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DYHIAMEHTAJIHO U ITPHJIOXKHO OBYYEHUE
HA JIOKTOPAHTH, IIOCTAOKTOPAHTH,
CIIEITMATTM3AHTH U MJIAJIM YUEHHU
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1 MHOBALIMIOHHY BUOTEXHOJIOT VN,
beneduuenr:
MHCTATYT M0 GHOIOTHS B MMYHOJIOTHS Ha pa3sMHOXABaHeTo "AKal. Kupun Bparanos"

IHaprHbOpH:

Coduiickn Yausepcurer ,,C. Kimment Oxpuncku”, Bronornuecku @akynrer
XAMUKOTEXHONOTHYCH W METATYPIHYeH YHUBEPCHTET, KaTe/pa . BHoTeXHomorus”
Iporen OO]]

Obpaszen Ne 3
10O UBHP - BAH
Gyn. ,,Ilapurpancko moce” Ne 73
rp. Codpus
TEXHUYECKA O®EPTA

3a ydacTHe B OTKpUTA MpOLIEAYpa 32 BB3JIaraHe Ha oblecTBeHa IOPBUKA ¢ MPeAMET:

«Jocmasxa na mamepuanu /peakmusw/ u Koncymamugu no 06ocobenu nozuyuuy

3A OBOCOBEHA TIO3ULIMA Ne H 1Me

Hacrosumara odepra e momanewa or: Ait Bu [lu Boarapus OO[/naumenosanue wa ywacmuuxa/, EHK/BYJICTAT

200123131,

YBAJXXAEMA I'OCITOXO TUPEKTOP,

1. C HacTosmieTo npecTapsaMe Hai

. (oqbama ce

s Gt i6 it et
uszomes 3a 6caKa obocobena nosuyus no omdenro) ot nopwukara.

Ilpennarame cnemuure apTUKYIH 3a 060C0o0eHaTa MO3UIMSA, TIO KOATO Y1acTByBaMe, KaTo Npuiarame nojgmdHeHa
TA0NNIA, JOKA3BAIA CHOTBETCTBUETO HA NpeparaHuTe OT HAaC APTHKY/IHM C W3INCKBARMATA HA B TIOKUTE S

TpoexThT ce ochuIecTBsBa ¢ PUHAHCOBATA MOAKPETA Ha OneparvBHa niporpama ;,Pagsuringna ugheiikmre fedypen”
2007-2013, chpunancupana ot Esponeiickus chio3 upes “EBponetickus counanen poua*

3anuyeH nevat - un.37, anl ot 33K - Tbproecka TanHa;
3anuyeH noanuc - yn.2, an.1 ot 33/
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lpoexTdT ce ochmIECTBSBA C (unancopara Tonxkpena Ha OneparuBHa nporpama
2007-2013, chdunancupana or Espo

ICHCKHUA CBIO3 Ype3

“EBponeiickus commanen ¢boug“

»Pa3BUTHe Ha MOpert

OIT P- Onyopumerpuuer  kur  3a KHT DnyopUMeTpHUeH KHT
21-1 H30/IMDaHE W W3MepBaHe Ha 38 M301MpaHe M AS-72224/96
CH3MMHAaTa  aKTUBHOCT Ha HU3MepBaHe Ha tests ANASPEC
MMP-2; Ex/Em=490 nm/520 €H3HUMHATA AKTHBHOCT
nm; Ha MMP-2;
EXEm=490  nm/520
nm;
OIlP- |®nyopumerpuuen xur 3a KHT Onyopumerpuuen  kur
21-2 H30/IMpaHe W H3MepBaHe Ha 32 M3oNMpaHe u AS-72017/96
CH3HMHAaTa  aKTMBHOCT Ha H3MepBaHe Ha tests’ ANASPEC
MMP-9; Ex/Em=490 nm/520 €H3UMHATa aKTHBHOCT
nm; Ha MMP-9;
EXEm=490  nm/520
nm;
OI1 P- QiyopuMmerpuuen  kur 33 KUT DIayopHMETpHYEeH KHT
21-3 U3MepBaHe €H3MMHaTa 3a H3MEpBaHe AS-72223/96
aKTHBHOCT  Ha  Neprilysin; CH3UMHATa aKTUBHOCT tests/ANASPEC
Ex/Em=490 nm/520 nm; Ha Neprilysin;
Ex/Em=490  nm/520
nm;
4 |OIIP- Dnyopumerpuuer  kur 33 KHT ®nyopumerpuuen xur
21-4 H3MEpPBaHE CH3MMHara 3a H3MepRane AS-72086/96
aKTHUBHOCT Ha ACE2; CH3HUMHATa aKTUBHOCT tests/ ANASPEC
Ex/Em=330 nm/390 nm; Ha ACE2; Ex/Em=330
nm/390 nm;
OMP- |ELISA kur 3a KOJIMYECTBEHO | KUT ELISA KHT 3a KA0391/96
21-5 onpenensHe  Ha  MMP-2 KOIMYECTBEHO tests/Abnova
(MarpuHKcHa onpenensHe ma MMP-
METaJIONPOTeHHA3a-2) 2 (MaTpHKkcHa
MeTasonporenHasa-2)
6 |OIP- |ELISA xur 3a KomHuecTeeHo | xur ELISA  xur 3 e oA
21-6 onmpexensHe  Ha  MMP-9 KOJTHYECTBEHO VISR016/2/96 {33nn
(MaTprkcHa onpenens e  Ha: MVIP= | tésts/eBigscience
MeTajonporennasa-9) (Marprukctal f:;:.;:& resar ;411.37, anl ot 33K -

3anuueH nognuc - yn.2, an.1 ot 3314

KHTe pecypcu”

3anuyeH nognuc - yn.2, an.1l
ot 331

3anuyenu nognucu - un.2, an.1 ot 331
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MeTajonpoTenHasa-9)
7 OITP- |[ELISA xWT 3a KOJIMYECTBECHO | KWT 1 ELISA KUT 3a MBS924667/96
217 omnpenesnsae Ha CD83 KOJIHYECTBEHO tests/MyBiosorce
onpenensHe Ha CD83
8 |OIP- |Xenatun - FITC, pa3sdacoska| ona 5 XKenarun - FITC, AS-
21-8 oT 5 mg KOB pasdacoBka ot 5 mg 85145/5mg/ANASPEC
Ka
9 OIlP- |Yoeemuku MMP-2 cranpapr, | ona 1 Yopeuikn MMP-2
219 100 pL, 10 pg/mL KOB cranpapt, 100 pL, 10 AS-72005/10
Ka pg/mL pg/mL/ANASPEC
10 [OIIP- |Yosemku MMP-9 cranpapr,| ona 1 YopemKH MMP-9
21-10 (100 pL, 10 pg/mL KOB crannapt, 100 pL, 10 AS-55576-
Ka pg/mL 10/10pg/mL/ANASPE
C

3abenexka: Komomm (1) — (5) or rabnmmara ce nombaBaT cbriacHO TexHudeckara Creuudukamua Ha
Boanoxurens - Ipunokenue Ne 1 ot fokyMeHTanusATa 3a yyactue — 6e3 jia ce mpomenar !!

2. CpoxsT 3a M3TBIHEHME HA JOCTABKH IO 060COOEHATA MO3WIMSA, CJel TIONYydaBaHe HA BB3NAraTeNHO MHCMO OT
Branoxurens e no 3 (Tpu) KanenaapeHH AuM (Munumym 1 Oen u He nosewe om 45 xanendapuu owu. IMpu
Henonvaeane om Y4ACMHUKA ce npuema 45 xan. onu).

3. 3a obocobenu mosuumu Ne 1 — 38: OcTaThUHHAT CPOK HA FOAHOCT HA TPEMIONKEHUTE ¢ odepTaTa CTOKH KbM
harata Ha JOocTaBka mwie 6bae 12 (aBaHajeceT) Mecena (ne no-manxo om 9 meceya, Kbdemo e npunoxcumo). Ilox
OCTaTh4Y€H CPOK HA NOAHOCT C€ MMa NPESABHI BPEMETO 32 KOETO PEaKTHBBLT € IOACH 3a ynorpeﬁa cJen nocCraBKka B
crpajara Ha Bpanoxurens.

