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TEXHUYECKA O®EPTA
3a yuacTHe B OTKPUTA MPOLIEZYPa 32 Bb3/IaraHe Ha OOLIECTBEHA IOPbUKa C MPEAMET:

«Jlocmaexa na mamepuanu /peaxmueu/ u KOHCYManueu no 0bocobenu no3uyuuy

Hacrosmara odepra e noganena or: Aif Bu lu buirapus OO[Vraumenosanue Ha yuacmuuxa/, EUK/BYJICTAT
200123131,

3anuyeH nognuc - 4n.2, an.1

VBAKAEMA TI'OCTIOXO JJMPEKTOP, ot 33710

1. C wuacrosilero npeicTaBsMe Hamata TeXHU4YecKa oq)ePTa 3a 3annyeH
J = X nognuc - 4n.2,
obocobena nosuyus. no omoenHo) OT MOPHUKATa. an.1 ot 33714

[pefnarave CIeJHUTE apTUKyIu 3a 0bocobeHara NO3WIMA, N0 KOATO YYacTBVBAMET Karo NDWIAramMe
OIbJIHEHa TabJIMIa, AOKa3Ballla ChOTBETCTBHETO HA IpEAJIaraHdTe OT Hac apERRnny GHFGNCEKEMISTA HA

Bo3oKUTeNs: 3anunyeH nevart - 4yn.37, anl ot 33K - T'prCKa Taa;
3anuyeH nognuc - un.2, an.1 ot 33J1

ITpoeKTHT C¢ OCHILIECTBABA C ¢uHancosara oAKpena Ha OnepaTvBHa nporpama ,.,Pa3sirnc Ha SORER

2007-2013, chpruancupana ot EBponeiickus cbio3 upe3 “EBponeiickus counaien dhoHa" .

3anunyenn nognucu - yn.2, an.1 ot 33514
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215 |OI1 P- {ELISA k#T 3a ONpEHC/IfAHE Ha| KUT 1 ELISA KHT 3a 88-7025-86 ,
22-1 yopewky IL-2; omakoBka ot 10 OIpenessHe Ha ebioscience,
T1aKky no 96 tecta YOBCIIKH IL-2;| 10 nnaxu o 96 tecta
onakoBka orT 10 mnnaku
no 96 tecta
216 | OIT P- | ELISPOT xut 3a onpefensHe Ha | KUT 1 ELISPOT «xutr 3a 88-7386-21,
22-2 |uosewkun IFN-gamma; onakoBka OnpenensHe Ha ebioscience,
oT 2 nnaku no 96 recra yoperrkd  IFN-gamma; | 2 pgpaxe o 96 Tecrta
OIAKOBKA OT 2 MJaKy 1o
96 TecTa
217 |OIT1P- | ELISA xuT 3a omnpexengHe Ha| KUT 1 ELISA KAT 3a 88-8350-22,
22-3  |4oBemkn/Muumm TGF beta 1; omnpenensHe Ha ebioscience,
OMaKoBKa OT 2 Iakh 1mo 96 yopeukw/mumii  TGF
TecTa beta 1; OTNaKOBKa OT 2 2 M1aKH mno 96 tecta
1j1aku mo 96 Tecta
218 | OI1 P- |ELISA kur 3a ompefendHe Ha | KMT 1 ELISA KUT 3a 88-7106-86 ,
22-4 {4vosemxu IL-10; omakoBka ot 10 olnpejielisnHe Ha ebioscience,
T1aKy no 96 tecrta YOBEIIKH IL-~10; | 10 nynaxu mo 96 Tecta
onakoBka ot 10 miaku
mo 96 tecra
219 {OI1 P- | ELISA xuT 3a onpejensHe Ha| KUT 1 ELISA KHMT 3a MBS924667 ,
22-5 |uoBemkn CD83; onakoBka ot 96 onpeneaaHe Ha MyBiosource,
TecTa YOBEIIKH CD83; 96 tests
ONakoBka oT 96 TecTa

3abenexka: Komonn (1) — (5) or tabmuuara ce mombaBar cbriacHo TexHudeckara Cnenuduxanus Ha

- — 13
Branoxwurens - IIpunoxenne Ne 1 oT 1oKyMeHTaLUATa 38 y4acTHE 0e3 s1a ce npomeHsT !! 3anuienn

noanucu - Yn.2,
2. CpoKbT 32 H3ITbIHEHHE Ha JOCTaBKM No 060cobeHaTa mo3uius, cel MoNyyaBaHe Ha Bb3jaraTenHo nucmo|an-1or 3314
ot Brinoxurens e no 1 (equn) kajeHaapen aeH (munumym 1 Oen u ne nogeye om 45 xanenoapmu Onu. lipu

Henonvi8ane Om yHacmuuxa ce npuema 435 xan. OHu),

3. 3a o0ocobenu mosuimu Ne 1 — 38: OcTarbUHUAT CPOK HA I'OIHOCT Ha npennomeﬂmam CTOKY KbM
Jarara Ha AocTaBka 1ie Opae 12 (aBamagecer) mecena (ne no-manxo om 9 mecey ei NDUILODICUM®D ).
3anuyeH nevat - un.37, anl ot 33K - Tbproscka TanHa;
3anuyen noanuc - yn.2. an.1 ot 33N10

TIpOGKTHT ce OChLIeCTBABa ¢ GUHAHCOBATA NoAKpena Ha OnepaTiBHa nporpama ,,Pﬁaytmé A 4OBel]]

TR
bt

IRsEpPecypen

oupY 3anuyeH nognuc - 4n.2, an.1l
ot 331

2007-2013, cxpunancupana or Esponetickus crios upes “Erpomneiic
3anuyeH noanuc -
un.2, an.1 ot 33N
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TMox ocTATHYEH CPOK Ha FOZHOCT CE MM MPeIBUI BPEMETO 3a KOCTO peaKTHBLT € rozicH 3a yrorpeba ciel
JIOCTABKA B Crpajara Ha BbanoxuTend.

4. Axo GbeM W30paHd 3a M3IBIHMTEN Ce aHrwXupame Ja OCHUrypuM npesioXeHnTe ¢ oeprara CTOKH 32
Ileus CPOK Ha JOroBopa. B crywaid, uye mOpajay Hempe/BHicHHI obcTosTeNncTBa ChiMTe ObIAT CIpeHH OT
IIPOM3BOJICTBO CE aHraKMpaMe Jia MPEJUTOXUM NPOAYKT € €KBUBAJICHTHY WIIH CXOIHH XapaKTePUCTHKH.

5. OcurypsBaMe CIEJHOTO BpeME 33 peakuud, Npu NOJajCcHA pekiamauus Ha apTHKyl OT CTpaHa Ha
Bb3IoKATENA, CBIIACHO YCJIOBHATA HA JOTOBOpA: 1 (enuH) xajeHaapeH ACH (MUHUMyM 1 u maxcumym 14
xanendapru Onu. IIpu nenonwigane om yHacmuuKa ce npuema 14 kan. Onu). B IocoueHHs CPOK LIe OTTOBOPUM
12 Bb3/IoXHTENs 0GOCHOBAHO B IMCMEH BUJL JA/IU TpAeMame Milu OTXBbPIAME pexaMatuaTa.

6. CtokuTe (C M3KITFOYEHUE HA PeIHKIHPaHu TOHEpH) Lle ce HOCTaBAT B OPUTHHANHA, HeHapYIlICHA OIIaKOBKa Ha
IIPOU3BOMTENS, IPY CMIa3BaHe HA yCIOBHATA HA IPOM3BOAMTENA 33 TPAHCTIOPT H ChXPaHEHHE Ha apTUKYIIA.

7. Tlpu mocraBka, CTOKHTe e GBAAT NPHAPYNEHU OT MPUIOKHMAUTE 33 ciydas cepTHduKaTh ¥ JOKYMEHTH,
W3aEHHA OT IPON3BOAUTENs H/UTM KOHTPOJIMPAIIH OpraHU3alyy.

8. TTojiaBaHeTo Ha HACTOSL[ATa TeXHAYECKa oepTa YAOCTOBEPABA 6e3ycOBHOTO NMpUEMAHe OT Hallia CTPaHa Ha
BCHUKHM M3MCKBAHMS W 32TEIDKEHNS, TIOCTABEHN OT BBIIOXHTENA B MPOBEK/IaHata Npoleaypa 3a CHOTBETHATA
06ocobeHa TO3HIHSL.

1 BAYKHQ: Axo y4aCTHHKBT 10JaBa 0epTa 3a MoBeue OT ¢Ha o6ocobena nosmms, ik Ne 2, Te. Texuuuecka odepra ce MPEACTaBA 3 BCAKA
060C06eHA NO3HLIHA 1O OTAETHO B OTACICH IHK Ne 2 1 C¢ HA/UINCEA [0 CICAHKA HawuH:

. VIME HA YUACHHUKA: ...ovvevrererssacsisns

TIpednooicenue 30 UNBAHEHUE HA NOPLYKAMA 1O obocobena nosuyus No ...."

3anunyeH nevar - yn.37, anl ot 33K -
TbproBcka TanHa;

3anuyeH nognuc - 4n.2, an.1 ot 33J14

Jlarta 08.08.2014 e
p. Cotmst / TTORNKC,ATCUAT

|3anw4eHV| NNYHKU OaHHM - Yn.2, an.1l ot 33/ |

At Bu Jiu Benrapus OO

3anuyenn noanucu - un.2, an.1 ot 3314

TIpOeKTBT Ce OCHIECTBABA ¢ HHHAHCOBATA [OAKpENa Ha OnepaTnBHA POrpama ,,PasBuTHe Ha HOBEIIKUTE pecypeu”

2007-2013, crpunancupana ot Esporneiickus cbio3 upes “EBponeickis conmaleH pona’ 3anuueH noanuc - un.2, an.1 ot
33ng
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At By in Bbarapus

3anuyenn gaHuu - un.37, an. 1 ot 33K - Tbproecka

Codun 1756 TaiiHa

K.

AvpeeHuyua bn. 48, 8x. B

3anuyenn gaHuu - un.37, an. 1 ot 33K - Tbproecka
TanHa

—~

MUsx. No: 165/07.09.2014
[o
|3anv|quv| TNNYHKU OaHHM - yn.2, an.1 ot 33714
pencenaren Ha KOMmMcusita
NBWP BAH - Codun

Byn. Uapurpagcko woce 73
rp. Codous

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

YBa)kaeMm|3anvuenn nuunm gannm - un.2, an.1 ot 3377

3anuyeHn TEKCTOBE, ThI KaTo ce OTHACAT 4O Apyrn o6ocobeHn nos3mumn.
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Заличени текстове, тъй като се отнасят до други обособени позиции.


3anunyeHn TeKCToBe, Tbi KaTo ce OTHACAT Ao apyru 000cob6eHu no3nunn.

4.7.1. TpunoXeH eneKkTpoHEeH HOCUTEN C MEeTOAUKM Ha aHrnMUACKM u 6bnrapckm 3a 06. Mosuums 22
/BCWYKKM noanosvumu ot 22.1 Ao 22.5/ u OnucateneH nuct 3a 3a 06. MNo3nuus 22 /Bcuuku NOANO3NLMA OT
22.1 no 22.5/

3anuyeHn TEKCTOBE, ThI KaTo ce OTHACAT 4O Apyrn 06ocobeHn nos3mumn.
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Заличени текстове, тъй като се отнасят до други обособени позиции.


3anun4yeHn TEKCTOBE, TbI KAaTO Ce OTHACAT 40 ApYyrn 06ocobeHn No3mumn.

3anunyeH nognuc - un.2, an.1 ot 33514

C YsaxeHwe,

|3aJ‘IVNeHVI NWYHKU aaHHK - Yn.2, an.1 ot 331

/Ynpasuten/

07.09.2014r.
Codus
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Заличени текстове, тъй като се отнасят до други обособени позиции.


OMUCATENEH NUCT 3A NPEOOCTABEHUTE METOOMKN HA OMUCK MO OBOCOBEHA

nos3unuuna
22

HOMEP OT |HAMMEHOBAHUE Wme Ha gpaiin

orl

Oorn p-22-1 ELISA kuT 3a onpenensiHe Ha yoselukm IL-2; Ol P-22-1_88-7025
onakoeka ot 10 nnaku no 96 TecTa

on P-22-2 ELISPOT k4T 3a onpepensHe Ha yoseluxw on P-22-2_88-7386
IFN-gamma; onakoBka or 2 nnaku no 96
TecTa

on P-22-3 ELISA knT 3a onpegensiHe Ha YoBeLIKA/MULLIN Onn P-22-3 88-8350
TGF beta 1; onakoBka or 2 nnaku no 96
TecTa

orn pP-22-4 ELISA xut 3a onpepensHe Ha YoBseLLky IL-10; Ol P-22-4_88-7106
onakoska oT 10 nnaku no 96 TecTta

On pP-22-5 ELISA rur 3a onpegensHe Ha uoBeLLku ONn P-22-5_MBS924667

CD83; onakoBka oT 96 Tecta

anIJ'IO)KeHMTe METOAWKKU Ha en. HocuTten ca n

€3UK.

05.09.2014

F'eopru PanueB — ynpasuten
At By v Brnrapus 004

3anuyeH nevart - 4n.37, an. 1 ot 33K -

TbpProBcka TanHa;
3anuyeH noanuc - yn.2, an.1 ot 33/

PEACTaBEHM Ha aHr1. 1 B Npesop, Ha GbRrapck
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An Affymetrix Company

Human IL-2 Ready-SET-Go! ELISA (2nd Generation)
Catalog Number: 88-7025

Also known as: Interleukin-2

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

0.D.

Standard curve of Human IL-2 ELISA Ready-SET-Go!

a ] ]

10 100
Concentration (pg/mL)

Product Information
Contents: Human IL-2 Ready-SET-Go! Temperature Limitation: Store at 2-8°C except
ELISA (2nd Generation) standard which should be stored at less than or
Catalog Number: 88-7025 equal to -70°C.
Sensitivity: 2 pg/mL Batch Code: Refer to vial
Standard Curve Range: 2 - 250 pg/mL Use By: Refer to vial

S

,_
rd|s

Description

This Human IL-2 Ready-SET-Go! ELISA Set contains the necessary reagents, standards, buffers and diluents for
performing quantitative enzyme-linked immunosorbent assays (ELISA). This ELISA set is specifically engineered for
accurate and precise measurement protein levels from samples including serum, plasma, and supernatants from cell
cultures. This second generation kit has increased sensitivity with a range from 2-250 pg/mL.

IL-2 is a 15kDa cytokine expressed by B cells, T cells, and dendritic cells. It signals via a heterotrimeric receptor and
results in the activation of Jak/STAT pathways. IL-2 plays a critical role in the proliferation, activation, and
differentiation of T cells. The development of CD4+CD25+ regulatory T cells is especially dependent on the presence
of IL-2, making it an important immunoregulatory cytokine.

