidium lodide/RNase A Solution by flow cytometry.
13. Analyze the cells within 3 hours of staining.

Cell Fixation Procedure for APO-BRDU™ ASSAY:

Note: Cell fixation using paraformaldehyde is a required step in the APO-BRDU™ assay. The following cell fixation
procedure is a suggested method. Variables such as cell origin and growth conditions can affect the results. The
fixation conditions provided below should be considered as guidelines. Additional experimentation may be required
to obtain results comparable to the control cells provide with this kit. The positive and negative control cells
provided in the APO-BRDU™ Kit are already fixed.

1. Suspend 1-2x10° cells in 0.5 ml of phosphate buffered saline (PBS) (10 mM sodium phosphate pH
7.2, 150 mM sodium chloride).

2. Add the cell suspension into 5 ml of 1% (w/v) paraformaldehyde in PBS and incubate on ice for

15 minutes.

Centrifuge cells for 5 minutes at 300 xg and discard the supernatant.

Wash the cells in 5 ml of PBS then pellet the cells by centrifugation. Discard the supernatant.

Repeat the wash and centrifugation.

Resuspend the cells in 0.5 ml of PBS.

Add cells to 5 ml of ice-cold 70% (v/v) ethanol and incubate for a minimum of 30 minutes on ice

or at -20°C.

Note: In some biological systems, storage of the cells at -20°C in 70% (v/v) ethanol for at least 12-18

hours prior to staining for apoptosis detection yields the best results.

8. Store cells in 70% (v/v) ethanol at -20°C until use. Cells may be stored at -20°C for several days
before use.

Noukuw

APO-BRDU is a trademark of Phoenix Flow Systems, San Diego, California.
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APO-BRDU™ [Iporoko.

CrnenBamyar NOpPOTOKOJA ONMCBA METOA 3a HM3MEpPBaHE Ha amnomnTro3a B
MOJIOKUTEIHU M OTPULIATENIHM KOHTPOJIHU KJIETKH, KOWTO Ca MPEABUJCHU B
komruiekta APO-BrdU ™., Tpsi6Ba 1a ce u3noi3Ba chlllaTta mpolieypa 3a u3MepBaHe
Ha arornTo3a B KIEThYHU NPOOH, MPEABUICHHU OT U3CIEA0BATEIS.

1. Pecycnenaupaiite nomoxuresneH (kadsBa Kamauyka) U OTPULATETHH (€CTECTBEHHM Kamayka)
KOHTPOJIHM KJIETKA 4Ype3 pa3KiIallaHe MKI OT KOHTPOJN KIEThYHH CYCIICH3UHU
(mpubnuzutenno 1x106 xnerkm Ha 1 mi) um msacto Ha vials.Remove 1 B 12x75 mm
dnoyuuromeTpus neHTpodyxau enpysetku. LleHTpodyra 3a cycneHaupaHe Ha KIEThYeH
KOHTPOJI B IpoabiikeHue Ha 5 MuHyTH nipu 300 x 1, cnent ToBa usBazaere 70% (V / V) eranon
Ype3 aciupalys KaTo BHIMaBaTe Ja He ce HapyllaBa KJIeThYHATA IeJeTa.

2. PecycnenaupaiiTe Bcska TpbOa Ha KOHTponHM kineTku ¢ 1 min or Wash Buffer (cuns

kanavka). LleHTpodyrupa KakTo mpeny u OTCTpaHsBaHE HA CyNIEpPHATAHTA Ype3 acIupanusl.

[ToBropete Tpetupanero Ha Wash Buffer (cTbrka 2).

4. Pecycnienmupaiite Bcsika TpbOa Ha menetuTe KieThbuHa KoHTponma B 50 ul ma JIHK
O603HauaBaHe pa3TBOP (MOIYyUEH KAKTO € OMHUCAHO MO-A0IY).
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DNA LABELING SOLUTION 1 ASSAY |5 ASSAYS | 10 ASSAYS

TdT Reaction Buffer (green cap) 10.00 pl = 50.00 pl = 100.00 pl

TdT Enzyme (yellow cap) 0.75 pl 3.75 pl 7.50 pl
Br-dUTP (violet cap) 8.00 pul ' 40.00 pl 80.00 pl
Distilled H,0 32.25pul 161.25pl 322.50 pl
Total Volume 51.00 pl 255.00 pl 510.00 pl

3abenexka: ChOTBETHMAT 00€M Ha OLBETSABAIl Pa3TBOpP Ja CE€ MOATOTBAT 32 NPOMEHIMB Opoii
aHaJIM3W CE€ OCHOBAaBa Ha KpPaTHW Ha OOEMHUTE HAa CHCTAaBHM KOMOWHHUpPAHU 3a €IHO BEIIECTBO.
Cwmecere nocrarpuHo camo DNA Labeling Solution 3a 3aBbpiiBaHe Ha Oposi Ha aHalU3UTE,
n3rorBeHu Ha cecus. JIHK O0Go3HauaBaHe pelieHne € akTUBEH 3a 0KojIo0 24 yaca.