4. Axo OBneM W30paHH 3a M3MBIHMTEN Ce aHTAWKUPaMe 1a OCHTYPMM NPEJIOKEHUTE ¢ O(EepTaTa CTOKM 33 HeiHs
cpok Ha gorosopa. B ciyuait, 4e nopaam HenpensuaeHH 0GCTOATENCTBA ChIuMTE GBAAT CIIPEHM OT NPOM3BOICTBO CE
GHTXHUPaMe Jia PE/UTOKUM TPOIYKT C EKBMBATIEHTHH WM CXO/IHH XapaKTePUCTHKH.

S. OcurypsisaMe CEHOTO BpeMe 3a peakiind, P MoNajcHa PeKiaMalus Ha apTHKYSI OT CTpaHa Ha Bbanoxurens,
CBIIIACHO YCNOBUATA Ha KoroBopa: 1 (eamH) KajeHaapen neH (Munumym 1 u maxcumym 14 xanenoapuu onu. Ipu
HEenonvieane om yiacmuuxa ce npuema 14 xan. Onu). B NMOCOYEHUs CPOK Ile OTTOBOPMM HAa Bmimoxurens
0060CHOBAaHO B MHCMEH BHJL AAJIH NIPHEMAMe HITH OTXBbPIAME PEKIaMalliATa,

6. Croxure (c M3KMIOUEHNME Ha PELMKIHPAHH TOHEPH) Ilie Ce NOCTABAT B OPUIMHANHA, HEHAPYIEHA ONAKOBKA Ha
NIPOH3BOAMTENA, MPH CTIa3BAaHE HA YCIIOBHATA HA IPOM3BOAMTEIA 3@ TPAHCIIOPT M ChXPaHEHHE HA APTHKYJA,

7. Ilpr pocraeka, cTokuTe mie GbIAaT TPHAPYKEHH OT NPWIOKUMHTE 33 CAydas CepTHQUKATA W NOKYMEHTH,
U3[AJICHH OT NPOM3BONUTENS HW/IWIH KOHTPONMPAINM OPTaHHU3aIHH.

8. lMonaaHeTo HAa HACTOAINATA TEXHUYECKA Odepra YAOCTOBEpsBa Ge3yCHOBHOTO npHeMaHe OT Hailla CTpaHa Ha
BCHYKH HW3HUCKBaHUA M 3aabJDKCHHA, NOCTABEHH OT B'b3J'IO)KI/ITeJ'I}I B l'IpOBC)KI[aHaTa npouez;ypa 3a ChOTBCTHATA
000co0eHa MO3HIHL.

! BAXHO; Axo yuacTHuxsT noxasa oepra 3a nosete ot efia 06ocobena nosumma, mmk Ne 2, e, Texunuecka ocepra ce npeacTass 3a Bosxa 060co6eHa MO3MIHA

10 OTAC/IHO B OTAENEH MK N 2 ¥ Ce HAJINTMCBA 1O CESIHHA HAYHH:
nHime na y -

TIpednoxcenue 3a usnvanenue va HOPLYKAMA Ho obocobena nosuyus Ne ..., » | 3anNMYeH nevar - un.37, anl ot 33K -
TbproBcka TamnHa; 3anu4eHn nognucu - un.2,
3anunyeH noanuc - yn.2, an.1 ot 3314 an.1 ot 33M14
Hara 08.08.2014 s wrrrrres
rp. Codusn / monnye; pedar/

|3anw4eH|/| NUYHKU OaHHM - yn.2, an.1 ot 33/

At Bu iy Bearapus OO]]

TIPOEXTET ce ochImecTBsBa ¢ prHaHCOBaTa NoAKpena Ha OnepaTHBHA NPOrpama ,,Pa3BUTHe Ha YOBEIIKHTE PECYPOH”
2007-2013, chdunancupana ot EBponefickus cp103 upes “EBpone#ickus cojpaneH Gporme

3anunyenn nognucu - un.2, an.l1 ot 33514
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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.

4.6.1 NpunoxeH eneKkTpoHeH HOCUTEN C METOANKW Ha aHrnninckn u Obnrapcku 3a 06. Mosuums 21
/Bcuuku nognoanuyum ot 21.1 o 21.10/
4.6.2. OnucarteneH nucT 3a 3a 00. Moanumna 21 /scuuky nognosvuum ot 21.1 Ao 21.10/

3anuyeHn TEKCTOBE, TbI KAaTo ce OTHACAT 4O Apyrn 060cobeHn No3nunn.
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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 NPEAOCTABEHUTE METOAMUKU HA AIUCK NO OBOCOBEHA

nosunLna
21

HOMEP OT |HAMMEHOBAHUE Ume Ha cbaiin
on
on pP-21-1 dnyopuMeTpuYeH KUT 3a usonupaHe u on P-21-1
N3MepBaHe Ha eH3UMHAaTa aKTUBHOCT Ha
MMP-2; ExEm=490 nm/520 nm;
Orn P-21-2 ®nyopuUMETPUYEH KUT 32 M3onupaHe # on p-21-2
U3MepBaHe Ha eH3NMHaTa aKTUBHOCT Ha
MMP-9; EXEm=490 nm/520 nm;
onre-21-3 OnyopuMETPUYEH KUT 3a U3MEpBaHe orn p-21-3
eH3uMHata akTuBHocT Ha Neprilysin;
EXEm=490 nm/520 nm;
onpP-21-4 dryopumMeTprYEH KUT 3a usmepsaHe onrp-21-4
eH3MHaTa akTuBHocT Ha ACE2; EXYEm=330
nm/390 nm;
Ol P-21-5 | ELISA k1T 3a KOnmM4ecTBEHO OnpeaensiHe Ha Ol P-21-5
MMP-2 (maTpukcHa meTanonporenHasa-2)
OMNP-21-6 | ELISA k1T 3a KONUYECTBEHO ONpeaensiHe Ha onp-21-6
MMP-9 (MaTpuKkcHa MeTanonpoTernHasa-9)
onpP-21-7 ELISA knT 3a konuuecTBeHo onpegensHe Ha onre-21-7
CD83
on pP-21-8 XenatuH - FITC, pascacoska ot 5 mg ornpP-21-8
or pP-21-9 Yoeewkn MMP-2 crangapr, 100 L, 10 ornp-21-9
Hg/mL
Oon P-21-10 Yosewwku MMP-9 cTanaapr, 100 uL, 10 onP-21-10

pg/mL

I'Ipwnox(eanTe METOANKN Ha en. HocuTen ca NPEeACTaBEHN Ha aHrn. U B npesof Ha 6bnrapcku

e3UK.

05.09.2014

l'eoprn Panyes — ynpasuten
Ain Bu [In Benrapus O0[

3anuyeH nevart - un.37, an. 1 ot 33K -
TbproBcka TaiHa;
3anuyeH noanuc - yn.2, an.1 ot 33714
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T Rour SensolLyte® Plus 520 MMP-2 Assay Kit
ANAS PEC *Fluorimetric and Enhanced Selectivity*

Catalog # 12224
| g

Kit Size 96 Assays in 96-well plate

@ Optimized Performance: Optimal conditions for specifically detecting MMP-2
activity.

@ Enhanced Value: It provides ample reagents to perform 100 assays in a 96-well
format.

@ Assured Reliability: Detailed protocol and references are provided.

Kit Components, Storage and Handling

Component Description Quantity
Microplate coated with monoclonal anti human 12 x 8 black
Component = MMP-2 antibOdy strips

ComponentB MMP-2 standard, recombinant human pro-MMP-2 1 ng/mL, 15pL
ComponentC  Assay buffer 50 mL
Component D 10X Wash buffer 50 mL

APMA, 4-aminophenylmercuric acetate

ComponentE  caytion: Contain organic mercury. Dispose according to 100 mM, 150 uL
your local regulations.