Components

Capture Antibody. Pre-titrated, purified antibody

Detection Antibody. Pre-titrated, biotin-conjugated antibody

Standard. Recombinant protein for generating standard curve and calibrating samples

10X Coating Buffer . Buffer for plating the Capture Antibody

5X ELISA/ELISPOT Diluent . Buffer for blocking and diluting the Detection Antibody and Enzyme
Enzyme. Pre-titrated Avidin-HRP

Substrate. 1X TMB Solution

Certificate of Analysis. Lot-specific instructions for dilution of antibodies and standards

96 Well Plate. Corning Costar 9018 (included with product Cat. #'s ending in suffixes -22, -76, -86)

Applications Reported
This ELISA set is for the quantitative detection of human IL-2 in serum, plasma, and tissue culture supernatant
samples.

Applications Tested
This assay has been validated for the detection of endogenous human IL-2 with supernatant collected from cultures
of normal peripheral blood monocytes stimulated with immobilized Anti-Human CD3 Functional Grade Purified (cat.

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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An Affymetrix Company

Human IL-2 Ready-SET-Go! ELISA (2nd Generation)
Catalog Number: 88-7025

Also known as: Interleukin-2

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

16-0037) and soluble Anti-Human CD28 Functional Grade Purified (cat. 16-0289).

This assay was evaluated for specificity on a panel of 72 recombinant cytokines at 100 ng/mL. No significant
crossreactivity was observed.

References
Chen Q, Kim YC, Laurence A, Punkosdy GA, Shevach EM. IL-2 controls the stability of Foxp3 expression in TGF-
beta-induced Foxp3+ T cells in vivo. J Immunol. 2011 Jun 1;186(11):6329-37.

Malek TR. The main function of IL-2 is to promote the development of T regulatory cells. J Leukoc Biol. 2003
Dec;74(6):961-5. .

Smith SE, Warren GD, Thong YH, McCormack JG. Suppression of monocyte and neutrophil function by recombinant
IL-2. Mediators Inflamm. 1993;2(1):59-65.

Related Products

00-0400 ELISA Wash Buffer - 10 x 1L Packets

00-4201 1X TMB Solution

00-4202 5X ELISA/ELISPOT Diluent

16-0037 Anti-Human CD3 Functional Grade Purified (OKT3)
16-0289 Anti-Human CD28 Functional Grade Purified (CD28.2)
39-8029 Human IL-2 Single-Use ELISA RSG Standard

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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® affymetrix

eBioscience

Enzyme Linked Immunosorbent Assay (ELISA)
Research Use Only

Protocol: ELISA Ready-Set-Go!

The following protocol is a general guideline for the Ready-SET-Go! Sets

Materials Provided

Please refer to the Certificate of Analysis (C of A) for components

Other Materials Needed

Buffers*

— Wash Buffer: 1x PBS, 0.05% Tween-20 (or eBioscience ELISA Wash Buffer Powder, Cat.
No. 00-0400)

—  Stop Solution: 1M H3PO4 (recommended) or 2N H2SO4

Pipettes

Refrigerator & frost-free -20°C freezer

96-well plate (Corning Costar 9018 or NUNC Maxisorp®)

NOTE: The use of ELISA plates which are not high affinity protein binding plates will

result in suboptimal performance, e.g., low signal or inconsistent data. Do not use

tissue culture plates or low protein absorption plates. Use only the Corning Costar 9018

or NUNC Maxisorp (Cat. No. 44-2404) 96-well plates

96-well ELISA plate reader (microplate spectrophotometer)

ELISA plate washer (highly recommended)

NOTE: To ensure optimal results from this ELISA Ready-SET-Go! Set, please only use the components
included in the set. Exchanging of components is not recommended as a change in signal may occur.

Time Requirements

1 overnight incubation
4%-hour incubations
1 hour washing and analyzing samples

Experimental Procedure

1.

Coat Corning Costar 9018 (or Nunc Maxisorp®) ELISA plate with 100 pL/well of capture
antibody in 1X Coating Buffer (dilute as noted on C of A, which is included with the reagent
set). Seal the plate and incubate overnight at 4°C.

Aspirate wells and wash 3 times with >250 pyL/well Wash Buffer*. Allowing time for soaking (~
1 minute) during each wash step increases the effectiveness of the washes. Blot plate on
absorbent paper to remove any residual buffer.

Dilute 1 part 5X ELISA/ELISPOT Diluent with 4 parts DI water.* Block wells with 200 uL/well of
1X ELISA/ELISPOT Diluent. Incubate at room temperature for 1 hour.

Optional: Aspirate and wash at least once with Wash Buffer.

Using 1X ELISA/ELISPOT Diluent *, dilute standards as noted on the C of A to prepare the top
concentration of the standard. Add 100 pL/well of top standard concentration to the appropriate

Not for further distribution without written consent.
Copyright © 2000-2014 Affymetrix, eBioscience

Tel: 888.999.1371 or 858.642.2058 « Fax: 858.642.2046 * www.ebioscience.com e

info@ebioscience.com
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® affymetrix

eBioscience

Enzyme Linked Immunosorbent Assay (ELISA)
Research Use Only

wells. Perform 2-fold serial dilutions of the top standards to make the standard curve for a total
of 8 points. Add 100 uL/well of your samples to the appropriate wells. Seal the plate and
incubate at room temperature for 2 hours (or overnight at 4°C for maximal sensitivity).

6. Aspirate/wash as in step 2. Repeat for a total of 3-5 washes**.

7. Add 100 pL/well of detection antibody diluted in 1X ELISA/ELISPOT Diluent * (dilute as noted
on C of A). Seal the plate and incubate at room temperature for 1 hour.

8. Aspirate/wash as in step 2. Repeat for a total of 3-5 washes**.

9. Add 100 pL/well of Avidin-HRP* diluted in 1X ELISA/ELISPOT Diluent (dilute as noted on C of
A). Seal the plate and incubate at room temperature for 30 minutes.

10. Aspirate and wash as in step 2. In this wash step, soak wells in Wash Buffer* for 1 to 2
minutes prior to aspiration. Repeat for a total of 5-7 washes**.

11. Add 100 pL/well of 1X TMB Solution to each well. Incubate plate at room temperature for 15
minutes.

12. Add 50 pL of Stop Solution to each well.

13. Read plate at 450 nm. If wavelength subtraction is available, subtract the values of 570 nm
from those of 450 nm and analyze data.

NOTES:

* Be certain that no sodium azide is present in the solutions used in this assay, as this
inhibits HRP enzyme activity.

*The number of washes in the protocol was adapted to an automatic plate washer. This can
be decreased when using other methods but should be tested empirically. Allowing time
for soaking (~ 1 minute) during each wash step increases the effectiveness of the washes.

Not for further distribution without written consent.
Copyright © 2000-2014 Affymetrix, eBioscience

Tel: 888.999.1371 or 858.642.2058 « Fax: 858.642.2046 * www.ebioscience.com e

info@ebioscience.com
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® affymetrix

eBioscience

Enzyme Linked Immunosorbent Assay (ELISA)
Research Use Only

Quick Guide: Standard Calibration

The following table indicates the protein standard contained in the Ready-SET-Go! is calibrated against NIBSC
standards.

Table of Standard Calibration

Cytokine ng of eB standard ng of NIBSC standard U of NIBSC standard NIBSC Lot #
1.1

hiL-2 1 14.6 86/564
hiL-4 1 22 22 88/656
hiL-5 1 2.2 22 90/586
hiL-6 1 1.7 170 89/548
hiL-8 1 1.8 180 89/520
hiL-10 1 0.8 4 93/722
hiL-12 1 0.8 8 95/544
hIL-17A 1 0.9 9000 01/420
hIFN-g 1 11 22 87/586
hTNF-a 1 0.9 36 87/650
miL-2 1 3.1 310 93/566
miL-4 1 3 30 91/656
miL-6 1 8.5 850 93/730
mIFN-g* 1 4.5 Gg02-901-533
mTNF-a 1 1.7 340 88/532

* Mouse IFN-g is calibrated using NIH standard (Lot Gg02-901-533) and is measured in Units (U)

ELISA Troubleshooting Guide

1. Improve efficiency of washing. Fill plates

A. High background 1. Improper and inefficient washing completely, soak for 1 minute per wash, as directed

2. Cross contamination from other specimens or 2. Repeat ELISA being careful when washing and
positive control pipetting
3. Contaminated substrate 3. Substrate should be colorless. Replace

4. Incorrect dilutions, e.g., conjugate concentration 4. Repeat using correct dilutions

was too high
. 1. Improper, low protein binding capacity plates were 1. Repeat ELISA using recommended high binding
B. No signal .
used capacity plates
2. Wrong substrate was used 2. Repeat ELISA using the correct substrate
3. Enzyme inhibitor present in buffers; e.g., sodium 3. Repeat ELISA making no enzyme inhibitor is

azide in the washing buffer and Assay Diluent inhibits  present in any buffers.

Not for further distribution without written consent.
Copyright © 2000-2014 Affymetrix, eBioscience
Tel: 888.999.1371 or 858.642.2058 « Fax: 858.642.2046 * www.ebioscience.com e
info@ebioscience.com
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Research Use Only

C. Very weak signal

D. Variation amongst
replicates

peroxidase activity

4. Coated capture antibody in ELISA/ELISPOT
Diluent rather than Coating Buffer

1. Improper and inefficient washing

2. Incorrect dilutions of standard

3. Insufficient incubation time

4. Incorrect storage of reagents

5. Wrong filter in ELISA reader was used

6. Wrong plate used

1. Improper and inefficient washing

2. Poor mixing of samples

3. Plates not clean

4. Reagents have expired

4. Repeat ELISA using Coating Buffer contained in
the set as the diluent for the capture antibody.

1. Make sure washing procedure is done correctly,
with a soak time.

2. Follow recommendations of standard preparation
exactly as written on the C of A

3. Repeat ELISA following the protocol carefully for
each step

4. Store reagents at the correct temperature asn
indicated on the Technical Data Sheet. Freezing
certain components will severely impact results. Do
not re-use the standards.

5. Use the correct wavelength setting

6. Use the recommended Corning Costar 9018 or
NUNC Maxisorp flat bottom 96 well plates

1. Make sure washing procedure is done correctly;
see C of A. Edge effects can be avoided by moving
samples and standards in from the edge of the plate.

2. Mix samples and reagents gently and equilibrate
to proper temperature

3. Plates should be wiped on bottom before
measuring absorbance

4. Order a new Ready-Set-Go ELISA.

Not for further distribution without written consent.
Copyright © 2000-2014 Affymetrix, eBioscience
Tel: 888.999.1371 or 858.642.2058 « Fax: 858.642.2046 * www.ebioscience.com e

info@ebioscience.com
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Human IL-2 Ready-SET-Go! ELISA (2nd Generation)
KarajgoxeH Homep 88-7025

YycTrBUTEIHOCT: 2 pg/ml
Crannapren ooxBart: 2 — 250 pg/ml

Cobxpanenue: KutsT ce chxpansipa npu 2-8 © C, ¢ U3KIIIOYEHUE CTAHAAPTUTE, KOUTO
TpsI0Ba a ce ChXpaHsBAT IPU MO-MAJIKO OT WK paBHa Ha -70 © C.

KoMnaHeHTH Ha KUTA:

Capture aHTHUTSIIO - MPETUTPUPAHO, TIPEUUCTEHO AHTUTSIIO

Detection anTtutsmno -IIpenBapurenHo TUTpyBaH, OMOTUH-KOHIOTHPAHO aHTHUTSIIO
Cranmaptin - PexomMOWHaHTEH MPOTEWH 3a TEHEpUpAaHE Ha CTaHAapTHAa KpUBa H
KanuOpupaHe nmpoou

10X Coating Buffer. - Bydep 3a obmuBka Ha Capture aHTUTSIOTO

SX ELISA / ELISPOT pazpenuten - bydep 3a Gnokupane u pazpexaane
OTKPUBAIIOTO AaHTUTSJIO U €H3UMBT

En3um - npe-tutpupan Avidin-HRP

Cy6ctpar - 1 X TMB Solution

Cepruduxar 3a ananus. JJIOT-cneunduynm ykasanus 3a pa3pex/iaHe Ha aHTUTENA U
CTaHJapTH

96-smkoBa rutaka. Corning Costar 9018 (Bkirouena ¢ npoaykra Cat. # "W npukitousa
npe3 HacTaBku -22, -76, -86).

PaGoren nporokoJ:

1. UukyO6upaiite Corning Costar 9018 (wm Nunc Maxisorp®) ELISA mowa ¢ 100
MKII / ssMka Ha ynaBsHero Ha antutena B 1X Coating Buffer (paspexmna, xakro e
orbemsizano mo C Ha A, KOSTO € BKIIOYEHA B KOMIUJIEKTA HAa PEareHT). 3aredyaranrte
II04a U ce MHKyoupar eqHa Houi mipu 4 ° C.

2. Acnupupaiite KIaJeHUd U MUAT Tpu nbTH ¢> 250 muxponutpa / Wash Buffer.
[IpenocraBsiHe Ha AOCTATHYHO BPEME 3a IO BPEME Ha BCEKH €Tall Ha POMUBAHE Ype3
HakucBaHe (~ 1 MuHyTa) yBenuuaBa e(pekTUBHOCTTA Ha mpomuBaHeTo. Blot mimoua



BBpPXY abcopOupaiiia xapTus, 3a ]a OTCTPAHUTE OCTaThIHUTE OT Oydep.

3 Paspenere emna gact 5X ELISA / ELISPOT paspenuren ¢ uyetupu gactu DI Bona.
brnokupane Ha knanenuu ¢ 200 mukponutpa / 1X ELISA / ELISPOT pa3penuren.
HNukyOupa ce rpu craiiHa Temneparypa B NpoabJKeHUe Ha 1 yac.

4. Acniupupaiite u u3muiiTe Hail-manko enuH msT ¢ Wash Buffer.

5. Mznomssanero 1X ELISA / ELISPOT paspenuten, pa3penere craHAapTH, KaKToO €
orbemsizano Ha C Ha A 3a Ja ce MOATrOTBM HaW-KOHIIEHTpAlMATa HA CTaHAapTa.
Hobasere 100 MuxponuTpa / siMKa Ha TOpHara CTaHJapTHAa KOHIIEHTpAlUS KbM
CbOTBETHUTE KiaJeHUU. M3BbpIIBaHE HA 2-KpAaTHH CEPUNHU pa3pekIaHUs HA TOI
CTaHJApTH Jla CTaHJapTHaTa KpuBa 3a o0mo 8 touku. J[o6aBere 100 muxponutpa /
sMKa Ha BaIlllUTe MPOOU KbM CHOTBETHHUTE SIMKH. 3aredyaraiTe Tioda U c€ HHKyOupar
IpU CTailHa TeMmieparypa B Npoab/kKeHUe Ha 2 yaca (wiau egHa Houl rpu 4 © C B
IPOABIDKEHUE HA MAKCUMAIHA YyBCTBUTEIHOCT).

6 Acniupupaiite / u3MuBaHe kakto B ETan 2 ce moBtaps 3a 001110 3-5 u3MUBaHMUS.

7 Hob6asere 100 mukposnuTpa / 3a OTKpUBaHe Ha aHTUTENA, pa3peacH B 1 X ELISA /
ELISPOT pa3penuren (pazpexaa, kakto € otoens3ano mo C Ha A). 3aneuaraiite
rio4a v ce MHKyOupar Mpu cTaifHa Temneparypa 3a 1 gac

8 Acnmpupaiite / n3MHUBaHe KakTo B cThhKa 2 [loBTopere 3a 00110 3-5 usMuBaHus.

9. Nob6agere 100 mukpomutpa / Avidin-HRP paspenena B 1 X ELISA / ELISPOT
paspenuten (pa3pexaa, kKakro € oroenszano no C Ha A). 3amedaraidte mioda v ce
WHKYyOUpar npu ctaiiHa temneparypa 3a 30 MUHyTH.