5. Wuky6upaiite xnerkute B JIHK O6o3HauaBane pa3TBop B MpoabKeHne Ha 60 MUHYTH TIpU
37 © C B 6ans ¢ KOHTpoNUpaHa Temmneparypa. Paskiarere Ki1eTku Ha Bceku 15 MUHYTH, 3a 1a
pecycnienaupare.

6. 3abenexka: JJHK O0Go3nauaBane Peakiusita Moxe J1a c€ U3BBPIIN HA €HA HOII IpH 22-24 °
C B npoabKeHHE Ha KOHTPOJTHUTE KIETKU. 3a MPOOH, pa3IuyHU OT KOHTPOIHUTE KICTKH,
MPEIBUICHN B KOMILUIEKTa, MOXKE Jla C€ HAJIOKHU Jla ObJaT KOPUTUPAHHU MO-IBJITH WIH TO-
KpaTKU TEPUOAHM, B 3aBUCUMOCT OT XapaKTEPUCTUKHUTE Ha KIETKHUTE, MPEIOCTABEHHU OT
uscnenoBarens nHKyOarus npu 37 © C.



7. TloBrapsi ce IPOMHUBAHETO KJIETKA KaTO B CThIIKA 6 M OTCTpPaHsSBAaHE HA CyNEpHATAHTa upe3
acTupaIys.
8. Resuspend the cells in 0.1 ml of the Antibody Solution (prepared as described below).

ANTIBODY SOLUTION 1 ASSAY |5 ASSAYS | 10 ASSAYS

Flourescein~“PRB-1 (orange cap)  5.00pl 25.00pl . 50.00 pl
Rinse Buffer (red cap) 95.00 pl 475.00l 950.00 pl

Total Volume 100.00 pl  500.00 pl | 1000.00 pl

9. UukyOupaiite kinerkure ¢ ¢uyopecuenH ~ PRB-1 pa3TtBop Ha aHTHUTSIO HAa THMHO B
npoabbkeHrne Ha 30 MuHyTH TipH cTaitHa Temmieparypa. (CorBer: Wrap TpbOu ¢ allyMUHHUEBO
domnmo.)

10. To6asete 0,9 ma ot [Ipormmaues lodide / RNase A pa3tBop (kexnubap OyTwika) Ha TPHOU
Conta ining the0.1 M aHTHTENA OIBETSIBAIL PA3TBOP.

3abenexxka: AKO KIeThYHATA ITBTHOCT € HUCKO, HAMAJISIBAHE HA pa3Mepa Ha MPONUIUEeB HOaua /
RNase A pa3rBop Ha 0.5 ml.

11. naKYOHMpAT KJIETKUTE Ha ThMHO B IPOABJDKeHHE HA 30 MUHYTH IIPH CTaifHa TeMIeparypa.
12. Ananu3 Ha knetkute B [Iponmnues lodide / RNase perenue upes gpruoynuromerpusi.
13. AHanu3upaiiTe KJIETKUTE B pAMKUATE Ha 3 yaca clie]] OI[BETSBAHE.

Cell Fixation IIpouenypa 3a APO-BrDU ™ AHAJIN3:

3abenexka:

Knerbunara Quxcanus ¢ nomorira napagopmaniexus € HeoOxoauma CThIIKa B aHAJIM3a Ha
APO-BrDU ™. Cnennara npouenypa kinetka puxcupane e [Ipeanoxen meton. [Ipomennusu karo
KJIETKA IIPOU3XO U YCIIOBHS 3a PACTEXK MOraT J1a HOBJIMSAT Ha PE3YJITATATE. YCIOBHATA 32
3aKperBaHe, IPEIBUICHH 10-10y CIeABa 1a C€ Pa3IIekaaT KaTo HACOKH. JJonbIHUTEIHA
EKCIIEpUMEHTHPAHE MOJKE J]a CE U3MCKBA J1a ITOJIy4YH PE3YyJITaTH, CPABHUMHU C KOHTPOJIA KIETKU
OCUTYpsIBAT C TO3U KOMILIEKT. [10JI0KUTEIIHN U OTpULIATEIHU KOHTPOJIHU KIIETKH, IIpeABUICHU B ™
komruiekT APO-BrdU Beue ca ¢ukcupanu.