MMP-2 substrate

ComponentF 5 £ AM/QXL™520 FRET peptide 50 pL
ExX/Em=490 nm/520 nm upon cleavage

Component G Stop Solution 10 mL

Component H  Adhesive cover strip 3 sheets

Other Materials Required (but not provided)

e Fluorescence microplate reader: Capable of detecting emission at 520 nm with excitation at 490
nm.

Storage and Handling

e Store all kit components, except Component B, at -20°C.

e Store Component B at -80°C.

e For convenience, Components D, G, and H can be stored at room temperature (RT).

AnaSpec, Inc. « 34801 Campus Dr ¢ Fremont, CA 94555
Tel: 1-800-452-5530 « Fax 510-791-9572¢ service@anaspec.com » Www.anaspec.com



Introduction

Matrix metalloproteinases (MMPs) belong to a family of secreted or membrane-associated zinc
endopeptidases capable of digesting extracellular matrix components. > MMP-2 (72-kDa gelatinase-
Altype IV collagenase) is responsible for degradation of collagen, fibronectin, laminin, and elastin.® *
It has been shown that MMP-2 plays a key role in angiogenesis, tumor cell invasion, and metastasis.””
MMP-2 is also considered a therapeutic target for cancer.®°

The SensoLyte® Plus 520 MMP-2 Assay Kit is designed specifically for detecting MMP-2
activity in biological samples, such as culture medium, serum, plasma, synovial fluid, and tissue
homogenate, which may contain multiple MMPs. Members of the MMP family have poor substrate
sequence specificity, thus using peptide substrate alone to differentiate the activity of a particular
MMP from other MMPs is inadequate. A monoclonal anti-human-MMP-2 antibody is therefore
employed to pull down MMP-2 from the mixture. MMP-2 activity is then quantified by a 5-
FAM/QXL™ 520 fluorescence resonance energy transfer (FRET) peptide (Scheme 1). The long
wavelength fluorescence of 5-FAM is less interfered by the autofluorescence of components in
biological samples and test compounds. The assay can detect as low as 3 ng/mL active MMP-2
enzyme. The assay has no cross-reactivity with human MMP-1, 3, 7, 8, 9, 10, 12, 13, 15, 16 and has
minimal cross-reactivity with MMP-14 (Fig.1).

m:®

FRET Peptide =i —- w + w

W, anti hMMP-2
[ " antibody

Scheme 1. The principle of SensoLyte® Plus 520 MMP-2 assay kit

MMP-2 in biological samples is captured by pre-coated anti-MMP-2 antibody, and its proteolytic activity
measured by 5-FAM/QXL™ 520 FRET peptide. The fluorescence of 5-FAM (fluorophore) is quenched by
QXL™ 520 (quencher) in the intact FRET peptide. Upon MMP-2 cleavage, the fluorescence of 5-FAM is
recovered and can be monitored at Ex'Em=490+20 nm/520+ 20 nm.

AnaSpec, Inc. « 34801 Campus Dr ¢ Fremont, CA 94555 2
Tel: 1-800-452-5530 « Fax 510-791-9572¢ service@anaspec.com * www.anaspec.com



70

- Figure 1. Specificity of SensoLyte® Plus 520 MMP-2
60 1 assay Kit.
50 | APMA-activated MMPs, 30 ng each, are added to the
8 microplate pre-coated with anti-MMP-2 antibody. After
S 40 - incubation, the plate was washed and the activity of
; 30 | MMPs detected by 5-FAM/QXL™520 FRET peptide
o substrate. 18 hrs after adding the substrate,
T 20 | fluorescence signal was monitored at Ex/Em=490/520
10 | nm (FlexStation 384Il). The reading from all wells was
D subtracted with the reading from blank control, which
0 A - = - L - contains FRET substrate but no MMPs. (n=3,
1 2 3 7 8 9 1012 13 14 15 16 meantS.D.)
MMPs
Protocol
Note: Bring all the kit reagents to room temperature before use.
1. Prepare MMP-2 containing biological samples

1.1 Collect serum, plasma, synovial fluids or supernate of cell culture media and centrifuge for 10-
15 min at 1,000x g, 4°C. Collect the supernatant and store at -70°C until use.

1.2 Tissue samples should be homogenized in the assay buffer (Component C) containing 0.1%
Triton-X 100, and then centrifuged for 15 min at 10,000x g, 4°C. Collect the supernatant and
store at -70°C until use.

Note 1: Triton-X 100 is not provided.

Note 2: Biological samples can be further concentrated or diluted for the experiment depending on the amount of
MMPs in the sample. Concentrate samples using a centrifugal filter (Millipore, Cat# UFC905096).

Note 3: During the collection of plasma, anticoagulants containing EDTA or citrate should be avoided. Heparin
can be used as anticoagulant.

2. Activate pro-MMP-2 by APMA:

2.1 MMP-2 standard: Dilute MMP-2 standard (10 ug/mL, Component B) 50-fold in assay buffer
(Component C) to get a concentration of 200 ng/mL. Incubate pro-MMP-2 with 1 mM APMA
for 1 h at 37°C. Activate pro-MMP-2 immediately before the experiment.

2.21n
w

cubate biological samples with 1 mM APMA for 1 h at 37°C to activate pro-MMP-2. APMA
ill activate all the pro-MMP-2 in your samples. If measuring endogenous active form of

MMP-2 alone, APMA activation step can be omitted.

Note 1: Keep activated enzyme on ice. Avoid vigorously vortexing the enzyme. Prolonged storage of activated enzyme will
further de-activate the enzyme.

Note 2: APMA belongs to the organic mercury class of compounds and must be handled with care! Dispose according to
appropriate regulations.

Note 3: Activation of zymogen by APMA at higher protein concentration is preferred. After activation, the enzyme can be
further diluted.

3. Prepare MMP-2 standard and samples

31D

ilute activated MMP-2 standard from step 2.1: use six 2-fold serial dilutions in assay buffer.

Prepare a blank control, which contains assay buffer only without MMP-2.
3.2 MMP-2 biological samples: Dilute APMA activated samples as needed.

4, Pull down MMP-2 by antibody coated microplate

AnaSpec, Inc. » 34801 Campus Dr « Fremont, CA 94555 3

Tel: 1-800-452-5530 « Fax 510-791-9572¢ service@anaspec.com * www.anaspec.com



4.1 Add 100 pL/well MMP-2 standards, samples, and blank control to the microplate pre-coated

with monoclonal anti-human MMP-2 antibody (Component A). Cover the plate with adhesive
cover strip (Component H) to prevent evaporation. Incubate the plate on a plate shaker (40-100
rpm) at RT for 2 hrs.

4.2 Dilute 10X wash buffer (Component D) to 1X in deionized water. Wash wells with 200 uL 1X

wash buffer for four times.

Measure MMP-2 activity by 5-FAM/QXL™ 520 peptide substrate

5.1 MMP-2 substrate solution: Dilute MMP-2 substrate (Component F) 200-fold in assay
buffer (Component C). Refer to Table 1. If not using the entire plate, dilute only the amount
needed for the experiment.

Table 1. Substrate solution for one 96-well plate (100 assays)

Components Volume
MMP-2 substrate (Component F) 50 uL
Assay buffer (Component C) 9950 uL
Total volume 10 mL

5.2 Add 100 pL/well diluted MMP-2 substrate solution to the plate.
5.3 Measure fluorescence signal:

6.

Cover the plate with adhesive cover strip (Component H) to prevent evaporation. Incubate the
reaction at RT in dark for 1 h to 24 hrs, then measure fluorescence intensity at ExX/Em=490

nm/520 nm. Optional: 100 pL/well stop solution (Component G) can be added before taking
the end-point reading.

Data analysis: Refer to appendix I.

Appendix I. Data Analysis

The fluorescence reading from the blank control well represents the background fluorescence.
Subtract this background reading from the readings of the other wells to get the relative
fluorescence unit (RFU).

For kinetics reading:
» Plot data as RFU versus time for each sample.

» Determine the slope of the linear portion of the data plot. Obtain the reaction velocity (V) in
RFU/min or RFU/sec.

» Plot V versus the concentration of MMP.
For endpoint reading:
» Plot data as RFU versus concentration of MMP (Figure 2).