10 Acnimpupaiite 1 U3MUNTE, KAKTO B CThIKA 2 B TO3M eTan Ha mMpoMHBaHEe, HAKMUCBA
kianennu B Wash Buffer 3a 1 1o 2 munyTtu npenu acnuparus. [loBropere 3a 001110 5-
7 I3MHUBaHUS.

11. ITpubagst ce 100 ul / smka ot 1 x TMB pa3rBop KbM Bcsika simka. [lmoukara ce
WHKYOHpa MpH CTaiiHa Temneparypa 3a 15 MUHYTH.

12. JTo6asete 50 ul cronmupani pa3TBOp KbM BCAKa SIMKA.
13. TIpemepere abcopOuusta mpu 450 HM. AKO IBDKUHATA HA BbIIHATA U3BAKIAHE €

Ha pa3IoJIoKEHUE, ce u3Baxaa ctoiHocrra Ha 570 HM ot Te3u Ha 450 Hm u ananu3
Ha JJaHHHU.
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Human IFN gamma ELISPOT Ready-SET-Go!®
Catalog Number: 88-7386

Also Known As:Interferon-gamma

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

Normal human peripheral blood cells were activated with
PMA/lonomycin in human IFN gamma ELISPOT assay. Control well is
medium alone.

Product Information

Contents: Human IFN gamma ELISPOT Ready-SET-Gol® X Temperature Limitation: Store at 2-8°C.

Catalog Number: 88-7386 Batch Code: Refer to Vial

g Use By: Refer to Vial
ﬁh Caution, contains Azide

Description

This Human IFN gamma ELISPOT Ready-SET-Go! reagent set contains the necessary reagents for performing enzyme linked immunosorbent
spot (ELISPOT) assays for high resolution frequency analysis of IFN gamma-secreting cells. This ELISPOT reagent set is pre-titrated for optimal
spot development.

Components

Capture Antibody. Pre-titrated, Functional Grade (low endotoxin) purified antibody

Detection Antibody. Pre-titrated, biotin-conjugated antibody

ELISA/ELISPOT Coating BufferThis Ready-Set-Go! ELISPOT Set may contain ELISA/ELISPOT Coating Buffer Powder (Reconstitute to 1L with
dH20 and filter (0.22 uM)) or 10X PBS ELISPOT Coating Buffer (Dilute 1 part 10X Buffer into 9 parts dH20 and filter with 0.22 uM).

5X ELISA/ELISPOT Diluent.

Enzyme. Pre-titrated Avidin-HRP

Certificate of Analysis. Lot-specific instructions for dilution of antibodies and enzyme

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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full spectrum cell analysis

eBioscience

ELISPOT Set Protocol

Research Use Only
Additional Materials Needed

)
)
0
0

96-Well PVDF Membrane ELISPOT Plates (Millipore, Cat. No. MAIPS4510)

AEC (3-amino-9-ethyl carbazole) Substrate (Sigma, Cat. No. A-5754)

Distilled water

ELISPOT Wash Buffer: 1X PBS, with 0.05% Tween-20 (or eBioscience ELISA Wash Buffer Powder, cat 00-0400)

Instruments

=]
=]
0
)
0
0

Pipettes and pipettors

Refrigerator

Incubator

Laminar Flow Hood

Plate Washer: Wash bottle or automated wash machine

ELISPOT plate reader or dissecting microscope for visual inspection

Experiment Duration

B 1 overnight antibody incubation

O 1-2 day cell activation

L' 3-5 hr washing, antibody incubation, color development
ELISPOT Method

Aseptic Procedure: (Use sterile buffers and aseptic conditions; use laminar flow hood for procedures.)

1.

vk wn

Dilute Functional Grade purified capture antibody in sterile ELISPOT Coating Buffer, as noted on Certificate of Analysis
which is included with the reagent set. Coat ELISPOT plate with 100 pl/well of capture antibody solution. Incubate at
4°C overnight.

Decant or aspirate coating antibody from plate.

Wash plates 2 times with 200 pl/well sterile ELISPOT Coating Buffer. Decant.

Block plate with 200 pl/well of complete RPMI-1640 at room temperature for 1 hour. Decant or aspirate plate.
Aliquot mitogen, antigen or controls diluted in complete RPMI-1640 medium to appropriate wells at 100 pl/well.
Aliquot cells at desired densities (e.g., 1x10°/ml - 2x10%/ml) at 100 pl/well and incubate at 37°C, 5% CO, humidified
incubator for 24-48 hours.

Note: Kinetics and cell densities vary with target cytokine, treatment, and cell type and must be empirically
determined. See references. Cells can be diluted in a sterile tissue culture plate starting at 2x10%/well in triplicate wells

with a series of 1:3 or 1:4 serial dilutions down the plate, and then transferred to the ELISPOT plate.

Revised 11-24-2009
Provided as a courtesy by eBioscience, Inc. Copyright © 2000-2009 eBioscience, Inc.
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eBioscience

ELISPOT Set Protocol

Research Use Only
Non-Aseptic Procedure:

1. Decant cells and medium from plates. Wash plate 3 times with ELISPOT Wash Buffer.

2. Dilute biotinylated detection antibody in Assay Diluent according to instructions on the Certificate of Analysis
provided with the reagent set. Add 100 pl/well to plate microwells and incubate at room temperature for 2 hr (or 4°C
overnight).

Decant antibody solution. Wash 4 times with ELISPOT Wash Buffer. Allow wells to soak for 1 minute for each wash.

4. Dilute Avidin-HRP reagent in Assay Diluent according to instructions on the Certificate of Analysis provided with the
reagent set. Add 100 pl/well of Avidin-HRP and incubate at room temperature for 45 minutes.

5. Decant Avidin-HRP solution. Wash plate 3 times with ELISPOT Wash Buffer, and then 2 times with 1X PBS (no Tween-
20).

6. Add 100 pl/well of freshly-prepared AEC Substrate Solution and develop at room temperature for 10-60 minutes;
monitor development of spots.

Stop the substrate reaction by washing wells 3 times with 200 pl/well distilled water.
8. Air-dry the plate. Count spots using a dissecting microscope or automated ELISPOT plate reader. Store plates in the

dark prior to reading.

Cytokine ELISPOT Buffers

O ELISA/ELISPOT Coating Buffer Powder
= Reconstitute powder to 1 L in dH,0; filter sterilize using a 0.22 uM filter

L' complete RPMI-1640:
= RPMI-1640 with 10% FBS and 1% Pen/Strep/L-Glu

Assay Diluent (supplied as 5X):
= Dilute 5X solution to 1X in DI H,0

0, ELISPOT Wash Buffer:
= 1X PBS with 0.05% Tween-20 (0.5 ml Tween-20 in 1 L PBS) or eBioscience ELISA Wash Buffer Powder (Cat #
00-0400)

B 1xpBs:
= 80.0gNaCl
= 11.6 g Na,HPO,
*  2.0gKH,PO,
= 20gKcl
= Qs withDIH,0upto10.0L, pHto 7.0

Revised 11-24-2009
Provided as a courtesy by eBioscience, Inc. Copyright © 2000-2009 eBioscience, Inc.
Tel: 888.999.1371 or 858.642.2058 e Fax: 858.642.2046 ¢ www.ebioscience.com e info@ebioscience.com
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eBioscience

ELISPOT Set Protocol
Research Use Only
O AEc (3-amino-9-ethyl carbazole) Substrate Solution:
= AEC Stock Solution: Dissolve 100 mg of AEC in 10 ml of N,N Dimethylformamide (DMF; Pierce, Cat. No.
20672)
= Add 333 pl of AEC Stock Solution to 10 ml of 0.1 M Acetate Solution (pH 5.0) (see below for recipe). Filter
through a 0.45 um filter.
= Just before use, add 5 pul of 30% H,0,. Mix and use immediately.

' 0.1 M Acetate Solution (pH 5.0):
= Combine 148 ml 0.2 M acetic acid (11.55 ml glacial acetic acid per 1 L dH,0) with 352 ml 0.2 M sodium
acetate (27.2 g sodium acetate per 1 L dH,0).
= Qsto 1L with dH,0. Adjust pH to 5.0.

Selected References

1. Gebauer BS, et al. 2002. Evolution of the enzyme-linked immunosorbent spot assay for post-transplant alloreactivity
as a potentially useful immune monitoring tool. Am. J. Transplant. 9: 857-866.

2. Guerkov RE, et al. 2003. Detection of low-frequency antigen-specifi c IL-10-producing CD4(+) T cells via ELISPOT in
PBMC: cognate vs. nonspecifi ¢ production of the cytokine. J. Immunol. Methods. 279: 111-121.

3. Kreher CR, et al. 2003. CD4+ and CD8+ cells in cryopreserved human PBMC maintain full functionality in cytokine
ELISPOT assays. J. Immunol. Methods. 278: 79-93.

4. Ott PA, et al. 2004. CD28 costimulation enhances the sensitivity of the ELISPOT assay for detection of antigen-specifi ¢
memory effector CD4 and CD8 cell populations in human diseases. J. Immunol. Methods. 285: 223-235.

5. Smith JG, et al. 2001. Development and validation of a gamma interferon ELISPOT assay for quantitation of cellular
immune responses to varicella-zoster virus. Clin. Diag. Lab. Immunol. 8: 871-879.

6. Shafer-Weaver K, et al. 2003. The Granzyme B ELISPOT assay: an alternative to the 51Cr-release assay for monitoring
cell-mediated cytotoxicity. J. Translational. Med. 1: 14.

7. Rininsland F, et al. 2000. Granzyme B ELISPOT assay for ex vivo measurements of T cell immunity. J. Immunol. Meth.
240:143-155.
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Human IFN gamma ELISPOT Ready-SET-Go!®
KaraJjioxxeH Homep 88-7386

Cbxpanenue: Kutst ce cbxpanssa npu 2-8 ° C

KoMnaneHTH Ha KUTa:

Capture aHTUTSAIIO - TPETUTPUPAHO, IPEUUCTEHO AHTUTSIIO

Detection anTtutsiio -IIpenBapuTenHo TUTpyBaH, OMOTUH-KOHIOTUPAHO aHTHUTSIIO
ELISA/ELISPOT Coating Buffer. - Bydep 3a oOmuBka Ha Capture aHTUTSIIOTO
ELISA/ELISPOT HunyeHT — 5X KOHIIEHTpUpaH

Herextupani Ex3um - npe-tutpupan Avidin-HRP

Cyo6ctpar - 1X TMB Solution

Ceptuduxkar 3a ananus. JIOT-cnenuduynu ykazaHus 3a pa3pexaaHe Ha aHTHTENA U
CTaHJapTH

Heo0xoqumMu 10MbJIHUTETHH MATEPHAIIH:
96-Well PVDF Membrane ELISPOT miaku

AEC (3-amino-9-ethyl carbazole) Cyoctpar - AEC Solution: Pazmeapsm ce 100 me na AEC
6 10 mn N, N-oumemungpopmamuo. /lobasu 333 mxn AEC nanuunocm 6 pazmeop na 10 mn om 0.1 M
ayemamen pazmeop (pH 5.0) (sudic no-oony 3a peyenma). @unmpupa ce npes 0.45 ym gpurmup.
Touno npeou ynompeba, ce oooasam 5 mxn om 30% H202. Pazowpkea ce u ce uznonzea eeouaza.

Juctunupana Boma
ELISPOT Muem 6ydep: 1X PBS, with 0.05% Tween-20

ELISPOT Pa0oreHn nporoko.r:

1. IekanTupaiTe KIETKM U HOCUTEN OT Iu1ouM. [lnoykara ce mpomusa 3 nbTH €
ELISPOT Wash Bulffer.

2. Pa3penere OMoTuHUIMpaHa OTKPUMBAHE HA aHTUTENA B pa3peIuTen 3a aHAIU3 B
CbOTBETCTBHE C UHCTPYKIIMUTE HA CEPTUPUKAT 3a aHAIU3, CHAO/IEHU C KOMILJIEKT 32
pearent. Jlo6assine Ha 100 ul / ssMka Ha ryIoYaTa MUKPOSIMKHM U C€ MHKYyOUpa mpH
CTaliHa TeMIeparypa B MpoabkeHue Ha 2 yaca (uiu 4 © C 3a eqHa HOI).

3. Pa3tBOp ce npenuBa antutsuio. I[Ipomusa ce 4 mptu ¢ ELISPOT Wash Buffer.
[To3BoneTe KiTaieHIIN Ja KUCHE B MMPOIBDKEHNE HA | MUHYTA 32 BCSKO M3MHUBAHE.



4. Pazpenere Avidin-HRP pearent B pazpeauTten 3a aHaiu3 B CbOTBETCTBHE C
WHCTPYKITUUTE Ha cepTU(UKAT 32 aHAIIN3, CHAOJCHHN C KOMIUICKT 3a peareHt. Jlo0aBsr
ce 100 ul / smxa ot aBuauH-HRP u ce unkyOupa npu craiina temneparypa 3a 45
MUHYTH.

5. PaztBOp ce npenusa aBuauH-HRP. ITnoukara ce npomusa 3 netu ¢ ELISPOT
npomuBeH Oydep u cien Toa 2 mbth ¢ 1 X PBS (6e3 Tween-20).

6 o6asere 100 mukponutpa / Ha ipsicHo npurorBeHa AEC Substrate Solution u ce
MPOSIBSIBA MPHU CTailHA TeMIlepaTypa B npoabikeHue Ha 10-60 MunyTu; cienu
Pa3BUTHETO HA METHA.

7. N3buctpere cyodcTpara upe3 npomuBane sismkute 3 mbtu ¢ 200 ul / smka
JeCTHIMpaHa BOJIA.

8 Bp3aylIHO U3chXBaHE Ha Iuio4ara. bpoid Mecta ¢ moMoIITa Ha MUKPOCKON UJIU
apromatusupano ELISPOT ueren Ha miaky. 3anucaHu MJIOYU B ThbMHO MIPEIU
YeTeHE.
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Human/Mouse TGF beta 1 ELISA Ready-SET-Go! (2nd Generation)
Catalog Number: 88-8350

Also known as: Transforming Growth Factor beta 1, TGF-b1

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

O.D.

Standard curve of Human/Mouse TGF beta 1 ELISA
Ready-SET-Go!

0.1

] ] ]
10 100 1000

Concentration (pg/mL)

Product Information

Contents: Human/Mouse TGF beta 1 ELISA /ﬂf Temperature Limitation: Store at 2-8°C except

Ready-SET-Go! (2nd Generation) standard which should be stored at less than or
reF] Catalog Number: 88-8350 equal to -70°C.