1. cupe 1-2x106 knetku B 0,5 mit pocdaren Oydpepen dpuszmnonoruuex pasrsop (PBS) (10 T™M
HatpueB (ocdar pH 7.2, 150 T™M HaTpueB Xjaopun).

2. no6aBu kieTp4HaTa cycrnensus B 5 i 1% (W / V) napadopmannexun B PBS u ce nunkybupa
BBPXy Jief 3a 15 MuHyTH.

3. Hentpodyrupaiite KIeTKUTE B MpoabkeHne Ha S MmunyTh npu 300 X T 1 OTCTpaHsBa
M3IUTyBajara Ha NOBbPXHOCTTA.

4. M3muiite knetku B 5 Ma PBS cren ToBa ce meneTupar KIeTKUTe Yype3 HeHTPOPyTrupaHe.
W3xBBpIieTe cynepHaTaHTa.

5 [loBTOpETE M3MUBaHE U LIGHTPOPYTrHpaHE.
6. Pecycniennupaiite kinerkure B 0,5 ma PBS.

7. Hob6asu knetku 5 mu aeneHo crynel 70% (V / V) eranon u ce MHKyOHpa B IPOABIKEHUE HA



MuHUMYM 30 MUHYTH BBPXY Jieq uiu npu -20 ° C.

3abenexka: B HIKOM OMOTOTUYHH CUCTEMHU, ChXpaHeHue Ha kietkurte mpu -20 °© C B 70% (V / V)
€TaHOJI B MPOABJDKEHNE Ha Hal-Maliko 12-18 vaca mpeau aa ce olBeTAT 32 OTKPUBAHE aromnTo3a
JaBa Hail-mo0pH pe3ynTary.

8. CpxpansBaiite kietku B 70% (V / V) eranon npu -20 ° C no ynorpeba. Knetkure morar na
Obaar cexpansBanu 1npu -20 ° C B npoabJKEHNE Ha HAKOJIKO JHM Mpeu yrnoTpeoa.
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2. IlennTe BKIIOYBAT CTOMHOCT HA CTOKHTE M BCHYKH IPUCHLM Pa3XOH, NAHBLM U TAKCH 32 JOCTABKA (6e3
JJIC) dpanko UBUP-BAH, rp. Codus, 6yan. «llaparpancko moce» Ne 73. Jlanbk mo6aBeHa cTOHHOCT
(IAC) ce 3ammama oTAENHO, CHIVIACHO H3UCKBAHUATA Ha OBIrapcKOTO 3aKOHO/ATENCTRO.

3. HCHHTG CC MNPEeACTaBAT C TOYHOCT OO BTOPHA 3HAK CJIeH JIeCETHYHATA 3aneras U He NOMJICKAT Ha
NpoMsAHA 3a CPOKa Ha A0T OBOpa, CKIIKOYCH C Bro3noxwurens.

4. YcnoBua ¥4 HauuH Ha Tutamade:; no 6aHkoB ITBT, B JIEBA [0 HAllIa GAHKOBA CMETKa KAKTO ciaeapa.:

3anuyenn gaHHm - 4n.37, anl ot 33K - Tbproscka TanHa

rpu GaHka .
B CPOK OT 5 KaJICHJApHH JHH CJIEA JOCTaBKA M IpPEACTABIHE HA ¢dakTypa, IBYCTPaHHO IOANMCAH
TpHEeMAaTeTHO-IIPeIaBaTeNIeH TIPOTOKON H 3aBEPEHO KOMHE Ha THCMEHA 3a4BKa OT Bh3JIOKHTES.

S. Tlpu ycnosue, 4e ObaeM W30OpaHH 3a M3IBJIHHTEN HA OBIIECTBEHATA NOPbUKA, € HPeNCTaBHM
napivHa / 6aHKOBA rapaHIMsS 3a M3MBLIHEHME HA 33IBIDKEHHATA TIO NOTOBODA B pasMep Ha 2% or
cToiHoCTTa MY, 6e3 JIJIC.

6. INonasaneTto Ha HacTosiNATa LEHOBA OdepTa yNoCTOBEpsBa Ge3yCIIOBHOTO NpyeMaHe OT Hallla CTpaHa Ha
BCH'KH M3MCKBaHHs H 33/Ib/DKCHHS, IOCTABEHH OT Bpanoxurens B npopesxganHaTa npoLeaypa.