Note: TIMPs are able to bind and inactivate active form of MMP-2. The level of TIMPs in the biological samples
may need to be determined in order to correctly interpret data.
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Figure 2. Sensitivity of the SensoLyte® Plus 520
MMP-2 assay.

Recombinant pro-MMP-2 was activated by
APMA, and then serially diluted and added to the
plate pre-coated with anti-MMP-2 antibody. Its
activity was measured by cleavage of the 5-
FAM/QXL™ 520 FRET peptide. Fluorescence
signal was monitored at Ex/Em =490/520 nm
(FlexStation 38411). Endpoint reading (RFU) at 18
r r r r Y hrs versus the amount of MMP-2 was plotted.
0 5 10 15 20 25
MMP-2 (ng/well)

RFU x 1000
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[NpeBoa OT aHrNMNCKN e31K

JNloro Ha AnaSpec

SensolLytee Plus 520 MMP-2 Assay Kit
*Fluorimetric and Enhanced Selectivity*

KaTtanoxeH Ne 72224
Obem Ha kuta 96 aHanu3a B 96-aMKoBa nnaka
N3nbrHeHue: OnTMunanpaHn ycnoeus 3a cneundunyHa getekums Ha aktmeHocTTa Ha MMP-2

Enhanced MpenoctaBeHnu ca peaktmeun 3a 100 Tecta B 96-amkoB doopmaTt

Value:

Assured MpenoctaBeHn ca nogpobeH NpoToKoN 1 pedepeHunm

Reliability:

CbcTaB Ha KuTa

KomnoHeHT OnucaHue KonuyectBo

KomnoHeHT A Mukponnaka, nokputa ¢ MOHOKMOHanHo aHtn-yoeewko MMP-2 12 x 8 yepHu
aHTUTANO cTpuna

KomnoHeHT B MMP-2 ctaHgapT, pekoMmbrHaHTeH YoBeLwku pro-MMP-2 10 pug/mL, 15uL

KomnoHeHT C  Bydhep 3a aHanus 50 mL

KomnoHeHT D 10X muewy 6ydep 50 mL

KomnoHeHT E APMA, 4-aminophenylmercuric acetate 100 mM, 150 pL

BHumaHue: CbObpKa opaaHuYeH xueak. N3xebpnsilime
Cba/1acHO sawume MeCmHU 3aKOHU

KomnoHeHTt F MMP-2 cybcTpat 5-FAM/QXL™520 FRET nentug 50 pL
ExX'Em=490 nm/520 nm cneg pasrpaxgaHe

KomnoHeHT G Ctonupaly pa3tsop 10 mL

KomnoHeHT H  Agxe3mBHO ¢honmo 3a nokpueaHe 3 nucta

CbxpaHeHue n paboTa

CobxpaHaBanTe BCUYKM KOMMNOHEHTU Ha KNTa, C u3kntoveHne Ha KomnoHeHT B, npu -20°C.
CobxpaHsiBanTe komnoHeHT B npu -80°C.

3a ygobetso, KomnoHeHTn D, G, u H morat ga 6baaT cbxpaHsBaHU Ha CTanHa TemnepaTypa
Introduction

MpoTokon

1. MNoaroTroBka Ha 6uoONOrMyYHK Npoodu, cbabpxkawm MMP-2

1.1. CvbepeTe cepyma, nnasma, CMHOBMANHa TEYHOCT UMM CynepHaTaHTa OT KMEeTbYHM KynTypu U
ueHTpodyrmpante 3a 10-15 muH. npu 1,000x g, 4°C. CrbepeTe cynepHaTaHTaTa U a9 CbXxpaHaBanTe
npu -70°C go ynotpeba.

1.2. TekaHHUTe nNpobu Tpsbea ga Gbaat xomoreHusmpaHun B Bydpepa 3a aHanu3 (KomnoHeHT C)
cbaobpxaw, 0.1% Triton-X 100, u ToraBa ueHTpodpyrmpanm 3a 15 mwuH. nput 10,000x g, 4°C.
CobepeTe cynepHaTaHTaTa 1 9 cbxpaHsiBanTe npu -70°C go ynotpeba.

3abenexka 1: Triton-X 100 He e npegoCTaBeH.

3abenexka 2: buonornyHuTte Nnpobu morat Aa 6GbAaT KOHUEHTPUPaHU UK pa3peaeHn B 3aBUCUMOCT
oT konunyectBoto Ha MMPs B npobata. KoHueHTpupante npobute n3nonssBamku LEeHTPoyXeH
duntbp (Millipore, Cat# UFC905096).

3abenexka 3: Mo Bpeme Ha cbbupaHeTo Ha nna3maTta, TpsabBa ga ce M3bArBaT aHTMKOArynaHTw,
cbabpxawm EDTA vnn untpat. Kato aHTUKoarynaHT Moxe ga ce M3non3Ba XenapuH.

2. AkTuBupaHe Ha pro-MMP-2 nocpeactsom APMA:
2.1. MMP-2 ctaHgapt: Paspegete MMP-2 ctangapt (10 pug/mL, KomnoHeHT B) 50-nbTn B 6ydepa
3a aHanu3 (KomnoHeHT C) 3a aa nonyyute KoHueHTpauus of 200 ng/mL. MHkybupante pro-MMP-2 ¢



1 mM APMA 3a 1 yac Ha 37°C. AktusupanTte pro-MMP-2 HenocpencTBeHO Npean ekcnepuMmeHTa.
2.2. NHkybupante dmnonornydmte npobm ¢ 1 mM APMA 3a 1 yac Ha 37°C 3a ga aktmBupare pro-
MMP-2. APMA we aktmBupa Bcuykn pro-MMP-2 BbB BawuTte npobu. AkO msamepsaTe camo
eHgoreHHaTta aktusHa ¢popma Ha MMP-2, cTtbnkata ¢ aktnsupaHe ¢ APMA Mmoxe fa ce nponycHe.
3abenexka 1: lNocTaBeTe akTMBMpaHUTE €H3MMK Ha ned. N3bsireante cuMnmHOTO BOpTEKCUpaHe Ha
eH3nma. NMpoabMKUTENHOTO CbXpaHsBaHe Ha akTUBMPAHUS EH3UM Le Oe-aKTUBMPa eH3UMbT.
3abenexka 2: APMA cnaga KbM OpraHu4HuA XuMBaK U C Hero Tpabea aa ce paboTn BHMMATENHO!
N3xBbpreTe CbrnacHO CbOTBETHUTE 3aKOHM.

3abenexka 3: 3a npegnoyntaHe € akTMBUpaHe Ha 3umoreHa 4pe3 APMA npu Bucoka npoTenHoBa
KOHLeHTpaums. Cnep akTMBaunsa eH3MMbT NO-HAaTaTbK MOXe Aa 6bae paspeneH.

3. MNoarotoBka Ha MMP-2 cTtaHgap v npo6u

3.1. Paspegete aktusupanna MMP-2 ctaHgapT: n3nonssanTe WeCT 2-MbTU CEPUIAHM paspexaaHns
B Oydbep 3a aHanus. MNpurotBete GnaHkMpalwia KOHTpona, KoATo CbAabpa caMo Gydep 3a aHanus,
6e3 MMP-2.

3.2 MMP-2 6uonormnyHu npobu: Paspeaete aktusmnpannte ¢ APMA npobu kakto e Heob6xoamnmo.

4, 3axBawaHe Ha MMP-2 OoT aHTUTANOTO HAa MUKPOTUTbLPHATa Nnaka

41. [Oobasete 100 pL/avka MMP-2 craHgaptv, npobu wn OGnaHkMpawaTa KoHTpona B
MUKPOTUTBbPHATaA nnaka, npeaBapuTeriHo MNOKpUTa C  MOHOKMAOHANHO aHTu-4yoBewko MMP-2
aHTuTAno (KomnoHeHT A). lNokpunTe nnakata ¢ agxe3mBHOTO donno 3a nokpueaHe (KomnoHeHT H)
3a npefoTBpaTtaBaHe Ha nsnapsisaHe. IHKybupanTe nnakaTta Bbpxy werkbp 3a nnaku (40-100 rpm)
3a 2 yaca Ha CcTanHa Temnepartypa.