Sensitivity: 8 pg/mL Batch Code: Refer to vial

Standard Curve Range: 1000-8 pg/mL Use By Refer to vial

_
Ed|=

Description

This Human/Mouse TGF beta 1 Ready-SET-Go! ELISA Set contains the necessary reagents, standards, buffers and
diluents for performing quantitative enzyme-linked immunosorbent assays (ELISA). This ELISA set is specifically
engineered for accurate and precise measurement of human or mouse TGF beta 1 protein levels from samples
including serum, plasma, and supernatants from cell cultures. This second generation kit has increased sensitivity
with a range of 8-1000 pg/mL.

Transforming Growth Factor beta (TGF beta) is a pleiotropic cytokine which exists in five isoforms, known as TGF
beta 1-5, with homologies of 70-80% and no homology to TGF alpha. TGF beta 1 is the most abundant isoform and is
ubiquitously expressed, while other isoforms are expressed in a more restricted manner. TGF beta 1 is highly
conserved, with 100% sequence homology between the human, simian, bovine, porcine, and chicken proteins and
99% homology between the human and murine proteins. It is highly expressed in platelets and also produced by
macrophages, lymphocytes, endothelial cells, chondrocytes, and leukemic cells.

TGF beta 1 is synthesized as a long precursor polypeptide, which is cleaved to yield the mature protein and the
Latency Associated Peptide (LAP). LAP and mature TGF beta 1 remain non-covalently associated through secretion,
forming homodimers known as the Small Latent Complex (SLC). Secretion can be induced by steroids, retinoids,
EGF, NGF, vitamin D3, and IL-1. The bioactivity of mature TGF beta 1 is dependent on its release from LAP by
conformational changes and proteolytic processing. Its activities include inhibition of cell growth in epithelial cells,
endothelial cells, fibroblasts, neurons, lymphoid cells, and other hematopoietic cell types. TGF beta 1 also inhibits the
proliferation of T cells and NK cells, downregulates the activities of activated macrophages, and blocks the anti-tumor
activity of IL-2 — bearing lymphokine-activated killer (LAK) cells. Recently, TGF beta 1 has been found to have a
critical role in the development of regulatory T cells and act as a costimulatory factor for expression of Foxp3.
Dendritic cells exposed to tumors have been reported to secrete TGF beta 1 and stimulate the differntiation of
CD4+CD25+ Treg cells from peripheral CD4+CD25- progeny. TGF beta 1-induced regulatory T cells have been
termed iTreg.

Components
Capture Antibody. Pre-titrated, purified antibody

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

Detection Antibody. Pre-titrated, biotin-conjugated antibody

Standard. Recombinant cytokine for generating standard curve and calibrating samples

Coating Buffer. 10X PBS ELISA Coating Buffer

Assay Diluent. 5X Concentrated

Detection Enzyme. Pre-titrated Avidin-HRP

Substrate Solution. Tetramethylbenzidine (TMB) Solution

Certificate of Analysis. Lot-specific instructions for dilution of antibodies and standards.

96-well Plates. Corning Costar flat-bottom plates (included with Cat. #s ending in -22, -76, and -86)

Applications Reported
This ELISA set is for the quantitative detection of human and mouse TGF beta 1 in serum, plasma, and tissue culture
supernatant samples.

Applications Tested

The Human/Mouse TGF beta 1 ELISA (2nd Generation) recognizes the mature/active form of TGF beta 1 without
association with Latency Associated Peptide (LAP). Most samples will require acid-treatment and neutralization to
remove LAP from TGF beta 1 prior to evaluation in this assay. Samples should be tested in the assay immediately
after acid treatment and neutralization. It is also possible that some serum and plasma samples may contain low
levels of immunoreactive TGF beta 1 that has disassociated from LAP. Naturally occuring, free TGF beta 1 may be
measurable in this assay by evaluating samples without acid treatment. See the "Experimental Procedure" section of
the protocol.

The 5X ELISA Diluent provided in this assay contains 10% Fetal Bovine Serum (FBS) when diluted to its working
concentration. FBS is a natural source of bovine TGF beta 1, which is detectable in this ELISA. It is recommended
that a sample of prepared 1X ELISA Diluent be acidified and neutralized, as described in the "Experimental
Procedure" section of the protocol, then run in the ELISA to quantify basal levels of bovine TGF beta 1 present in the
diluent. This value can be subtracted from any samples diluted in this buffer after analysis. When testing tissue
culture supernatants, it is also recommended that the user run a similar control if the cells will be cultured in medium
prepared with FBS. Please use 1X ELISA Diluent that has not been treated with acid for diluting any samples for
running in this ELISA.

This assay was validated for the detection of endogenous human TGF beta 1 using supernatant collected from a
culture of normal peripheral blood monocytes stimulated using Cell stimulation Cocktail (500X) (cat. 00-4970) that
contains PMA and ionomycin. Detection of endogenous mouse protein was tested using supernatant from a culture of
splenocytes stimulated in the same manner. Due to high circulLating levels of TGF beta 1 present in normal donors, it
is recommended that acid-treated serum and plasma samples be diluted at least 5-fold prior to evaluation in this
assay. This dilution is not required if measurement of naturally occuring free TGF beta 1 is desired, as those levels
will be much lower.

This assay was evaluated for specificity on a panel of 72 recombinant cytokines at 100 ng/mL. At this concentration,
0.1% cross-reactivity to human TGF beta 2 was observed, with none to TGF beta 3 or any other cytokines on the
panel.

References
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cells suppress Th1-mediated experimental colitis. Gut. 2006 May;55(5):671-80.

Peng Y, Laouar Y, Li MO, Green EA, Flavell RA. TGF-beta regulates in vivo expansion of Foxp3-expressing
CD4+CD25+ regulatory T cells responsible for protection against diabetes. Proc Natl Acad Sci U S A. 2004 Mar
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00-4970 Cell Stimulation Cocktail (500X)
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BMS8608FF* Mouse TGF-beta1 FlowCytomix Simplex
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Other Materials Needed

L' solutions for activating samples (not needed for standards)

. 1 N HCI
. 1 N NaOH
O Buffers

= Wash Buffer: 1 x PBS, 0.05% Tween-20
= Stop Solution: 1M H;PO, or 2N H,SO,
L' Ppipettes and pipettors

|

Refrigerator

L' 96-well plate (Corning Costar 9018 or NUNC Maxisorp flat-bottom)
NOTE: The use of ELISA plates which are not high affinity protein binding plates will result in suboptimal
performance, e.g., low signal or inconsistent data. Do not use tissue culture plates or low protein absorption plates.
Use only the Corning Costar 9018 or NUNC Maxisorp 96 well plates provided or suggested.

L' 96-well ELISA plate reader (microplate spectrophotometer)

O ELISA plate washer

NOTE: To ensure optimal results from this ELISA Ready-SET-Go! Set, please only use the components included in the set.

Exchanging of components is not recommended as a change in signal may occur.

Stability

This ELISA set is guaranteed to perform as specified at least 12 months from date of receipt if stored and handled as instructed

according to this datasheet and the Certificate of Analysis, which is included with the reagents.

Storage Instructions

The frozen cytokine standard is already aliquoted at 20 pl per vial. Upon receipt, frozen cytokine standard should be
immediately stored at -80°C; stable for at least 12 months. After thawing, quick-spin vial prior to opening. Do not re-aliquot into
smaller fractions. These are single use vials. Use one time and discard. For dilution of the standard, please see instructions on

the Certificate of Analysis and follow these as written. All other set components should be stored at 2-8°C.

Time Requirements

L' 1 overnight incubation
O 4%-hour incubations

0 1 hour washing and analyzing samples

Revised 11-24-2009
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Experimental Procedure

10.

11.

12.

13.
14.

Coat Corning Costar 9018 or NUNC Maxisorp 96 well ELISA plate with 100 ul/well of capture antibody in Coating
Buffer (dilute as noted on Certificate of Analysis, which is included with the reagent set). Seal the plate and incubate
overnight at 4°C.
Aspirate wells and wash 5 times with >250 ul/well Wash Buffer* (diluted to 1X). Allowing time for soaking (~ 1
minute) during each wash step increases the effectiveness of the washes. Blot plate on absorbent paper to remove
any residual buffer.
Dilute 1 part 5X concentrated Assay Diluent with 4 parts DI water.* Block wells with 200 pl/well of 1X Assay Diluent.
Incubate at room temperature for 1 hour.
Aspirate/wash as in step 2. Repeat for a total of 5 washes.
Acid Activation of Samples: To activate latent TGF-R1 to the immunoreactive form, the samples (but not standards)
must be acidified, and then neutralized. Animal serum used in culture media may contain high levels of latent TGF-R1,
so controls should be run to determine baseline concentrations of TGF-R1 in culture media.
1. Tissue culture supernatants: Per 100 ul of sample, add 20 ul of 1N HCI; incubate 10 minutes at room
temperature, then neutralize with 20 ul of 1N NaOH. [When calculating final sample concentration, correct
to the dilution factor of 1.4.]
2. Serum or plasma: Dilute 1:5 in PBS*, then treat as above for supernatants.

Using Assay Diluent*, dilute standards as noted on the Certificate of Analysis (C of A). Add 100 pl/well of standard to
the appropriate wells. Perform 2-fold serial dilutions of the top standards to make the standard curve. Add 100
ul/well of your acid-activated samples to the appropriate wells. Cover or seal the plate and incubate at room
temperature for 2 hours (or overnight at 4°C for maximal sensitivity).
Aspirate/wash as in step 2. Repeat for a total of 5 washes.
Add 100 pl/well of detection antibody diluted in 1X Assay Diluent* (dilute as noted on C of A). Seal the plate and
incubate at room temperature for 1 hour.
Aspirate/wash as in step 2. Repeat for a total of 5 washes.
Add 100 pl/well of Avidin-HRP* diluted in 1X Assay Diluent (dilute as noted on C of A). Seal the plate and incubate at
room temperature for 30 minutes.
Aspirate and wash as in step 2. In this wash step, soak wells in Wash Buffer* for 1 to 2 minutes prior to aspiration.
Repeat for a total of 7 washes.
Add 100 pl/well of Substrate Solution to each well. Incubate plate at room temperature for 15 minutes.
Add 50 pl of Stop Solution to each well.
Read plate at 450 nm. If wavelength subtraction is available, subtract the values of 570 nm from those of 450 nm and

analyze data.

*NOTE: Be certain that no sodium azide is present in any of the solutions used in this assay, as this inhibits HRP enzyme

activity.
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Ready-SET-Go Cytokine ELISA Set Buffers:

L' Assay Diluent (5X concentrate): Dilute 1/5 in DI water.

O Substrate Solution: Ready to use (1X); 100 pl per well.

Standard Calibration

The standard of the Ready-SET-Go! is calibrated against NIBSC standards:

Table of Standard Calibration

ng of eB standard ng of NIBSC standard U of NIBSC standard NIBSC Lot #
1.1

hiL-2 1 14.6 86/564
hiL-4 1 2.2 22 88/656
hIL-5 1 2.2 22 90/586
hiL-6 1 1.7 170 89/548
hIL-10 1 0.8 4 93/722
hiL-12 1 0.8 8 95/544
hIFN-g 1 11 22 87/586
hTNF-a 1 0.9 36 87/650
miL-2 1 3.1 310 93/566
miL-4 1 3 30 91/656
miL-6 1 8.5 850 93/730
mIFN-g* 1 4.5 Gg02-901-533
mTNF-a 1 1.7 340 88/532

* Mouse IFN-g is calibrated using NIH standard (Lot Gg02-901-533) and is measured in Units (U)

ELISA Troubleshooting Guide

1. Improve efficiency of washing. Fill plates

A. High . - . .
E 1. Improper and inefficient washing completely, soak for 1 minute per wash, as
Background .
directed
2. Cross contamination from other specimens or 2. Repeat ELISA, be careful when washing and
positive control pipetting
3. Contaminated substrate 3. Substrate should be colorless
S . . 4. Repeat test using correct dilutions; check with
4. Incorrect dilutions, e.g., conjugate concentration R .
. the recommendations of the antibody
was too high
manufacturer
B. No signal 1. Improper, low protein binding capacity plates were 1. Repeat ELISA, using recommended high binding
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C. Very weak
signal

D. Variation
amongst replicates

Tel: 888.999.1371 or 858.642.2058

used
2. Wrong substrate was used

3. Enzyme inhibitor present in buffers; e.g., sodium
azide in the washing buffer and Assay Diluent inhibits
peroxidase activity

1. Improper and inefficient washing

. Incorrect dilutions of standard

. Insufficient incubation time

. Incorrect storage of reagents

. Wrong filter in ELISA reader was used

. Wrong plate used

1. Improper and inefficient washing

. Poor mixing of samples

. Plates not clean

. Improper, low binding capacity plates were used

. Reagents have expired

Revised 11-24-2009

TDS Protocol Page 4 of 4

capacity plates
2. Repeat ELISA, use the correct substrate

3. Repeat ELISA, make sure your system contains
no enzyme inhibitor

1. Make sure washing procedure is done correctly
2. Follow recommendations of standard handling
exactly as written on the certificate of analysis

3. Repeat ELISA, follow the protocol carefully for
each stepls incubation time

4. Store reagents in the correct temperature,
avoid freeze and thaw, avoid using the Bfrost
freel freezer

5. Use the correct wavelength setting

6. Use the recommended Corning Costar 9018 or
NUNC Maxisorp flat bottom 96 well plates

1. Make sure washing procedure is done
correctly; see certificate of analysis

2. Mix samples and reagents gently and
equilibrate to proper temperature

3. Plates should be wiped on bottom before
measuring absorbance

4. Use recommended high binding capacity plates

5. Do not use if past expiration date

Provided as a courtesy by eBioscience, Inc. Copyright © 2000-2009 eBioscience, Inc.
Fax: 858.642.2046 ¢ www.ebioscience.com e
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Human/Mouse TGF beta 1 ELISA Ready-SET-Go! (2nd Generation)
KarajoxeH Homep 88-8350

YycrBuTeanoct: § pg/ml
Crannapren o6xBat: 8 — 1000 pg/ml

Cbxpanenue: Kutst ce cpxpanssa npu 2-8 © C, ¢ U3KIIOUEHUE CTAaHIAPTUTE, KOUTO
TpsI0Ba a ce ChXpaHsBAT MPU MO-MAJIKO OT WK paBHa Ha -70 © C.

KommnanenTn Ha KuTa:

Capture aHTHUTSIIO - IPETUTPUPAHO, PEIUCTCHO aHTUTSIIO

Detection anTuTtsuio -IIpeaBapuTelHO TUTPYBaH, OMOTHH-KOHIOTHPAHO aHTHUTSIIO
Cranpaptu - PexoMOMHAHTEH NpPOTEMH 3a T€HEPUpAHE Ha CTaHJapTHAa KpUBa U
KanuOpupaHe mpoou

10X Coating Buffer. - Bydep 3a obmuBka Ha Capture aHTUTSIOTO

JunnyeHTt — 5X KOHLIEHTpUpaH

Jerextupamt Exzum - npe-tutpupan Avidin-HRP

Cy6ctpar - 1 X TMB Solution

Cepruduxar 3a ananus. JJIOT-cneunduynm ykasanus 3a pa3pex/iaHe Ha aHTUTENA U
CTaHJapTH

96-smkoBa rutaka. Corning Costar 9018 (Bkirouena ¢ npoaykra Cat. # "W npukitousa
npe3 HacTaBku -22, -76, -86).