! BAJKHO: Ako y4acTHHKBT mofiaBa odepra 3a NMoBede OT emHa 06ocobena nosumms, mmk Ne 3, T.e. lleHosa odepra ce npeacTans 3a BesAxa
060co6eHa No3ULMS 110 OTAENHO B OTAEEH MMk No 3 1 Ce Ha/THCRA 110 CIIEAHHA HAYHH:

, Hme na ynacmuuxa: ........oovevinnnn.
IIpednazana yena no 060cobena nosuyua Ne ...........

3anunyeH neyar - 4yn.37, anl ot 33K -
TbproBcka TanHa;
3anunyeH noanuc - 4n.2, an.1 ot

33n0
Hara 08.08.2014 : A
rp. Codus / moammc,
|3anuyenu nuynm pankm - un.2, an.1 ot 33114 |
Yrpasuren
Aii Bu JTu Barapus OO/

IIpoexThT ce ochlecTBABa ¢ QpUHaHCOBATa MOKpena Ha ONEpaTHBHA NPOTpaMa ,,Pa3BHTHE HA YOBEWIKATE Pecypen”
2007-2013, cepunancupana ot Esponelickus cb103 upes “EBponeiickus counanes o
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BG051P0O001-3.3.06 -0059
«Ilocmasxa na mamepuanu /peaxmueu/ u KOHCYMAMuey no 060cobeHy no3UYUU»

OENHATRIT (el WCKU COLIMATIEH ®OH]] 2007 — 2013 AT TROT ¢
" EBPOIIEHC gy |
BB { oL MMHHCTEPCTBO HA OBPA30BAHHETO ¥ HAYKATA o 7
FORUAR %  OITEPATMBHA MIPOTPAMA ,PA3BUTHE HA YOBELIKUTE PECYPCH” = o

BG051P0001-3.3.06 -0059

OVHJIAMEHTAJIHO U TPUJIOXKHO OBYUYEHHUE
HA OKTOPAHTH, TOCTAOKTOPAHTH,
CHELIUATIN3AHTU U MJIAJI YYEHH
B UHTEPJIMCITATUIMHAPHU BUOJIOTMYHU HATIPABJIEHHA
WU UHOBAIIMOHHH BUOTEXHOJIOI'MH.
Hpoexmvm ce ocvuyecmensa ¢ punancosama nookpena Ha Onepamusna npozpama ,, Pazeumue na wosewuxume
pecypeu” 2007-2013, cogpunarncupana om Esponetickun cvios upes “Eeponetickus coyuanen ono

O6pazer Ne 8

AEKIJTAPALNNUA
oo wiI. 56, ai. 1, 1. 8 o 3011

3a M3MOJ3yBAaHC / HEMN3MON3yBaHE Ha NOAU3ITBJIHNUTEIN

JonynOAMUCAHEAT [ 3anuyeHn nvyHmu fanH - un.2, an.1 ot 3304 |

B Ka4eCTBOTO CH Ha Ynpasuten (drvoicnocm) Ha (Al Bu Jlu bbarapus OOJ

(HauMeHOBAHUE HA YYACHTHUKA WU HA OPYXCecmeo — uleH Ha  obedunenue / KOHCOpyuym -
yuacmuux & npoyedypama), EMK 200123131, ce cenanuiue M aapec Ha ynpasjieHue rp. Codus, yi.
Burna 21A - y4acTHHK B IpoLeypa 3a Bb3jlaraHe Ha 0OLIECTBEeHA NIOPBUKA ¢ HMPCAMET: «ocmaska Ha
Mamepuanu /peakmueu/ u koHcymamueu no obocobenu nozuyuuy, o6sseHa or UBUP-BAH B msnbiHeHue
ua Jlorosop Ne BG051P0O001-3.3.06 -0059

HEKJIAPHUPAM, YE:

TMpencTapnsBaHMAT OT MEH YJaCTHHK B Ipolienypara — At Bu lu benrapus OO/l (naumenosanue na yuacmuuka):

1. TIPH U3IBJIHCHHUETO HA oO1ecTBeHaTa IIOpbYKa HAMA 1a H3NM0JI3BA ITOAU3ITBIHUTCIIN

HzsecTHO MM €, Ue 33 MOCOYBAHE HA HEBEPHU JAHHH, HOCA HaKasaTejHa OTTOBOPHOCT IO . 313 or HakazaTtenHus
KOICKC.

3abenexcka: m. 2, 3 u 4 ce nonwvngam 3a 6caxka 060cobeHa nOUYUSL NOOMOETHO.