4.2. Paspegete 10X muewmnsa 6ydep (KomnoHeHT D) oo 1X B geroHmsmpaHa Boga. Mamunnte amkute
¢ 200 pL 1X muewy 6ycep 4eTnpm NbTy.

5. UamepBaHe akTMBHOCTTAa HAa MMP-2 upe3 5-FAM/QXL™ 520 nenTtugeH cybcTpar

5.1. MMP-2 cy6cTpaTteH pasTteop: Paspegete MMP-2 cybetpaTta (KomnoHeHT F) 200-nbTh B Oydhep
3a aHanu3 (KomnoHeHT C). Buxte Tabnuua 1. Ako HAMa ga nonseaTe udnaTta nnaka, paspegeTe
CaMO KOnM4ecTBO, HEOBXOANMO 3a eKcrnepumMeHTa.

Tabnuua 1. CybeTpaTteH pa3Teop 3a egHa 96-amkoBa nnaka (100 aHanuaa)

KomMnoHeHTH O6em
MMP-2 cy6ctpaT (KomnoHeHT F) 50 pL
Bydep 3a aHanm3 (KomnoHeHT C) 9950 uL
O06L, obem 10 mL

5.2. o6aeeTte 100 uL/amka pa3speaeH MMP-2 cybcTpaTeH pas3TBop.

5.3. NamepeTe hnyopecueHTHUS CUrHan:

MokpunTe nnakata ¢ agxesmBHoTo ¢onuo (KomnoHeHTH) 3a pa wusberHeTe wmsnapsiBaHe.
MHkybupante Ha cTalHa Temnepatypa Ha TbMHO OT 1 go 24 4aca, cneg KoeTto uamepete
WMHTeH3uTeTa Ha cnyopecueHuuns npy EX’Em=490 nm/520 nm.

Onums: 3a end-point namepsaHe moxe ga gobasute 100 pL/amka ctonupaly pasteop (KOMNOHEHT
G).

6. AHanu3 Ha AaHHuUTE:
MNpoueTeHaTa nyopecueHuusa oT GnaHkMpallarta aMka LWwe npeacrasm oHoBaTa riyopecueHLms.
M3BageTe Tasnm CTOMHOCT OT CTOMHOCTTa Ha (oyopecLEeHUUATa B OCTaHannTe aMK1 U LWe nonyyure
oTHocuTenHu dnyopecueHTHn eanHmum (RFU).
¢ 3a KMHETUYHO N3MepBaHe:

v' CbnoctaBeTe AaHHuUTe oT RFU crnpsiMmo BpemeTo Ha Bcsika npoba.

v/ 3aceueTe CTOMHOCTa BbpXy CTaHgapTHaTa npasa. [MonyyeTe ckopocTTa Ha peakuusata (V),

n3paseHa B RFU/MuH unn RFU/cek.

v' 3aceueTte V cnpsiMo KoHUeHTpauusta Ha MMP.
¢ 3a KpariHO uamepBaHe:

v' 3aceuveTte gaHHuTe kato RFU cnpsimo koHuUeHTpauuaTa Ha MMP.
3abenexka: TIMPs moxe ga cBbpXaT U MHaKTMBMpAT akTuBHaTa ¢dopma Ha MMP-2. Husata Ha
TIMPs B 6uonorn4Hute npobu e Heobxoanmo fa 6baat onpeferneHn 3a KOPEKTHO MHTeprnpeTupaHe
Ha pesynrartuTe



SensoLyte® Plus 520 MMP-9 Assay Kit

ANASPEC *Fluorimetric and Enhanced Selectivity*

Catalog # 72017

Kit Size 96 Assays in 96-well plate

@ Optimized Performance: Optimal conditions for detecting MMP-9 activity
in biological samples.

@ Enhanced Value: Less expensive than the sum of individual components.

@ Assured Reliability: Detailed protocol and references are provided.

Kit Components, Storage and Handling
Component Description Quantity

Microplate coated with monoclonal anti human

Component A\ vin7g antibody 12 X 8 black strips
Component B MMP-9 standard, recombinant human proMMP-9 10 ,q/mL, 10 pL
Component C ~ MMP dilution buffer 5mL
ComponentD 10 X Wash buffer 50 mL

APMA, 4-aminophenylmercuric acetate

ComponentE  caytion: Contain organic mercury. Dispose it according 100 mM, 150 pL
to your local regulations.

MMP-9 substrate,

Component F 5 e AM/QXL™520 FRET peptide 50 uL
ExX/Em=490 nm/520 nm upon cleavage

Component G Assay buffer 50 mL

ComponentH  Stop Solution 10 mL

Component | Adhesive cover strip 3 sheets

Other Materials Required (but not provided)

e Fluorescence microplate reader: Capable of detecting emission at 520 nm with excitation at 490
nm.

Storage and Handling

o Store all kit components, except Component B, at -20°C.

e Store Component B at -80°C.

e For convenience, Components D, G, H, | can be stored at RT.
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Introduction

Matrix metalloproteinases (MMPs) belong to a family of secreted or membrane-associated zinc
endopeptidases capable of digesting extracellular matrix components2. The importance of MMPs in
tumor development and invasion as well as other diseases is well known. MMP-9 (92-kDa gelatinase,
collagenase-1V)** is involved in a number of diseases such as cancer, angiogenesis, alopecia, and
metastasis. It is proposed as a therapeutic target for these diseases. Latent 92 kDa MMP-9 can be
activated to the 82 and 65 kDa active forms.

The SensoLyte® Plus 520 MMP-9 Assay Kit is designed for specifically detecting MMP-9
activity in biological samples, such as culture medium, serum, plasma, synovial fluid, and tissue
homogenate, which may contain multiple MMPs, Members of the MMP family have poor substrate
sequence specificity, making it difficult to use a peptide substrate alone to differentiate the activity of a
particular MMP from other MMPs. A monoclonal anti-human-MMP-9 is therefore used to pull down
both pro and active forms of MMP-9 from the mixture first, and the activity of MMP-9 is then
quantified using a 5-FAM/QXL™520 fluorescence resonance energy transfer (FRET)® peptide (Scheme
1). Compared to a Mca/Dnp FRET substrate, this 5-FAM/QXL™520 substrate shows less interference
from the autofluorescence of cellular components and also provides better assay sensitivity. The assay
can detect as low as sub-nanogram level of active human MMP-9 without cross-reactions with human
MMP-1, 2, 3,7, 8, 10, 12, 13, and 14 (Figure 1).

FRET Peplide A—: —> i =
rX- <— MMP -9

\\\ 4/'
anti-MMP-9
antibody

Scheme 1. The principle of SensoLyte® Plus 520 MMP-9 assay kit.

MMP-9 in biological samples is captured by immobilized MMP-9 antibodies, and its proteolytic activity is measured by the 5-
FAM/QXL™520 FRET peptide. Fluorescence of 5-FAM (fluorophore) is quenched by QXL™520 (quencher) in the intact FRET
peptide. Upon MMP-9 cleavage, the fluorescence of 5-FAM is recovered and can be monitored at ExX/Em=490+20 nm/520+ 20 nm.

60000 -

Figure 1. The specificity of SensoLyte® Plus 520 MMP-9 assay Kit.

50000 4 T APMA-activated MMPs, 30 ng each, are added to the microplate pre-
coated with anti-MMP-9. After incubation, the plate was washed and
40000 7 the activity of MMPs detected by adding 5-FAM/QXL™520 FRET

peptide substrate. The fluorescence signal was monitored in 1 hr after
adding the substrate at the excitation wavelength of 490 nm and
emission of 520 nm, with cut off at 515 nm (FlexStation 384ll). The
reading from all wells was subtracted with the reading from blank
10000 control, which contains FRET substrate but no MMPs. (n=3,
meantS.D.)
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Protocol

Note: Warm all the kit reagents to room temperature before use.

1. Prepare MMP-9 containing biological samples

1.1 Collect serum, plasma, synovial fluids or supernate of cell culture media (e.g. stimulated
fibroblast) and centrifuge for 10-15 min at 1000X g, 4°C. Collect the supernatant and store
at -70°C until use.