PaGoren nporokoJ:

1. UukyO6upaiite Corning Costar 9018 (wm Nunc Maxisorp®) ELISA mowa ¢ 100
MKII / ssMka Ha ynaBsHero Ha antutena B 1X Coating Buffer (paspexmna, xakro e
orbemsizano mo C Ha A, KOSTO € BKIIOYEHA B KOMIUJIEKTA HAa PEareHT). 3aredyaranrte
II04a U ce MHKyoupar eqHa Houi mipu 4 ° C.

2. Acnupupaiite KIaJeHUd U MUAT Tpu nbTH ¢> 250 muxponutpa / Wash Buffer.
[IpenocraBsiHe Ha AOCTATHYHO BPEME 3a IO BPEME Ha BCEKH €Tall Ha POMUBAHE Ype3
HakucBaHe (~ 1 MuHyTa) yBenuuaBa e(pekTUBHOCTTA Ha mpomuBaHeTo. Blot mimoua



BBpPXY abcopOupaiiia xapTus, 3a ]a OTCTPAHUTE OCTaThIHUTE OT Oydep.

3 Paspenere emna gact 5X ELISA / ELISPOT paspenuren ¢ uyetupu gactu DI Bona.
brnokupane Ha knanenuu ¢ 200 mukponutpa / 1X ELISA / ELISPOT pa3penuren.
HNukyOupa ce rpu craiiHa Temneparypa B NpoabJKeHUe Ha 1 yac.

4. Acniupupaiite u u3muiiTe Hail-manko enuH msT ¢ Wash Buffer.

Kucenuno aktuBupane Ha npoOu: 3a aktuBupaHe Ha jareHTeH TGF-SS1 Ha
MMyHOpeakThBeH dopmara, mpoduTe (HO HE CTaHAAPTH) TPSAOBA Ja c€ MOAKUCIISABA U
cien ToBa ce HeyTpanmusupa. CepyM Ha >KMBOTHUTE, HM3IOJI3BAaHUM B 00JacTTa Ha
KyJITypara MEIWUW MOTar Ja ChAbpKaT BUCOKM HuBAa Ha nareHTeH TGF-SS1, taka
KOHTPOJIM TPsIOBa Jla ce MPOBEXKAT, 3a /1a C€ Oompeean 0a30BUTe KOHIIEHTPAIMU Ha
TGF-SS1 B KyJITypaJiHa cpena.

A. TbKaHHa KynTypa cynepHaranTu: Ha 100 Mk ot mpobara ce no6aBar 20 MKJI OT
IN conHa kucenuHa; uHKyoupa 10 MUHYTH npu cTaliHa TeMImeparypa, clie]l ToBa ce
HeyTpanusupa ¢ 20 yim ot IN NaOH. [IIpu uzuncnspane Ha kpaliHa KOHIEHTpAIMs Ha
npobara, TMpaBWIHO Ja ce€ KoepUIMEHTHT Ha paspexnaaHe Ha 1.4.]

b. cepym wnm mnasma: Paspenere 1: 5 B PBS, cnen toBa nedenue, Kakto mo-rope 3a
MOBBPXHOCTHH CJIOEBE.

5. Uznom3Banero 1X ELISA / ELISPOT pa3zpenuren, pa3penere cTaHaapTH, KaKToO €
orOenszano Ha C Ha A 3a Ja ce NOATrOTBM Hal-KOHLEHTpalMATa Ha CTaHAapTa.
Jlo6aBere 100 MuxponuTpa / siMKa Ha TOpHAaTa CTaHJapTHAa KOHIIGHTpPAlUS KbM
ChOTBETHUTE KJaJeHUU. VI3BbpIIBaHE HAa 2-KpaTHU CEPUMHM pPa3pEKIaHUs HA TOI
CTaHJIApTH Jla CTaHAapTHaTa kpusa 3a oOmio 8§ Touku. Jlobasere 100 mukponutpa /
sMKa Ha BallUTE MPOOU KbM CHOTBETHUTE SIMKH. 3areyaraiTe miodya U c€ HHKyOupar
IpU CTailHa Temmeparypa B Npoab/keHue Ha 2 yaca (wiau egHa Houl ripu 4 °© C B
IPOABIKEHUE HA MAKCUMaIHA YyBCTBUTEITHOCT).

6 Acniupupaiite / n3MuBaHe kakTo B ETan 2 ce moBtaps 3a 001110 3-5 u3MUBaHUS.

7 Hob6asete 100 MukponuTpa / 3a OTKpUBaHE HA AaHTUTENA, pa3pe/IeH B IUITyCHTA
(pa3pexna ce, kakto € otdensizano no C Ha A). 3ameyaraiite 1jao4ya U ce HHKyOupar
U CTaifHa Temrneparypa 3a 1 gac

8 Acrmpupaiite / m3MHUBaHe KakTo B cThlKa 2 [loBTopere 3a 00mio 3-5 usMuBaHus.
9. Hob6asere 100 muxponutpa / Avidin-HRP paspenena B nunyenta (pazpexa,
KakTo € oroessizano no C Ha A). 3aneyaTaiiTe 1io4a U ¢ce MHKyOUpar IpH cTaiiHa

temneparypa 3a 30 MUHYTH.

10 Acnimpupaiite U U3MUNATE, KAKTO B CThIIKA 2 B TO3M eTan Ha mpoMHBaHE, HAKMCBA
kinaneHnu B Wash Buffer 3a 1 1o 2 munyTtu npenu acnuparus. [loBropere 3a 061110 5-



7 I3MUBaHU4.

11. IIpubassar ce 100 uL / smka ot 1 x TMB pa3tBop kbM Besika siMka. [Tnoukara ce
WHKyOMpa MpH CTaiiHa TemMneparypa 3a 15 MUHYTH.

12. Ho6asete 50 ul cronmupar pa3TBOp KbM BCSIKa SIMKA.
13. IIpemepere abcopbuusita mpu 450 HM. AKO IbJDKMHATA HAa BbIHATA U3BAXKIAHE €

Ha pa3IoyIoKEeHUE, ce u3Baxaa ctoitHocTtTa Ha 570 HM ot Te3u Ha 450 Hm u ananus
Ha JaHHU.

Table of Standard Calibration

ng of eB standard ng of NIBSC standard U of NIBSC standard NIBSC Lot #

hiL-2 14.6 86/564
hiL-4 1 2.2 22 88/656
hIL-5 1 2.2 22 90/586
hiL-6 1 1.7 170 89/548
hiL-10 1 0.8 4 93/722
hiL-12 1 0.8 8 95/544
hIFN-g 1 1.1 22 87/586
hTNF-a 1 0.9 36 87/650
miL-2 1 3.1 310 93/566
miL-4 1 3 30 91/656
miL-6 1 8.5 850 93/730
mIFN-g* 1 4.5 Gg02-901-533
mTNF-a 1 1.7 340 88/532
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Product Information
Contents: Human IL-10 ELISA Ready-SET- Jf Temperature Limitation: Store at 2-8°C.

1
gg{gog Number: 88-7106 Batch Code: Refer to vial
2 Use By: Refer to vial

Sensitivity: 2 pg/mL
Standard Curve Range: 2 - 300 pg/mL

Description

This Human IL-10 ELISA Ready-SET-Go! reagent set (with or without high-affinity binding microwell plates) contains
the necessary reagents, buffers and diluents for performing quantitative enzyme linked immunosorbent assays
(ELISA). This ELISA reagent set is specifically engineered for accurate and precise measurement of human IL-10
protein levels from samples including serum, plasma, and supernatants from cell cultures.

Components

Capture Antibody. Pre-titrated, purified antibody

Detection Antibody. Pre-titrated, biotin-conjugated antibody

Standard. Recombinant cytokine for generating standard curve and calibrating samples

ELISA/ELISPOT Coating Buffer Powder. This Ready-Set-Go! ELISA Set may contain ELISA/ELISPOT Coating
Buffer Powder (Reconstitute to 1L with dH20 and filter (0.22 uM)) or 10X PBS ELISA Coating Buffer (Dilute 1 part
10X Buffer into 9 parts dH20).

Assay Diluent. 5X concentrated

Detection enzyme. Pre-titrated Avidin-HRP

Substrate Solution. Tetramethylbenzidine (TMB) Substrate Solution

Certificate of Analysis. Lot-specific instructions for dilution of antibodies and standards

96 Well Plate. Corning Costar 9018 (included with product Cat. #'s ending in suffixes -22, -44, -76, -86)

References
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NA. Modulation of adipokines and cytokines in gestational diabetes and macrosomia. J Clin Endocrinol Metab. 2006
Oct;91(10):4137-43. (RSG ELISA, serum, PubMed)

Sendide K, Deghmane AE, Pechkovsky D, Av-Gay Y, Talal A, Hmama Z. Mycobacterium bovis BCG attenuates
surface expression of mature class Il molecules through IL-10-dependent inhibition of cathepsin S. J Immunol. 2005
Oct 15;175(8):5324-32. (RSG ELISA, TC sup, PubMed)

Xu LG, Wu M, Hu J, Zhai Z, Shu HB. Identification of downstream genes up-regulated by the tumor necrosis factor
family member TALL-1. J Leukoc Biol. 2002 Aug;72(2):410-6. (RSG ELISA, TC sup, PubMed)
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Protocol: ELISA Ready-Set-Go!

The following protocol is a general guideline for the Ready-SET-Go! Sets

Materials Provided
=  Please refer to the Certificate of Analysis (C of A) for components

Other Materials Needed

= Buffers®
— Wash Buffer: 1x PBS, 0.05% Tween-20 (or eBioscience ELISA Wash Buffer Powder, Cat.
No. 00-0400)
—  Stop Solution: 1M H3PO4 (recommended) or 2N H2SO4
=  Pipettes

= Refrigerator & frost-free -20°C freezer

= 96-well plate (Corning Costar 9018 or NUNC Maxisorp®)
NOTE: The use of ELISA plates which are not high affinity protein binding plates will
result in suboptimal performance, e.g., low signal or inconsistent data. Do not use
tissue culture plates or low protein absorption plates. Use only the Corning Costar 9018
or NUNC Maxisorp (Cat. No. 44-2404) 96-well plates

= 96-well ELISA plate reader (microplate spectrophotometer)

= ELISA plate washer (highly recommended)

NOTE: To ensure optimal results from this ELISA Ready-SET-Go! Set, please only use the components
included in the set. Exchanging of components is not recommended as a change in signal may occur.

Time Requirements
= 1 overnight incubation
= 4%-hour incubations
= 1 hour washing and analyzing samples

Experimental Procedure
1. Coat Corning Costar 9018 (or Nunc Maxisorp®) ELISA plate with 100 pL/well of capture

antibody in 1X Coating Buffer (dilute as noted on C of A, which is included with the reagent
set). Seal the plate and incubate overnight at 4°C.

2. Aspirate wells and wash 3 times with >250 pL/well Wash Buffer*. Allowing time for soaking (~
1 minute) during each wash step increases the effectiveness of the washes. Blot plate on
absorbent paper to remove any residual buffer.

3. Dilute 1 part 5X ELISA/ELISPOT Diluent with 4 parts DI water.” Block wells with 200 uL/well of
1X ELISA/ELISPOT Diluent. Incubate at room temperature for 1 hour.

4. Optional: Aspirate and wash at least once with Wash Buffer.

5. Using DI water, reconstitute lyophilized standards as noted on the C of A. Allow to sit for 15
minutes with gentle agitation prior to diluting further

Not for further distribution without written consent.
Copyright © 2000-2014 Affymetrix, eBioscience
Tel: 888.999.1371 or 858.642.2058 « Fax: 858.642.2046 * www.ebioscience.com e
info@ebioscience.com



Immunoassay — TDS Protocol Page 2 of 4

® affymetrix

eBioscience

Enzyme Linked Immunosorbent Assay (ELISA)
Research Use Only

6. Using 1X ELISA/ELISPOT Diluent*, dilute the reconstituted standard as noted on the C of A to
prepare the top standard concentration. Add 100 uL/well of top standard concentration to the
appropriate wells. Perform 2-fold serial dilutions of the top standards to make the standard
curve for a total of 8 points. Add 100 pL/well of your samples to the appropriate wells. Include
at least two wells with 100 pL/well of 1X ELISA/ELISPOT Diluent only to serve as plate blanks.
Seal the plate and incubate at room temperature for 2 hours (or overnight at 4°C for maximal
sensitivity).

7. Aspirate/wash as in step 2. Repeat for a total of 3-5 washes**.

8. Add 100 uL/well of detection antibody diluted in 1X ELISA/ELISPOT Diluent * (dilute as noted
on C of A). Seal the plate and incubate at room temperature for 1 hour.

9. Aspirate/wash as in step 2. Repeat for a total of 3-5 washes**.

10. Add 100 pL/well of Avidin-HRP* diluted in 1X ELISA/ELISPOT Diluent (dilute as noted on C of
A). Seal the plate and incubate at room temperature for 30 minutes.

11. Aspirate and wash as in step 2. In this wash step, soak wells in Wash Buffer* for 1 to 2
minutes prior to aspiration. Repeat for a total of 5-7 washes**.

12. Add 100 pL/well of 1X TMB Solution to each well. Incubate plate at room temperature for 15
minutes.

13. Add 50 pL of Stop Solution to each well.

14. Read plate at 450 nm. If wavelength subtraction is available, subtract the values of 570 nm
from those of 450 nm and analyze data.

NOTES:

* Be certain that no sodium azide is present in the solutions used in this assay, as this
inhibits HRP enzyme activity.

*The number of washes in the protocol was adapted to an automatic plate washer. This can
be decreased when using other methods but should be tested empirically. Allowing time
for soaking (~ 1 minute) during each wash step increases the effectiveness of the washes.
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Quick Guide: Standard Calibration

The following table indicates the protein standard contained in the Ready-SET-Go! is calibrated against NIBSC
standards.

Table of Standard Calibration

Cytokine ng of eB standard ng of NIBSC standard U of NIBSC standard NIBSC Lot #
1.1

hiL-2 1 14.6 86/564
hiL-4 1 22 22 88/656
hiL-5 1 2.2 22 90/586
hiL-6 1 1.7 170 89/548
hiL-8 1 1.8 180 89/520
hiL-10 1 0.8 4 93/722
hiL-12 1 0.8 8 95/544
hIL-17A 1 0.9 9000 01/420
hIFN-g 1 11 22 87/586
hTNF-a 1 0.9 36 87/650
miL-2 1 3.1 310 93/566
miL-4 1 3 30 91/656
miL-6 1 8.5 850 93/730
mIFN-g* 1 4.5 Gg02-901-533
mTNF-a 1 1.7 340 88/532

* Mouse IFN-g is calibrated using NIH standard (Lot Gg02-901-533) and is measured in Units (U)

ELISA Troubleshooting Guide

1. Improve efficiency of washing. Fill plates

A. High background 1. Improper and inefficient washing completely, soak for 1 minute per wash, as directed

2. Cross contamination from other specimens or 2. Repeat ELISA being careful when washing and
positive control pipetting
3. Contaminated substrate 3. Substrate should be colorless. Replace

4. Incorrect dilutions, e.g., conjugate concentration 4. Repeat using correct dilutions

was too high
. 1. Improper, low protein binding capacity plates were 1. Repeat ELISA using recommended high binding
B. No signal .
used capacity plates
2. Wrong substrate was used 2. Repeat ELISA using the correct substrate
3. Enzyme inhibitor present in buffers; e.g., sodium 3. Repeat ELISA making no enzyme inhibitor is

azide in the washing buffer and Assay Diluent inhibits  present in any buffers.