3anuyeH nevar - un.37, anl ot 33K -
TbproBcka TanHa,;
3anunyeH noanuc - 4n.2, an.1 ot 33N

05.08.2014 Hexnmaparop: ..... o

(0ama na nodnuceane) |3aaneHM NWYHU JaHHM - un.2, an.1 ot 33N |

IIpOeKTHT Ce OChInECTRsIBa ¢ (PMHaHCORaTa oakpena Ha OneparuBHa nporpama ,,Pazsntue Ha yosemkure pecypen” 2007-2013,
p p P porp pecyp
cbunancupana ot EBponeiickua cpios upes “Epponetickus conpanen gpona‘
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|3anmquV| naHHu - un.37, an. 1 ot 33K - Tbproscka TanHa

lMnaTtere Ha - UMe Ha nonydyaTens

MBUP BAH
IBAN Ha nonyvartens BIC Ha 6axkaTa Ha nonydsarens
BG26UNCR96603110023912 UNCRBGSF
Bup nnaaHe*™

Mpu GaHka - ume Ha Baxkata Ha nonyvarens

YHUKPEOWUWT BYANBAHK A
MJIATEXXHO HAPEXXIAHE / BHOCHA (g, .. Syma
BEJIE)XXKA
3a nawaHe oT/KbM 6roKeTa BGN 145.78

OcHoBaHuWe 3a nnatjaHe
rapaHuuns mni3n.
Oule noscHeHuA

JocTaBKa Ha KOHcyMaTumBuU noT 3
Bug* v HoMep Ha JOKyMeHTa, N0 KOUTO ce nnatua NlaTa (RAMMITIT) HA AOKyMEHTa

9
Mepuoa, 3a konTo ce
nnawa

OT aata (aaMMrTT)
3aALIDKEHO NULLE - HAMMEHOBARNE Ha IOPUANYECKOTO NULE NI TPUTE UMEHA Ha U3NHECKOTO Nule

OfnN MbBWUWP-BAH 2014

flo pata (aammMrrrr)

IVD BULGARIA OOD
nE;‘YuﬂeCTAT 18 SaALIEHOTO ETH Ha 3a4bMKkeHOTO mtue | JIHY Ha 3abAweHoTo nvle
200123131

HapeauTen - HaumeHOBaHME Ha IOPUAKYECKOTO NULIE UNKU TPUTE UMEHa Ha uanyeckoTo nuue

IVD BULGARIA OOD
[ |BIC Ha GankaTa Ha HapeanTens

IBAN Ha HapeauTens
|3anw+eHV| AaHHu - un.37, an. 1 ot 33K - Tbproscka TanHa

[Horoeopen kypc / Negotiated rate

Mnartexxa cuctema / PUHTC vnu Takcu™ Bua nnawaHe™

EVNCEPA™*
BUCEPA 2

*Bug OOKYMEHT: 1 — AeKnapauus; 2 - PEBUINOHEH aKT; 3 — HaKas. NOCTAHOBNEHNE; 4 — aBaHCOBA BHOCKA; 5 — NapT. HoMep Ha UMOT; 6 —

NOCTaHOBNEHUE 32 NPUHYAUTENHO Cbbupane; 8 - Apym
=Takcu: 1 - 32 CMeTKa Ha HapeauTens; 2 - cnofeneny (CTaHAAPT 3a MeCTHU NpeBoAn); 3 - 3a CMeTka Ha nonyyaTens

By nnauiaie: NoNLBa Ce 33 CMETKW Ha aiMUHUCTPATOPU Ha NPUXOAM 1 Ka LieHTpanuus Gloaxer
=33 cymu nog 100.000 ne., ako noneTo "nnartexHa cucrema” He e NonbrHeHo, 6aHkaTa u3NbLNHABA HapexaaHeTo upes BUCEPA

Cratuctuyecka cdopma/Statistics form

Cb3paBaHe
Con3garen [aTta Ha cb3aaBaHe

|3annyenm nndkmn gankm - un.2, an.1 ot 33710 17.11.2014 15:40

[JaTa Ha nanbnHeHue BanugHo npeav
17.11.2014 17.12.2014

Moanucu:
[lata Ha noanucBaHe Wme Ha notpebuten
17.11.2014 15:41 |3anuuyenmn nrdkmn pankm - un.2, an.1 ot 33714

MU3npaten: 17.11.2014 15:41

3anuueH nevar - un.37, an. 1 ot 33K - Tbproscka TawvHa;
3anunyeH nognuc - un.2, an.1 ot 33514

1 of 1 17.11.2014 15:46 u.
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