1.2 Tissue samples should be homogenized in the assay buffer (Component G) containing 0.1%
Triton-X 100, and then centrifuged for 15 min at 10,000x g at 4°C. Collect the

supernatant and store at -70°C until use.
Note 1: Triton-X 100 is provided by the customer.
Note 2: Biological samples can be further concentrated or diluted for the next step depending on the amount of
MMPs in the sample. Samples can be concentrated by a centrifugal filter (Millipore, Cat# 42407).
Note 3: During the collection of plasma, anticoagulants containing EDTA or citrate should be avoided. Heparin
may be used as anticoagulant.

2. Pull down MMP-9 by antibody coated microplate

2.1 MMP-9 standard: Add 10 uL MMP-9 standard (10 pg/mL, Component B) to 490 uL MMP
dilution buffer (Component C) to get a concentration of 200 ng/mL. Then do six 2-fold serial
dilutions in MMP dilution buffer. Prepare a blank control, which contains MMP dilution buffer
only without MMP-9.

Note: Do not vortex the enzyme solution! Keep enzyme on ice before use.

2.2 Add 100 plL/well samples, MMP-9 standards, and blank control to the microplate coated with
monoclonal anti-human MMP-9 (Component A). Cover the plate with adhesive cover strip
(Component 1) to prevent evaporation. Incubate the plate on a plate shaker (100-200 rpm) at
room temperature for 1 hr.

2.3 Dilute 10X wash buffer (Component D) to 1X in deionized water. Wash the wells with 200 uL
1X wash buffer four times.

3. Activate pro-MMP 9 by APMA

3.1 Dilute 100 MM APMA (Component E) in assay buffer (Component G) to 1 mM. Add 100 uL

of 1. mM APMA per well. Cover the plate with adhesive cover strip (Component I) to prevent

evaporation. Incubate the plate at 37°C for 2 hrs.
Note 1: APMA will activate all the pro-MMP-9 in your sample. If you want to measure endogenous active form
of MMP-9 alone, this APMA activation step can be omitted.
Note 2: The MMP-9 standard contains mainly zymogen. APMA activation must be performed.
Note 3: If 1 mM APMA looks cloudy, incubate it at 37°C water bath for 10-30 min.

3.2 Wash the wells with 200 uL 1X wash buffer for four times.

4, Measure MMP-9 activity by 5-FAM/QXL™ peptide 520 substrate
4.1 MMP-9 substrate solution: Dilute MMP-9 substrate (Component F) 200-fold in assay buffer
(Component G).
Table 1. MMP-9 substrate solution for one 96-well plate (100 assays)
Components Volume
MMP-9 substrate (Component F) 50 pL
Assay buffer (Component G) 10 mL
Total volume 10 mL
AnaSpec, Inc. » 34801 Campus Dr « Fremont, CA 94555 3
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4.2 Add 100 pL/well MMP-9 substrate solution to all wells, including MMP-9 standard,

samples, and blank control.

4.3 Measure fluorescence signal:
For kinetic reading: Immediately start measuring fluorescence intensity at ExX/Em=490

nm/520 nm continuously and record data every 10 minutes for 60-120 min.

For end-point reading: Cover the plate with adhesive cover strip (Component I) to prevent

evaporation. Incubate the reaction at room temperature in the dark for 60 min to 16 h, then

measure fluorescence intensity at EX’Em=490 nm/520 nm. Optional: 100 pL/well stop
solution (Component H) can be added before taking the end-point reading.

5. Data analysis: Refer to Appendix I.

Appendix |. Data Analysis

e The fluorescence reading from the blank control well represents the background fluorescence.

Subtract this background reading from the readings of the other wells to get the relative
fluorescence unit (RFU).

e For kinetics reading:

» Plot data as RFU versus time for each sample.

» Determine the slope of the linear portion of the data plot. Obtain the reaction velocity (V) in

RFU/min or RFU/sec.

> Plot V versus the concentration of MMP.

e For endpoint reading:

» Plot data as RFU versus concentration of MMP (Figure 2).

Note: TIMPs are able to bind and inactivate active form of MMP-9. The level of TIMPs in the biological samples
may need to be determined in order to correctly interpret the data.

3000 1

2500 -

2000 -

RFU

1000 4

500

1500 4

10
MMP-9 (ng)

15

20

Figure 2. Sensitivity of the SensoLyte® Plus 520
MMP-9 assay.

Recombinant pro-MMP-9 was serially diluted and
added to plate coated with anti-MMP-9 antibody.
Pro-MMP-9 was activated by APMA and its activity
measured by the 5-FAM/QXL™520 FRET peptide.
Fluorescence signal was monitored with a filter set
of excitation/emission=485+20 nm/528+20 nm (Bio-
Tek FLx800). Endpoint reading (RFU) at 2h versus
the amount of MMP-9 was plotted. The assay was
able to detect as low as 0.3 ng of enzyme. (n=3,
meanzS.D.)
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[NpeBoa OT aHrNMNCKN e31K

JNloro Ha AnaSpec

SensolLytee Plus 520 MMP-9 Assay Kit
*Fluorimetric and Enhanced Selectivity*

KaTtanoxeH Ne 72017
Obem Ha kuta 96 aHanu3a B 96-aMKoBa nnaka
N3nbrHeHue: OnTMunanpanmn ycnoeus 3a cneundunyHa getekums Ha aktmeHocTTa Ha MMP-9

Enhanced [Mo-eBTUH B CpaBHEHME C MHAMBUAYANHUTE KOMMOHEHHTH

Value:

Assured MpenoctaBeHn ca nogpobeH NpoToKoN 1 pedepeHunm

Reliability:

CbcTaB Ha KuTa

KomnoHeHT OnucaHue KonuyectBo

KomnoHeHT A Mukponnaka, nokputa ¢ MOHOKMOHanHo aHTn-yoeewko MMP-9 12 x 8 yepHu
aHTUTANO cTpuna

KomnoHeHT B MMP-9 ctangapT, pekoMOrMHaHTeH YoBeLwku pro-MMP-9 10 pug/mL, 15uL

KomnoHeHT C  Bydhep 3a aHanus 50 mL

KomnoHeHt D MMP 6ydep 3a paspexaaHe 5mL

KomnoHeHT E 10X muewy Gydep 50 mL

KomnoHeHT F APMA, 4-aminophenylmercuric acetate 100 mM, 150 L

BHumaHue: CbObpKa opaaHUYeH xueakK. Isxebprsilime
CbeJlacHO 8awume MeCMHU 3aKOHU

KomnoHeHt G MMP-9 cybcetpat 5-FAM/QXL™520 FRET nentug 50 pL
EX’Em=490 nm/520 nm cnea pasrpaxgaHe

KomnoHeHT H  Ctonupauy, pa3teop 10 mL

KoMnoHeHT | ALnxesnBHO ©onNno 3a NoOKpmMBaHe 3 nucta

CbxpaHeHue n paboTa

CobxpaHsiBanTe BCUYKM KOMMOHEHTUN Ha KNTA, C U3KntoveHne Ha KomnoHeHT B, npu -20°C.
CobxpaHsaBainte komnoHeHT B npu -80°C.

3a ygobcetso, KomnoHeHTn D, G, H u | Mmorat ga 6baat cbxpaHsiBaHW Ha CTalHa TemnepaTypa
Introduction

MpoTokon

1. MoaroTroBka Ha 6uoNOrMyYHK Npoodu, cbabpxkawm MMP-9

1.1. CobepeTte cepyma, nnasma, CMHOBMANHa TEYHOCT MUK cynepHaTaHTa OT KNeTbYHU KyNTypu n
ueHTpodyrmpante 3a 10-15 muH. npu 1,000x g, 4°C. CrbepeTe cynepHaTaHTaTa U a9 CbXxpaHaBanTe
npu -70°C go ynotpeba.

1.2. TekaHHUTe nNpobu Tpsbea oa Gbaat xomoreHusmpaHun B Bydpepa 3a aHanu3 (KomnoHeHT C)
cbabpxaw, 0.1% Triton-X 100, n ToraBa ueHTpodpyrupaHu 3a 15 muH. nput 10,000x g, 4°C.
CovbepeTte cynepHaTaHTaTa 1 9 cbxpaHsasante npu -70°C go ynotpeba.