Not for further distribution without written consent.
Copyright © 2000-2014 Affymetrix, eBioscience
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C. Very weak signal

D. Variation amongst
replicates

peroxidase activity

4. Coated capture antibody in ELISA/ELISPOT
Diluent rather than Coating Buffer

1. Improper and inefficient washing

2. Incorrect dilutions of standard

3. Insufficient incubation time

4. Incorrect storage of reagents

5. Wrong filter in ELISA reader was used

6. Wrong plate used

1. Improper and inefficient washing

2. Poor mixing of samples

3. Plates not clean

4. Reagents have expired

4. Repeat ELISA using Coating Buffer contained in
the set as the diluent for the capture antibody.

1. Make sure washing procedure is done correctly,
with a soak time.

2. Follow recommendations of standard preparation
exactly as written on the C of A

3. Repeat ELISA following the protocol carefully for
each step

4. Store reagents at the correct temperature asn
indicated on the Technical Data Sheet. Freezing
certain components will severely impact results. Do
not re-use the standards.

5. Use the correct wavelength setting

6. Use the recommended Corning Costar 9018 or
NUNC Maxisorp flat bottom 96 well plates

1. Make sure washing procedure is done correctly;
see C of A. Edge effects can be avoided by moving
samples and standards in from the edge of the plate.

2. Mix samples and reagents gently and equilibrate
to proper temperature

3. Plates should be wiped on bottom before
measuring absorbance

4. Order a new Ready-Set-Go ELISA.

Not for further distribution without written consent.
Copyright © 2000-2014 Affymetrix, eBioscience
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Human IL-10 ELISA Ready-SET-Go!®
KaraJjoxeH Homep 88-7106

YycTBuTeaHoct: 2 pg/ml
Crannpapren ooxBart: 2 — 300 pg/ml
Cbxpanenue: Kutsr ce cpxpansBa npu 2-8 © C

KomnaneHTH Ha KuTa:

Capture aHTHUTSIIO - MPETUTPUPAHO, TIPEUUCTEHO AHTUTSIIO

Detection anTtutsmno -IIpenBapurenHo TUTpyBaH, OMOTUH-KOHIOTHPAHO aHTHUTSIIO
Cranmaptin - PexomMOWHaHTEH MPOTEWH 3a TEHEpUpAaHE Ha CTaHAapTHAa KpUBa H
KanuOpupaHe nmpoou

10X Coating Buffer. - Bydep 3a obmuBka Ha Capture aHTUTSIOTO

SX ELISA / ELISPOT pazpenuten - bydep 3a Gnokupane u pazpexaane
OTKPUBAIIOTO AaHTUTSJIO U €H3UMBT

JwnnyeHTt — 5X KOHLIEHTpUpaH

Enzum - npe-tutpupan Avidin-HRP

Cy6ctpar - 1 X TMB Solution

Ceprudukar 3a ananus. JIOT-cnenupuyHn ykazaHus 3a pa3pekJaHe Ha aHTUTENA U
CTaHIapPTH

96-smkoBa miaka. Corning Costar 9018 (Bkirouena ¢ npoaykra Cat. # "W npukirousa
npe3 HacTaBku -22, -44, -76, -86).

PaGoren nporokoJ:

1. UnakyOupaiite Corning Costar 9018 (wim Nunc Maxisorp®) ELISA moga ¢ 100
MKII / ssmka Ha ynaBsHero Ha aHtutena B 1X Coating Buffer (paspexmna, xakto e
orbemsizano mo C Ha A, KOSTO € BKIIOYEHA B KOMILJIEKTAa HAa PEareHT). 3aredyaranrte
io4a v ce MHKyoupar eqHa Hout npu 4 © C.

2. Acnupupaiite KJIaJeHUd U MUAT Tpu ObTH ¢> 250 muxponutpa / Wash Buffer.
[IpenocraBsiHe Ha AOCTATHYHO BPEME 3a IO BpEME Ha BCEKH €Tall Ha MPOMUBAHE Ype3



HakucBaHe (~ 1 MuHyTa) yBennuaBa e(pexkTMBHOCTTA Ha mpomuBaHeTo. Blot mmoua
BBPXY abcopOupaiia xapTus, 3a 1Ja OTCTPAHUTE OCTaThIHTE OT Oydep.

3 Pazpenete enna yact 5SX ELISA / ELISPOT pa3zpeauten ¢ uetupu yactu DI Bona.
brnokxupane Ha knanenuu ¢ 200 mukponutpa / 1X ELISA / ELISPOT pa3spenuren.
HNukyOupa ce npu ctaiiHa Temneparypa B NpoabJKeHue Ha 1 yac.

4. Actiupupaiite u u3muiiTe Hail-masiko enus msT ¢ Wash Buffer.

5. Uznom3Banero 1X ELISA / ELISPOT pa3zpenuren, pa3penere cTaHaapTH, KakTo €
orbemsizano Ha C Ha A 3a Ja ce MOATrOTBM HaW-KOHIIGHTpAlMATa HAa CTaHAapTa.
Job6aBere 100 muxponuTpa / siMKa Ha TOpHara CTaHJapTHAa KOHIIEHTpPAlUS KbM
CbOTBETHUTE KiaJeHUU. M3BbplIBaHE HA 2-KpAaTHH CEPUNHU pa3pekJaHUs HA TOI
CTaHJApTH Jla CTaHJIapTHaTa KpuBa 3a o0mo 8 touku. J[o6asere 100 muxporuTpa /
sMKa Ha BalllUTe MPOOH KbM CHOTBETHUTE SIMKH. 3arieyaraite 1jaoda U ce HHKyOupar
IpU CTailHa TeMmIeparypa B Npoab/KeHHe Ha 2 yaca (wiau egHa Houl rpu 4 °© C B
IPOABIKEHUE HA MAKCUMaIHA YyBCTBUTEITHOCT).

6 Acniupupaiite / n3MuBaHe kakto B ETan 2 ce moBraps 3a 001110 3-5 u3MUBaHUS.

7 Hob6asere 100 mukposnuTpa / 3a OTKpUBaHe Ha aHTUTENA, pa3zpeacH B 1 X ELISA /
ELISPOT pa3penuten (pa3pexnaa, kakto € oroensizano no C Ha A). 3aneuaraiite
io4a v ce MHKyOupar Mpu cTaiiHa Temneparypa 3a 1 gac

8 Acnmpupaiite / n3MHUBaHe KakTo B cThnKa 2 [loBTopere 3a 00110 3-5 usMuBaHus.

9. Nob6asete 100 mukponurpa / Avidin-HRP paspenena B 1X ELISA / ELISPOT
paspenuten (pa3pexaa, kKakro € oroenszano no C Ha A). 3aneyaraifte mioda v ce
WHKYOUpar npu ctaiiHa temneparypa 3a 30 MUHyTH.

10 Acnimpupaiite 1 U3MUNTE, KAKTO B CThIIKA 2 B TO3M eTan Ha mpoMHBaHE, HAKMCBA
kinanennu B Wash Buffer 3a 1 1o 2 munyTtu npenu acnuparus. [loBropere 3a 061110 5-
7 ”3BMUBaHUS.

11. Ipubassar ce 100 uL / ssmka ot 1 x TMB pastBop kbM Besika simka. [1moukara ce
WHKyOHpa MpH CTaiiHa Temreparypa 3a 15 MUHYTH.

12. JTo6asete 50 ul cronmupant pa3TBOp KbM BCSKA SIMKA.
13. Ilpemepere abcopbuusTa mpu 450 HM. AKO IbDKMHATA HAa BhIHATA U3BAXKIAHE €

Ha pa3IoyIoKEHUE, ce u3Baxaa ctoiHocrra Ha 570 HMm ot Te3u Ha 450 Hm u ananu3
Ha JJaHHHU.



Human CD83 antigen (CD83) ELISA kit
Catalog Number. MBS924667

For the quantitative determination of human CD83 antigen (CD83)
concentrations in serum, plasma, tissue homogenates.

This package insert must be read in its entirety before using this product.

FOR RESEARCH USE ONLY. NOT FOR USE IN DIAGNOSTIC OR THERAPEUTIC PROCEDURES.



PRINCIPLE OF THE ASSAY

This assay employs the quantitative sandwich enzyme immunoassay technique.
Antibody specific for CD83 has been pre-coated onto a microplate. Standards
and samples are pipetted into the wells and any CD83 present is bound by the
immobilized antibody. After removing any unbound substances, a
biotin-conjugated antibody specific for CD83 is added to the wells. After washing,
avidin conjugated Horseradish Peroxidase (HRP) is added to the wells.
Following a wash to remove any unbound avidin-enzyme reagent, a substrate
solution is added to the wells and color develops in proportion to the amount of
CD83 bound in the initial step. The color development is stopped and the
intensity of the color is measured.

DETECTION RANGE

7.8 pg/ml-500 pg/ml.
SENSITIVITY

The minimum detectable dose of human CD83 is typically less than 1.95 pg/ml.
The sensitivity of this assay, or Lower Limit of Detection (LLD) was defined as
the lowest protein concentration that could be differentiated from zero. It was
determined the mean O.D value of 20 replicates of the zero standard added by
their three standard deviations.

SPECIFICITY

This assay has high sensitivity and excellent specificity for detection of human
CD83. No significant cross-reactivity or interference between human CD83 and
analogues was observed.

Note: Limited by current skills and knowledge, it is impossible for us to complete
the cross-reactivity detection between human CD83 and all the analogues,
therefore, cross reaction may still exist.

FOR RESEARCH USE ONLY. NOT FOR USE IN DIAGNOSTIC OR THERAPEUTIC PROCEDURES.



PRECISION

Intra-assay Precision (Precision within an assay): CV%<8%
Three samples of known concentration were tested twenty times on one plate to
assess.

Inter-assay Precision (Precision between assays): CV%<10%
Three samples of known concentration were tested in twenty assays to assess.

LIMITATIONS OF THE PROCEDURE

° FOR RESEARCH USE ONLY. NOT FOR USE IN DIAGNOSTIC

PROCEDURES.

The kit should not be used beyond the expiration date on the kit label.

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

If samples generate values higher than the highest standard, dilute the
samples with Sample Diluent and repeat the assay.

° Any variation in Sample Diluent, operator, pipetting technique, washing
technique, incubation time or temperature, and kit age can cause variation
in binding.

° This assay is designed to eliminate interference by soluble receptors,
binding proteins, and other factors present in biological samples. Until all
factors have been tested in the Immunoassay, the possibility of
interference cannot be excluded.

FOR RESEARCH USE ONLY. NOT FOR USE IN DIAGNOSTIC OR THERAPEUTIC PROCEDURES.



MATERIALS PROVIDED

Reagents Quantity
Assay plate (12 x 8 coated Microwells) 1(96 wells)
Standard (Freeze dried) 2
Biotin-antibody (100 x concentrate) 1 x120 pl
HRP-avidin (100 x concentrate) 1x 120 pl
Biotin-antibody Diluent 1x10ml
HRP-avidin Diluent 1x10 ml
Sample Diluent 1x20ml
Wash Buffer (25 x concentrate) 1x20 ml
TMB Substrate 1x10 ml
Stop Solution 1x10ml
Adhesive Strip (For 96 wells) 4
Instruction manual 1
STORAGE

Unopened kit Store at 2 - 8C. Do not use past kit expiration da te

May be stored for up to 1 month at 2 - 8C.
Try to keep it in a sealed aluminum foil bag,
and avoid the damp.

Standard May be stored for up to 1 month at 2 - 8°C. If
Biotin-antibody | don’t make recent use, better keep it store at
HRP-avidin -20C.

Biotin-antibody
Diluent
HRP-avidin
Diluent
Sample
Diluent
Wash Buffer
TMB
Substrate
Stop Solution

Coated assay
plate

Opened kit

May be stored for up to 1 month at 2 - 8<C.

*Provided this is within the expiration date of the kit.

FOR RESEARCH USE ONLY. NOT FOR USE IN DIAGNOSTIC OR THERAPEUTIC PROCEDURES.



OTHER SUPPLIES REQUIRED

° Microplate reader capable of measuring absorbance at 450 nm, with the
correction wavelength set at 540 nm or 570 nm.

° An incubator which can provide stable incubation conditions up to

37TC+0.5C.

Squirt bottle, manifold dispenser, or automated microplate washer.

Absorbent paper for blotting the microtiter plate.

100 mL and 500 mL graduated cylinders.

Deionized or distilled water.

Pipettes and pipette tips.

Test tubes for dilution.

PRECAUTIONS

The Stop Solution provided with this kit is an acid solution. Wear eye, hand, face,
and clothing protection when using this material.

FOR RESEARCH USE ONLY. NOT FOR USE IN DIAGNOSTIC OR THERAPEUTIC PROCEDURES.



SAMPLE COLLECTION AND STORAGE

° Serum Use a serum separator tube (SST) and allow samples to clot for
two hours at room temperature or overnight at 4C b efore centrifugation
for 15 minutes at 1000 xg. Remove serum and assay immediately or
aliquot and store samples at -20TC or -80C. Avoid repeated freeze-thaw
cycles.

° Plasma Collect plasma using EDTA, or heparin as an anticoagulant.
Centrifuge for 15 minutes at 1000 xg at 2-8TC within 30 minutes of
collection. Assay immediately or aliquot and store samples at -20C or
-80C. Avoid repeated freeze-thaw cycles.

° Tissue Homogenates 100mg tissue was rinsed with 1X PBS,
homogenized in 1 ml of 1X PBS and stored overnight at -20TC. After two
freeze-thaw cycles were performed to break the cell membranes, the
homogenates were centrifuged for 5 minutes at 5000 x g, 2 - 8C. The
supernate was assayed and removed immediately. Alternatively, aliquot
and store samples at -20C or -80T. Centrifuge the sample again after
thawing before the assay. Avoid repeated freeze-thaw cycles

FOR RESEARCH USE ONLY. NOT FOR USE IN DIAGNOSTIC OR THERAPEUTIC PROCEDURES.



SAMPLE PREPARTION

Serum and plasma samples require a 10-fold dilution into Sample Diluent. The
suggested 10-fold dilution can be achieved by adding 25ul sample to 225l of
Sample Diluent. The recommended dilution factor is for reference only. The
optimal dilution factor should be determined by users according to their
particular experiments.

Note:

1. We are only responsible for the kit itself, but not for the samples
consumed during the assay. The user should calculate the possible
amount of the samples used in the whole test. Please reserve sufficient
samples in advance.

2. Samples to be used within 5 days may be stored at 2-8C, otherwise
samples must be stored at -20C (<1month) or -80C (<2month) to avoid
loss of bioactivity and contamination.

3. Grossly hemolyzed samples are not suitable for use in this assay.

4. If the samples are not indicated in the manual, a preliminary experiment to
determine the validity of the kit is necessary.

5. Please predict the concentration before assaying. If values for these are

not within the range of the standard curve, users must determine the
optimal sample dilutions for their particular experiments.