3abenexka 1: Triton-X 100 He e npegoCTaBeH.

3abenexka 2: buonormyHnte npobu morat ga 6baaT KOHUEHTPUPaHU UNU paspeaeHn B 3aBUCUMOCT
oT konunyectBoto Ha MMPs B npobata. KoHueHTpupante npobute n3nonssBamku LEeHTPoyXeH
duntbp (Millipore, Cat# UFC905096).

3abenexka 3: Mo Bpeme Ha cbbupaHeTo Ha nNnasmaTta, TpsbBa ga ce m3bareaT aHTUKOArymnaHTu,
cbabpxawm EDTA vnn untpat. Kato aHTUKoarynaHT Moxe ga ce M3non3Ba XenapuH.

2. 3axBawaHe Ha MMP-2 OT aHTUTANOTO Ha MUKPOTUTBbPHATA NJlaka
2.1. MMP-9 ctangapT: do6asete 10 uL MMP-9 ctangapt (10 pg/mL, KomnoHeHT B) ¢ 490 uyL MMP



Oydepa 3a paspexgaHe (KomnoHeHT C) 3a aa nonyunte koHueHTpauna of 200 ng/mL. Hanpasete 2-
KpaTHO paspexgaHe ¢ MMP Oydep 3a paspexgaHe. Nogroteete GnaHkMpalla KOHTpoOna, KOSTO
cbaobpxa camo MMP 6ydep 3a paspexaaHe.

2.2. [Oobasete 100 pL/amka MMP-9 craHgaptv, npobu wn OGnaHkMpawaTa KoHTpona B
MUKPOTUTBbpPHATA Mfaka, npeaBapuMTenHO MNOKpUTa C  MOHOKIOHANHO aHTu-vYoBewko MMP-9
aHTuTAno (KomnoHeHT A). lNokpuiiTe nnakata ¢ agxe3anBHOTO onuno 3a nokpmBaHe (KoMnoHeHT 1)
3a npefoTBpaTtaBaHe Ha nsnapsisaHe. MHKybupanTe nnakaTta Bbpxy werkbp 3a nnakv (40-100 rpm)
3a 2 yaca Ha CTalHa TemneparTypa.

2.3. Paspegete 10X muewwmnsa 6ydep (KomnoHeHT D) go 1X B genoHmsmpaHa Boga. Mamunnte amkute
¢ 200 pL 1X muewy 6ycep 4eTnpm NbTy.

3. AktuBupaHe Ha pro-MMP-9 nocpeacTteom APMA:

3.1. Paspegete 100 mM APMA (KomnoHeHT E) B 6ycbep 3a aHanu3 (KomnoHeHT G) go 1 mM.
Ho6asete 100 uL ot 1 mM APMA Ha simka. [Nokpuite nnakata ¢ agxe3nBHO onuno (KomnoHeHT 1)
3a npegoTBpaTaBaHe Ha nsnapsieaHe. VIHkybupante Ha 37°C 3a 2 yaca.

3abenexka 1: APMA we aktmeupa Bcudkm pro-MMP-9 BbB Bawmnte npobu. AKo namepBarte camo
eHgoreHHaTta aktusHa ¢popma Ha MMP-9, cTbnkata ¢ aktnempaHe ¢ APMA Mmoxe fa ce nponycHe.
3abenexka 2: MMP-9 ctaHgapta cbabpka rMaBHO 3uMoreHu. Heobxogumo e ga ce M3BbpLUM
aktmsupaHe ¢ APMA.

3abenexka 3: 3a npegnoynTaHe € akTMBMpaHe Ha 3umoreHa 4pe3 APMA npu BMCOka NpoTeMHoBa
KOHUeHTpaums. Cnep akTMBaLmMsa eH3UMbT No-HaTaTbk MOxe Aa 6bae paspeaeH.

3.2. Ako 1 mM APMA wnarnexna MbTeH, nHkybupanTte ro Ha 37°C Ha BogHa 6aHs 3a 10-30 MuH.

4. UamepBaHe akTMBHOCTTa Ha MMP-9 ype3 5-FAM/QXL™ 520 nentuaeH cy6cTpar
4.1. MMP-9cy6cTtpateH pasteop: Paspegete MMP-9 cybetpata (KomnoHeHT F) 200-nbTtn B 6ydhep
3a aHanu3 (KomnoHeHT G).

Tabnuua 1. MMP-9 CybcTpaTteH pa3TBop 3a egHa 96-amkoBa nnaka (100 aHanmsa)

KoMnoHeHTH O6em
MMP-9 cy6ctpat (KomnoHeHT F) 50 yL
Bydep 3a ananuns (KomnoHeHT G) 10 mL
O06L, obem 10 mL

4.2. Nobasete 100 yL/amka paspeneH MMP-9 cybcTtpaTeH pasTeop, Bkntoysankm MMP-9 ctangapT,

npobu n GrnaHkMpalla KoHTpona.

4.3. NlamepeTe dhnyopecueHTHNSA curHan:

e 3a KMHETUYHO un3MepBaHe: HesabaBHO 3anoyHeTe UW3MepBaHETO Ha (prnyopecueHTHUs
nHTeH3uTeT npn EX’Em=490 nm/520 nm nocTosiHHO 1 3anucBanTe AaHHUTe Ha Bcekn 10 MUH B
pamkute Ha 60-120 MuH.

¢ 3a kpanHo namepBaHe: NokpuiiTe nnakata ¢ agxe3mBHoTo ¢onuno (KomnoHeHTl) 3a oa n3berHete
nanapsasaHe. NHkybuparnte Ha cTanHa TemnepaTtypa Ha TbMHO OT 60 MuH. Ao 16 4yaca, cnepg
KOETO nsmepeTe UHTeHauTeTa Ha pnyopecueHuunsa npn EX’Em=490 nm/520 nm.

Onuus: 3a end-point namepsaHe moxe ga gobasute 100 yL/amka ctonupaly pastBop (KOMMOHEHT

H).

5. AHanu3 Ha gaHHuTe:
MpodyeTeHaTa bnyopecueHums oT GnaHkMpallaTa amMka LWwe npeacrasy ooHoBaTa hryopecueHuUms.
M3BageTe Tasn CTOMHOCT OT CTOMHOCTTa Ha dniyopecueHUMaTa B oCTaHannTe SsMKM U Lwe nonyyuTe
OTHOCUTENHW dhrnyopecueHTHU eanHmum (RFU).
¢ 3a KMHETUYHO M3MepBaHe:
v' CwbnoctaBeTte gaHHuTe oT RFU cnpsiMo BpemeTo Ha Bcsika npoba.
v' 3aceueTe CTOMHOCTa BbpXy CTaHAapTHaTa npaea. [MonyyeTte ckopocTtTa Ha peakumaTa (V),
n3paseHa B RFU/mMuH unn RFU/cek.
v' 3BaceueTte V cnpsiMo KOHUeHTpauusita Ha MMP.
e 3a KparHOo uamepBaHe:
v' 3aceuyeTte gaHHuTe kaTo RFU cnpsiMo koHuUeHTpaumsTa Ha MMP.
3abenexka: TIMPs moxe ga cBbpXaT U MHaKTMBMpAT akTuBHaTa ¢opma Ha MMP-9. Hueata Ha



TIMPs B 6uonornyHmte npobun € Heobxoanmo Aa ObaaTt onpeneneHn 3a KOPEKTHO MHTepnpeTupaHe
Ha pesyntatute



— SensoLyte® 520 Neprilysin Activity

ANASPEC Assay Kit *Fluorimetric*
Kit Size 100 Assays (96-well plate)

@ Optimized Performance: This Kit is optimized to detect neprilysin enzyme activity.

@ Enhanced Value: It provides ample reagents to perform 100 assays in a 96-well
plate format.

@ High Speed: The entire process can be completed in one hour.

@ Assured Reliability: Detailed protocol and references are provided.