6. Tissue or cell extraction samples prepared by chemical lysis buffer may
cause unexpected ELISA results due to the impacts of certain chemicals.

7. Owing to the possibility of mismatching between antigen from other
resource and antibody used in our kits (e.g., antibody targets
conformational epitope rather than linear epitope), some native or
recombinant proteins from other manufacturers may not be recognized by
our products.

8. Influenced by the factors including cell viability, cell number and also
sampling time, samples from cell culture supernatant may not be detected
by the kit.

9. Fresh samples without long time storage are recommended for the test.

Otherwise, protein degradation and denaturalization may occur in those
samples and finally lead to wrong results.

FOR RESEARCH USE ONLY. NOT FOR USE IN DIAGNOSTIC OR THERAPEUTIC PROCEDURES.



REAGENT PREPARATION

Note:

° Kindly use graduated containers to prepare the reagent. Please don't
prepare the reagent directly in the Diluent vials provided in the kit.

L] Bring all reagents to room temperature (18-25T) b efore use for 30min.

° Prepare fresh standard for each assay. Use within 4 hours and discard
after use.

L] Making serial dilution in the wells directly is not permitted.

° Please carefully reconstitute Standards according to the instruction, and
avoid foaming and mix gently until the crystals have completely dissolved.
To minimize imprecision caused by pipetting, use small volumes and
ensure that pipettors are calibrated. It is recommended to suck more than
10ul for once pipetting.

° Distilled water is recommended to be used to make the preparation for
reagents or samples. Contaminated water or container for reagent
preparation will influence the detection result.

1.  Biotin-antibody (1x) - Centrifuge the vial before opening.
Biotin-antibody requires a 100-fold dilution. A suggested 100-fold dilution
is 10 yl of Biotin-antibody + 990 pl of Biotin-antibody Diluent.

2. HRP-avidin (1x) - Centrifuge the vial before opening.
HRP-avidin requires a 100-fold dilution. A suggested 100-fold dilution is 10
ul of HRP-avidin + 990 pl of HRP-avidin Diluent.

3. Wash Buffer(1x)- If crystals have formed in the concentrate, warm up to
room temperature and mix gently until the crystals have completely
dissolved. Dilute 20 ml of Wash Buffer Concentrate (25 x) into deionized or
distilled water to prepare 500 ml of Wash Buffer (1 x).

FOR RESEARCH USE ONLY. NOT FOR USE IN DIAGNOSTIC OR THERAPEUTIC PROCEDURES.



4. Standard
Centrifuge the standard vial at 6000-10000rpm for 30s.
Reconstitute the Standard with 1.0 ml of Sample Diluent. Do not
substitute other diluents. This reconstitution produces a stock solution of
500 pg/ml. Mix the standard to ensure complete reconstitution and allow
the standard to sit for a minimum of 15 minutes with gentle agitation prior
to making dilutions.

Pipette 250 pl of Sample Diluent into each tube (S0-S6). Use the stock
solution to produce a 2-fold dilution series (below). Mix each tube
thoroughly before the next transfer. The undiluted Standard serves as the
high standard (500 pg/ml). Sample Diluent serves as the zero standard

(0 pg/ml).

250ul 250ul  250ul 250ul  250ul  250ul

Tube S7 S6 S5 S4 S3 S2 S1 SO
pg/mi 500 250 125 62.5 31.2 15.6 7.8 0
9

FOR RESEARCH USE ONLY. NOT FOR USE IN DIAGNOSTIC OR THERAPEUTIC PROCEDURES.



ASSAY PROCEDURE

Bring all reagents and samples to room temperature before use. Centrifuge
the sample again after thawing before the assay. It is recommended that all
samples and standards be assayed in duplicate.

1. Prepare all reagents, working standards, and samples as directed in the
previous sections.
2. Refer to the Assay Layout Sheet to determine the number of wells to be

used and put any remaining wells and the desiccant back into the pouch
and seal the ziploc, store unused wells at 4TC.

3. Add 100yl of standard and sample per well. Cover with the adhesive strip
provided. Incubate for 2 hours at 37<. A plate lay out is provided to record
standards and samples assayed.

4, Remove the liquid of each well, don’t wash.

5. Add 100ul of Biotin-antibody (1x) to each well. Cover with a new
adhesive strip. Incubate for 1 hour at 37<C. ( Biotin-antibody (1x) may
appear cloudy. Warm up to room temperature and mix gently until solution
appears uniform.)

6. Aspirate each well and wash, repeating the process two times for a total of
three washes. Wash by filling each well with Wash Buffer (200ul) using a
squirt bottle, multi-channel pipette, manifold dispenser, or autowasher,
and let it stand for 2 minutes, complete removal of liquid at each step is
essential to good performance. After the last wash, remove any remaining
wash Buffer by aspirating ordecanting. Invert the plate and blot it against
clean paper towels.

7. Add 100ul of HRP-avidin (1x) to each well. Cover the microtiter plate with
a new adhesive strip. Incubate for 1 hour at 37C.

8. Repeat the aspiration/wash process for five times as in step 6.

9. Add 90pl of TMB Substrate to each well. Incubate for 15-30 minutes at
37<C. Protect from light.

10. Add 50ul of Stop Solution to each well, gently tap the plate to ensure
thorough mixing.

10
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11. Determine the optical density of each well within 5 minutes, using a
microplate reader set to 450 nm. If wavelength correction is available, set
to 540 nm or 570 nm. Subtract readings at 540 nm or 570 nm from the
readings at 450 nm. This subtraction will correct for optical imperfections
in the plate. Readings made directly at 450 nm without correction may be
higher and less accurate.

*Samples may require dilution. Please refer to Sample Preparation section.

Note:

1. The final experimental results will be closely related to validity of the
products, operation skills of the end users and the experimental
environments.

2. Samples or reagents addition: Please use the freshly prepared Standard.
Please carefully add samples to wells and mix gently to avoid foaming. Do
not touch the well wall as possible. For each step in the procedure, total
dispensing time for addition of reagents or samples to the assay plate
should not exceed 10 minutes. This will ensure equal elapsed time for
each pipetting step, without interruption. Duplication of all standards and
specimens, although not required, is recommended. To avoid
cross-contamination, change pipette tips between additions of each
standard level, between sample additions, and between reagent additions.
Also, use separate reservoirs for each reagent.

3. Incubation: To ensure accurate results, proper adhesion of plate sealers
during incubation steps is necessary. Do not allow wells to sit uncovered
for extended periods between incubation steps. Once reagents have been
added to the well strips, DO NOT let the strips DRY at any time during the
assay. Incubation time and temperature must be observed.

4. Washing: The wash procedure is critical. Complete removal of liquid at
each step is essential to good performance. After the last wash, remove
any remaining Wash Solution by aspirating or decanting and remove any
drop of water and fingerprint on the bottom of the plate. Insufficient
washing will result in poor precision and falsely elevated absorbance
reading. When using an automated plate washer, adding a 30 second
soak period following the addition of wash buffer, and/or rotating the plate
180 degrees between wash steps may improve assay precision.

11
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5. Controlling of reaction time: Observe the change of color after adding TMB
Substrate (e.g. observation once every 10 minutes), TMB Substrate
should change from colorless or light blue to gradations of blue. If the color
is too deep, add Stop Solution in advance to avoid excessively strong
reaction which will result in inaccurate absorbance reading.

6. TMB Substrate is easily contaminated. TMB Substrate should remain
colorless or light blue until added to the plate. Please protect it from light.

7. Stop Solution should be added to the plate in the same order as the TMB
Substrate. The color developed in the wells will turn from blue to yellow
upon addition of the Stop Solution. Wells that are green in color indicate
that the Stop Solution has not mixed thoroughly with the TMB Substrate.

12
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ASSAY PROCEDURE SUMMARY

*Samples may require dilution. Please refer to Sample Preparation section.

13
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CALCULATION OF RESULTS

Using the professional soft "Curve Expert 1.3" to make a standard curve is
recommended, which can be downloaded from our web.

Average the duplicate readings for each standard and sample and subtract the
average zero standard optical density.

Create a standard curve by reducing the data using computer software capable
of generating a four parameter logistic (4-PL) curve-fit. As an alternative,
construct a standard curve by plotting the mean absorbance for each standard
on the x-axis against the concentration on the y-axis and draw a best fit curve
through the points on the graph. The data may be linearized by plotting the log of
the CD83 concentrations versus the log of the O.D. and the best fit line can be
determined by regression analysis. This procedure will produce an adequate but
less precise fit of the data.

If samples have been diluted, the concentration read from the standard curve
must be multiplied by the dilution factor.

14
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Human CD83 antigen (CD83) ELISA kit
kaTajnoxen Homep MBS924667

Cobxpanenue: KutsT ce cpxpanssa npu 2-8 ° C
YycrButeanoct: 1.95 pg/ml.

Jerekunonen ooxsar: 7.8 pg/ml-500 pg/ml.
KomnanenTn Ha Kurta:

[Tnaxu (12 x 8 coated Microwells) 1(96 wells)
Crangaptu (Freeze dried) 2

Biotin-antibody (100 x concentrate) 1 x 120 pl
HRP-avidin (100 x concentrate) 1 x 120 ul
Biotin-antibody Diluent 1 x 10 ml
HRP-avidin Diluent 1 x 10 ml

Pa3spenuren Ha npodu 1 x 20 ml

Muein 6ydep (25 x concentrate) 1 x 20 ml
TMB cebctpar 1 x 10 ml

Cronuparr pazreop 1 x 10 ml

AnxesuBHu ctpunose (For 96 wells) 4
WucTpykiuu 3a ynorpeba - 1

IHoaroroBka Ha nmpooure:
CepymHHTE U TUIa3MEHU TPOOW M3UCKBaAT 10-KpaTHO paspexiaHe B pa3peauTen 3a
npobu. [Ipeanoxkenusar 10-kpaTHo pa3pexaaHe MOXKeE Ja Ce MOCTUTHE upe3 00aBsHE
Ha 25 ul mpoba 225ul nmpoba paszpeaurten. [IpenopruBa ce gakrop Ha pa3zpexaaHe €
camo 3a crnpaBka. DakTOPHT 32 ONTHUMAIHO pa3pexkaaHe TPsAOBa Ja ce Ompenens OT
MOTPEOUTENNTE B CHOTBETCTBHUE C TEXHUTE KOHKPETHU €KCIIEPUMEHTH.

IToaroroBka Ha cTaHJapTUTE:

Lentpodyrupaiite CTaHJapTHAT ¢dnakona - 6000-10000 rpm.

PastBopere cranmaptHo ¢ 1,0 mu paspeauten 3a npobu. He 3amensiiite apyru
paspenutenu. ToBa pa3TBapsiHe MpPOU3BEXJa H3XoneH pa3TtBop or 500 mr / wmi.
Cwmecere cTaHIapT a C€ OCUTYPH ITBIIHO Pa3TBApsSHE U MOXKE CTaHIAPTHT J1a CEIU B
NpPOIBIXKEHUE HAa MHUHUMYM 15 MHHYTH C JI€KO pa3KIialllaHe Npead B3eMaHe
paspexaanus. Ilpexepns ce ¢ murmera 250 Mk Sample pa3peauTen BbB BCsSKa
enpyBeTka (S0-S6). M3non3Baiite pa3TBopa Ha CKJIaJ 3a MPOU3BOJCTBO Ha CEPUs



paspexaane Ha JBa mbTu (Mo-1oiy). Besika empyBeTka ce pasmecBa go0pe mpenu
CJIeBaIOTO MpexBbpisiHe. The Hepa3peneH cTanmapT CIIyXu 3a BUCOK ctaHaapt (500
nr / mi). [Ipo6a paspenuten cimyxu karo HyineB cragaapT (0 or / mi).

2sDpl  2s50pl 2sppl 250ul 2s0pl 2s0pl

—
) Ls) Laf [a]) L2 =] [o
oy P i
i U
Tube 57 56 35 sS4 353 52 51 S0
pa/mi 500 250 125 625 N2 156 [ 0

PaGoren nporokoJ:

1 HO,III‘OTOBKa Ha BCUYKU PCAKTHUBH, pa6OTHI/I CTaHIapTHu, U HpO6H, KaKTO € YKa3aHO B
MNPpCAUIITHUTC Pa3aCIIn.

2. Bmwxre ChcTaB Layout ucT 3a 1a ce onpeaenu Opost Ha KIaJeHIIU 1a Obaar
M3TOJI3BAaHU 1 CJI0’KH BCUYKH OCTAHAIM KJIAJACHIIA U IECHKAHT 00paTHO B TOpOMUYKaTa
Y 3ameJarail HalJIOHOBH, Mara3uH HEM3Mo3BaHuTe kiajaeHuute mpu 4 © C.

3. Hob6asere 100 p1 Ha cranaapt u npoda Ha simka. [lokpuiiTe ¢ JeHTa aaXxe3uB.
NukyOupaiite B npoabkeHue Ha 2 yaca ripu 37 © C. Eqna unHMS U3J10KU ce
MPEIOCTaBsT 3a 3alIMCBAaHE HAa CTAHJAPTUTE U MTPOOUTE CE aHATU3UPAT.

4 OTCTpaHeTe TCYHOCTTA OT BCAKA AMKa, HC CH MUIT.

5. Ho6asere 100 ul 6motuH-anTUTAI0 (1X) KBM BCsika ssmka. [Tokpuiite ¢ HOBa
camo3anenBaiia Jienta. Uukyoupaiire 3a 1 yac npu 37 ° C. (buorun-anturena (1x)
MOJKe Ja u3riekia MbTHa. Ce 3aToTun 10 CTaifHa TeMIiepaTrypa u ce pa3obpKBa
BHUMATEITHO, JJOKATO CE TIOSBH pelieHue yHudopma.)

6 AcniupupaiiTe ¥ IpOMUNTE BCSKA sIMKA, KaTO MPOIIECHT C€ MOBTAPS JIBA TbTH 32
001110 Tpu u3MuBanus. M3muiite upes nombiBaHe Ha BCsko rHe30 ¢ Wash Buffer
(200 pi) ¢ momoriTa Ha OyTUJIKA KeJIelll, MyJITU-KaHaJIeH MUIIeTa KOJIEKTOP OMaKOBKa,
M autowasher, 1 To ocTaBeTe 1a MPECTON B MPOABKCHUE HA 2 MUHYTH, ITHJTHO
OTCTpaHsIBaHE Ha TEYHOCT MPH BCSIKA CTHIIKA € OT CHIIECTBEHO 3HAYEHHE 3a 100pOTO
npenctassiHe. Ciiel MOCIeIHOTO 3MUBaHE, U3BaIeTe BCUUKHU OcTaHau Oydep 3a



mpoMUBaHe upe3 acriupupane ordecanting. OObpHETE MJI09aTa U JIa TO 3aJIU4a CPerry
YUCTH XapTUCHH KbPIIH.

7. Ho6asere 100 p1 Ha HRP-aBuaun (1x) kbM Besika simka. [lokpuiite sMKUTE ¢ HOBa
camo3zanenBania jgeHta. Mukyoupaiite 3a 1 vac npu 37 © C.

8 ce moBTaps Mpoleca Ha IIbJIHEHE / U3MUBAHE 3 MET II'bTU B CTHIIKA 6.

9 lo6aBu 90ul na TMB cyGcTpat kbM Besika simka. UHKyOHpaiTe B TpOIBIDKEHUE Ha
15-30 munyTu ipu 37 ° C. Jla ce na3u oT CBETJIMHA.

10 loGaBsaue Ha 50 ul Ha Stop Solution BB BCSIKO THE3/O0, JIEKO MOTYIIANTE IJIaKaTa
Jla C€ OCUTYPH ITBJTHO CMECBAHE.

11 Ompenenere onTHYHATA IUITBTHOCT Ha BCSKa sIMKa B PaMKHUTE€ Ha 5 MUHYTH, C
MOMOIITA Ha YeTel 3a MUKpOIUIakhu HacTpoeH Ha 450 Nm. Ako Kopekuus Ha
IBbJDKMHATA Ha BBJIHATA € Ha pas3nojiokeHue, HactpoeH Ha 540 Hm wmmm 570 Hwm.
N3Baxxnane yerenuss Ha 540 Hm mnm 570 Hm ot mokaszanusra nipu 450 uM. Tosa
M3BAXKJaHE IlI€ KOpUTHpa 3a ONTHYHM AedeKTH B IuUiakara. YUeTeHUs HalpaBeHU
TupekTHO 1pu 450 HM Oe3 KOpeKLMs MOXKe J1a ObJIaT MO-BUCOKH U MO-MaJIKO TOYHH.
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OYHJAMEHTAJIHO U ITPHJIOXKHO OBYUYEHHE
HA IOKTOPAHTH, ITIOCTAOKTOPAHTH,
CITELIMAJIM3AHTH 1 MJIAJIA YYEHH
B UHTEPJUCIIUTUIMHAPHH BHOJIOI'MYH HATIPABJIEHW S
U MHOBAIIMOHHH BUOTEXHOJIOI'MH.
benedpunucHT!:
UrcturyT o 6uonorus ¥ HMyHONOT|s Ha pa3MHoskapaHeTo "Akan. Kupun bparanos”

O6pazen Ne 4
J10 UBHP - BAH
6y ,,[lapurpaacko moce” Ne 73
rp. Codus
IHIEHOBA OOEPTA

3a yuacTHe B OTKPHUTA MPOLIEAYpPa 32 Bh3J1araHe Ha o0IIeCTBEHA NMOPhYKaA C NpeIMeT:

«/locmaska na mamepuanu /peaKxmueu/ u Koncymamueu no 06ocobenu nosuyuuy

3A OBOCOBEHA T103 A Ne 1 ume

Hacrosimata odepra e nomanena or:Ail Bu Ju Bwarapus OO[i/maumenocsanue wna yuacmuuxa/,
EUK/BYJICTAT200123131.; adpec no peaucmpayus: 2p. Cogus, yn. buena 214, A0pec 3a KopecnoHOeHyus:
2p. Coqpus 1756, sic.x. JTopseruya, On. 48 B,|2anmernan- 3. | haxe 02/975 80 23, |3y woor:

an.1 ot 33K - Tbproscka an.1 ot 33K - Thproscka
TaiHa TaiiHa

YBAXAEMA I'OCIIOXO JUPEKTOP,

1. C HacTOAIIETO NPEACTaBsIMe HALIaTa LEHOBa odepra 3a 060cobeHa MO3HLUA
- (ogpepmama ce uzzomes 3a 8CAKA

obocobena no3uyus no omoenHa) oT MOpERYKATA.

HpHeMaMe Jia U3OBJIIHUM MTOpBhUKaTa o rnocovycHara o6ocobena MO3HLHA, IIPH CICAHUTE HCHH!

3anuyeH nevart - un.37, anl ot 33K -
TbProBcka TanHa;
3anunyeH noanuc - 4n.2, an.1 ot 3314

TIpOEKTBT Ce OCHIIECTBABA ¢ (PHHAHCOBATa NIOAKpeNna Ha OnepaTyBHa nporpamMa ,Pa3BUTHAC Ha IQBEIIKHTE PeCypCy

2007-2013, chpunancupana ot Esponeiickus chios upe3 “EBponeHckus counanes GoHx
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215 |OITP-22-1 |ELISA kT 3a Ompenessiie Ha YOBEUIKH KAT Ceriacso 990 990 88-7025-86 ,
IL-2; onakoBka ot 10 mnaku mo 96 Tecta TIpuJIoKCHATA ebioscience,
Texuuiecka odepra 10 mmaxu 1o 96
3a CBOTBETHATA
060co6eHa Mo3HLHA. TecTa
216 |OIIP-22-2 [ELISPOT «kuT 3a ompemensHe Ha KHT CorilacHo 510,00 510,00 88-7386-21,
gopewmkd IFN-gamma; omakoBka or 2 ?gigz’:::;:aod)e . ebioscience,
TUTaKH 110 96 Tecta Iy chBemgza 2 Iw1aKy no 96
060cofeHa mo3uIms. TCCTa
217 {OIlP-22-3 |ELISA kAT 3a oOnNpejensHe Ha KHT ChriacHo 400,00 400,00 88-8350-22,
gosemku/muitn TGF beta 1; omakoska HPHIIOKEHATS ebioscience,
OT 2 TUIaKH 1o 96 TecTa Texiaccra odepra
3a CBbOTBETHATA
060co6eHa O3MIHA. 2 nnaxu no 96
TecTa
218 |{OI1P-22-4 |ELISA xut 3a onpejeisHe Ha YOBEIIKH KHT CorilacHo 990,00 990,00 88-7106-86 ,
IL-10; omaxosxka or 10 mmaku mo 96 ’?g:gg::::aoq)e . ebioscience,
TecTa a2 cmTBemg;a 10 mnaku mo 96
060co0eHa no3uLys. TeCcTA
219 [OIIP-22-5 |ELISA xuT 3a onpefeisHe Ha YOBEIIKH KHT CsriacHo 1600,00 1600,00 MBS924667 ,
CD83; onaxoBka ot 96 Tecta TpuiIOKeHATa MyBiosource,
Texuunuecka odepra 96 tests
3a CHOTBCTHATa
obocobeHa mosuius.
O61a nexHa Ha 00ocobeHaTa mosuuus, Jesa 6e3 JJIC 4490,00
3a ygactHuum peructpupans mo 3JJC: JJC = 20%, nesa 898,00
O0wa ena Ha odeprara ¢ JIJIC, nesa 5388,00

TpoekTsT ce ochIIecTBABa C $HHAHCOBATA IIOAKPena Ha OnepaTHBHa nporpama ,,Paseurye Ha JoBewkute pecyper’” 2007-2013, chduna

“Epporne#ickus coumraneH GoHx"

3anuyeH nevat - 4n.37, anl ot 33K - Tbproecka TanHa;
3anuyeH noanuc - yn.2, an.1 ot 3314

\HCHpana oF E8
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HogcHeHus:
¢ Komonn 1 — 5 oT Tabnunara ce mombiiBat chryiacHo TexaudeckaTta Crietudukanusa Ha Bov3noxurens - Ilpuioxensie Ne 1 or jokyMeHTaumara 3a yuacTue
— 6e3 1a ce mpomeHaT !!.
¢ Konona Ne 6 ,IlpemioxkeHde Ha yJaCTHHKA» MOXE Ja HE ce MOMBJIBA C KOHKPETHH TEXHHYECKH XapPaKTEPHCTHKH, KATAIOXKEH W/IH NapTHACH HOMEpP Ha
apTUKy/la 4 JIPyT'H, 4 []a Ce Hamumie TekcT ,,ChriiacHo mpuioxkeHaTa Texnmiecka odepra 3a croTBETHATAa 060CO6EHA MO,
¢ JIJIC, B cyu4ail, ye e IB/DKUM oT Bh3sioxurens, 1ie ce 3amialia ChbIriiacHo pa3sropeaduTe Ha GBITapCKOTO 3aKOHOAATENCTBO.

¢ QOueskara Ha odepruTe ce HIBHPIIBA MO NeHu B neea 6e3 JIJIC. !
2. IleHuTe BKTIOYBAT CTOMHOCT HA CTOKHTC M BCHYKH DPHCHLIM Da3sXOAH, JaHbLM M TakcH 3a pocraBka (6es JJIC) dpanko MBHUP-BAH, rp. Codms, Gy
«apurpazcko moce» Ne 73. Jlanbk jobaseHa croiHocT (JIJIC) ce 3amnaia oTAENHO, CHIIACHO H3HCKBAHMATA HA OBIITapCKOTO 3aKOHOIATENICTEO.

3. HGHPITC Ce NpeACTABAT ¢ TOYHOCT JO BTOPHA 3HAK CIIEH ASCCTHYHATA 3aTICTass U HE NOJICKAT HA [IpOMAHA 34 CPOKA Ha IOTr0OBOpPa, CKIIFOYCH C Bbanoxwurens.

4. YcnoBus U HAYMH HA ITTALAaHE: 110 0ankoB ITBT, B JICBA 110 HAIlI& 6aHKOBa CMETKa KAKTO cjieasa.

3anuyenn ganHHm - un.37, anl ot 33K - Tbproecka TaHa

npu 6aHKa

B CPOK OT 5 KaJICHOApHHU OHUA CIEA NOCTABKA W NPEACTABIHE Ha (bamypa, JABYCTPAaHHO IMOAIMCAH IIPHUCMATCIIHO-TIPEOAaBaTeICH NMPOTOKOJ U 3aBCPEHO KOMHE Ha
IMTACMCHA 3asABKa OT BB3JTOXKHTCJIIA.

5. Ipu ycioBue, ye GbaeM H3OpaHH 32 H3ITBJIHUTEN Ha OGIIECTBEHATa OPbYKa, lie NPeICTaBIM NapHyHa / 6aHKOBa rapaHLkA 33 H3MbIHECHAE HA 3a0b/DKEHUATA TI0
noroeopa B pasmep Ha 2% ot cToiiHocTTa My, 6e3 JIJIC.

6. IogaBaneTo Ha HacTosAIIaTa LEHOBA odepTa YOOCTOBEpABa G€3yCIOBHOTO NpHEMAaHE OT Halla CTPaHa HAa BCHUKHM HM3MCKBAHHA U 3a[B/DKEHHS, NOCTABEHH OT
BB3ioKuUTeNs B IPOBSKAAHATA MPOLERYPA.

1 BAYKHO: Axo y4acTHMKET oaasa odepTa 3a mosede or eana 06ocobena noIuuus, 3a BeAxa 060cofeHa MO3MIMs N0 OTHENHO B OTAENCH UMK No 3 1 ce HAANKCEA 10 CeAHMA HAYHMH:

. Hme na yuacmnuxa ...

CoTeaEE TaﬂHa;
Mpeonazana yena no obocobena nosuyua Mg ..........

3anuyeH noanuc - 4n.2, an.1 ot 3314

Jlara 08.08.2014 —
rp. Codust / monmuc, riédar
|3anmquM TIMYHKU gaHHKM - vn.2, an.1 ot 33714
Vnpasuren
At Bu lu Boarapus OO

TTpOeKTBT ce ochLIeCTBsIBa ¢ huHAHCOBaTa noAKpena Ha OnepaTuBHa Mporpama ,,Pa3eutre Ha 9oBemIKHTe pecyper” 2007-2013, chdunancapana ot Esponelckus Chio3 upes
“Epponefickus conpayieH GoHx"


User
Text Box
Заличен печат - чл.37, ал1 от ЗЗК - търговска тайна;
Заличен подпис - чл.2, ал.1 от ЗЗЛД

User
Rectangle

User
Rectangle

User
Rectangle

User
Text Box
Заличени лични данни - чл.2, ал.1 от ЗЗЛД

User
Text Box
Заличени данни - чл.37, ал1 от ЗЗК - търговска тайна

User
Rectangle

User
Rectangle


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| [aHHM - un.37, an. 1 ot 33K - Tbproscka TanHa

Mnavere Ha - Me Ha nonyyatens

WMBWUP BAH
IBAN Ha nonyuatens BIC Ha BaxkaTa Ha nonyyatens
BG26UNCR96603110023912 UNCRBGSF

Mpu 6aHka - ume Ha GaHkaTa Ha nonyyarens Bua nnawane*™*

YHUKPEAOWUT BYNBAHK AL

MNATEXXHO HAPEXXAIAHE / BHOCHA Banyra Gyiis
BEJIE)XXKA
3a 1awaHe ot/ KbM 6romxera BGN 89.80

QOcHoBaHue 3a rnatyaqe
rapadHyva msan. ON MWBUP-BAH 2014
Ouwe noscHeHus

AOCTaBKa Ha KOHCyMaTunseun nort 22
Bua* 1 Homep Ha AOKyMeHTa, N0 KOiiTo ce nnawga
9
Mepvon, 3a koito ce 0 para (AAMMITIT)
nnawa
Ot para (aammrrrr)
3aABIKEHO NULIE - HAUMEHOBAHNE Ha I0PUAMUECKOTO ULe unu TpUTe UMEHa Ha hu3aMYeckoTo nuue

IVD BULGARIA 0OOD

nEﬁ);JlCTAT HE,3ALIKEHOTO EIH Ha 3agbmkeHoTo nuue NHY Ha 3agbmxeHoTO Nuye

200123131

Hape.qwren - HAUMEHOBaHUE Ha PUANYECKOTO Le unu Tpute UMeHa Ha (PrManyYecKkoTo auye

IVD BULGARIA 0OOD

aTa (ALMMITIT) Ha AOKYMeHTa

IBAN Ha HapeguTens | IRic oo en .
|3an|/|qu|/| naHHM - un.37, an. 1 ot 33K - Tbproscka TanHa
MnavexHa cuctema / PUHIC wam - ok
BEUCEPA**** Taxcun Bua nnawaxe
BEMWCEPA 2

*BuA AOKYMEHT: 1 — feknapauns; 2 - PeBUSNOHEH aKT; 3 — Hakas, nocTaHosneHue; 4 — aBaHCOBa BHOCKA; 5 — NapT. HOMEp Ha MMOT. 6 —

NOCTaHOBNEHWE 3a NpUHYAUTENHO chbupane; 9 - gpym
“Takcu: 1 - 32 cMeTKa Ha HapeauTens: 2 - cnofeneHu (CTaHAapT 3a MeCTHU NPEeBOAN); 3 - 33 CMETKa Ha nonyvarens

**Bug nnawaHe: nonLnsa ce 3a CMeTKM Ha aAMUHNCTPATOPKU Ha NPUX0AK W Ha LieHTpantus Glopxer

***3a cymu noa 100.000 ne., ako NONETO "nnaTexHa cucrema” He e nonbNHeHo, 6aHkaTa MaNLAHABA HapeXaaHeTo upes BUCEPA

Cratucrtuyecka cdopma/Statistics form

Cbv3paBave

Couaaaren [lata Ha cb3gaBaHe  [laTa Ha U3MbAHEHMe BanuaHo npeau
[3anunuenn nuunu ganHm - un.2, an.1 ot 33N4[17.11.2014 15:44 17.11.2014 17.12.2014
Moanucu:

[ara Ha noanuceaHe Nme Ha notpebuten

17.11.2014 15:45 [3annuenn nnanu panHn - un.2, an.1 ot 3304

ManpareH: 17.11.2014 15:45

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

of 1 17 119014 1247
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