Kit Components, Storage and Handling

Component Description Quantity

Component A 5-FAM/QXL"™ 520 Neprilysin substrate, 1 mM, 50 pL
Ex/Em=490/520 nm upon cleavage

Component B 5-FAM, fluorescence reference standard, 1 mM, 15 uL
Ex/Em=490/520 nm

Component C Recombinant human neprilysin 25 ug/mL, 40 pL

Component D 2X Assay Buffer 30 mL

Component E Inhibitor 0.1 mM, 15 uL

Other Materials Required (but not provided)

o 96-well microplate: Black, flat-bottom, 96-well plate with non-binding surface.

e Fluorescence microplate reader: Capable of detecting emission at 520 nm with excitation at
490 nm.

Storage and Handling

o Store all kit components at -20°C, except for Component C.

e Store Component C at -80°C.

e Protect Components A and B from light and moisture.

e Component D can be stored at room temperature for convenience.
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Introduction

Neprilysin (NEP) is a transmembrane metallopeptidase normally expressed by a variety of
tissues.> It is also known as neutral endopeptidase, and enkephalinase. NEP cleaves peptides at
the N-terminal side of hydrophobic amino acid residues and is responsible for the degradation and
inactivation of a variety of physiological substrates.* NEP is a major extracellular amyloid beta-
peptide degrading enzyme in the brain.*® Consequently, targeting NEP is considered a
potential therapeutic strategy for the prevention and treatment of Alzheimer's disease.*> NEP has
also been implicated in the pathogenesis of hypertension, diabetes, and cancer.®®

The SensoLyte® 520 Neprilysin Assay Kit employs a novel internally quenched 5-
FAM/QXL"™ 520 FRET substrate for the detection of neprilysin activity. The enzyme cleaves the
FRET substrate into two separate fragments resulting in the release of 5-FAM fluorescence, which
can be monitored at excitation/emission= 490/520 nm. The long wavelength fluorescence of 5-FAM
is less interfered by the autofluorescence of components in biological samples and test compounds.

Figure 1. Sensitivity of the assay has
been tested using serial dilutions of
recombinanTtM human  neprilysin.  5-
FAM/QXL 520 FRET substrate was
incubated with the indicated amount of
enzyme and fluorescence was measured
after 60 min (FlexStation 384ll,
Molecular Devices). This assay can
detect as low as 0.78 ng/mL of active

T T T T 1 . -
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R%=0.9963

RFU x 1000

Protocol

Note 1: To prepare a standard curve, please refer to Appendix Il (optional).
Note 2: Please use Protocol A or B based on your needs.

Protocol A. Screening compounds using purified enzyme.

1. Prepare working solutions.
Note: Bring all kit components until thawed to room temperature before starting the experiments.

1.1 1Xassay buffer: Add 10 mL of 2X assay buffer (Component D) to 10 mL of deionized
water.

1.2 Neprilysin substrate solution: Dilute neprilysin substrate (Component A) 100-fold in 1X
assay buffer. Refer to Table 1. For each experiment, prepare fresh substrate solution. If not
using the entire plate, adjust the amount of substrate to be diluted accordingly.

Table 1. Neprilysin substrate solution for one 96-well plate (100 assays)

Components Volume
Neprilysin (Component A) 50 puL
1X assay buffer 4.95 mL
Total volume 5mL
©AnaSpec, Inc. » 34801 Campus Dr. ¢ Fremont, CA 94555 2
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1.3 Neprilysin diluents: Dilute neprilysin enzyme (Component C) 100-fold in 1X assay buffer.
This amount of enzyme is enough for a full 96-well plate. If not using the entire plate,
adjust the amount of enzyme to be diluted accordingly.

Note: Prepare enzyme diluents immediately before use. Do not vortex the enzyme solution. Prolonged storage
or vigorous agitation of the diluted enzyme will cause denaturation. Store the enzyme solution on ice.

1.4 Neprilysin inhibitor (Thiorphan): Dilute the 0.1 mM inhibitor solution (Component E)
100-fold in 1X assay buffer to get 1.0 uM inhibitor solution. Add 10 ul of the diluted
inhibitor solution into each of the inhibitor control well.

Set up the enzymatic reaction.

2.1 Add test compounds and diluted enzyme solution to the microplate wells. The suggested
volume of enzyme solution for one well of a 96-well plate is 40 uL and test compound is
10 pL.

2.2 Simultaneously set up the following control wells as deemed necessary:
» Positive control contains the diluted neprilysin without test compound.

> Inhibitor control contains the diluted neprilysin and inhibitor.

» Vehicle control contains enzyme and vehicle used in delivering test compound (e.g.
DMSO, concentration not to exceed 1%).

» Test compound control contains 1X assay buffer and test compound. Some test
compounds have strong autofluorescence and may give false results.

» Substrate control contains 1X assay buffer.

2.3 Using the 1X assay buffer, bring the total volume of all controls to 50 uL.

2.4 Optional: Pre-incubate the plate for 10 min. at assay temperature. Any temperature (the

assay temperature) from room temperature to 37°C may be used, as long as the subsequent
incubations are performed at the same temperature.

Run the enzymatic reaction.

3.1 Add 50 pL of the neprilysin substrate solutions into each well. For best accuracy, it is
advisable to have the substrate solution equilibrated to the assay temperature. Mix the
reagents completely by shaking the plate gently for 30 sec.

3.2 Measure fluorescence signal:

e For kinetic reading: Immediately start measuring fluorescence at Ex/Em=490
nm/520 nm continuously and record data every 5 min for 30 to 60 min.

e For end-point reading: Incubate the reaction for 30 to 60 min. Keep plate from direct
light. Mix the reagents and measure fluorescence intensity at EX'Em=490 nm/520
nm.

3.3 For methods of data analysis: Refer to Appendix I.
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Protocol B. Measuring neprilysin activity in biological samples.
1. Prepare neprilysin containing biological samples.
1.1 Prepare cell extract samples:

e Collect cells and wash cell pellets with phosphate buffered saline (PBS).
e Lyse cells, and centrifuge at 15,000x g for 5 min, 4°C.
e Collect the supernatant and store at -70°C until use.

1.2 Prepare tissue extract samples:

e Collect tissues.
e Homogenize tissue samples, and centrifuge at 15,000x g for 5 min at 4°C.

e Collect the supernatant and store at -70°C until use.

Note 1: PBS is not provided. Cell or tissue extract should be diluted and used as the enzyme source to measure
neprilysin activity.

Note 2: It is optional to use the assay buffer (1X) for preparation of biological samples. If using the assay
buffer provided in this kit, the neprilysin substrate (Component A) should be diluted in 1X assay
buffer instead of 2X assay buffer.

2. Prepare working solutions.
Note: Bring all kit components until thawed to room temperature before starting the experiments.

2.1 The neprilysin substrate solution: Dilute neprilysin substrate (Component A) 100-fold in
2X assay buffer (Component D). Refer to Table 1. If not using the entire plate, adjust the
amount of substrate to be diluted accordingly.

Table 1. Neprilysin substrate solution for one 96-well plate (100 assays)

Components Volume
Neprilysin substrate (Component A) 50 puL
2X assay buffer (Component D) 4.95 mL
Total volume 5SmL

3. Set up the enzymatic reaction.
3.1 Add 50 uL of neprilysin containing sample.
3.2 Set up the following control wells at the same time as deemed necessary:
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» Positive control contains purified active neprilysin.

> Substrate control contains deionized water.

3.3 Bring the total volume of all controls to 50 pL.

3.4 Optional: Pre-incubate the plate for 10 min. at assay temperature. Any temperature (the
assay temperature) from room temperature to 37°C may be used, as long as the
subsequent incubations are performed at the same temperature.

Run the enzymatic reaction.

4.1 Add 50 uL of the neprilysin substrate solutions into each well. For best accuracy, it is
advisable to have the substrate solution equilibrated to the assay temperature. Mix the
reagents completely by shaking the plate gently for 30 sec.

4.2 Measure fluorescence signal:

e For kinetic reading: Immediately start measuring fluorescence at Ex/Em=490
nm/520 nm continuously and record data every 5 min for 30 to 60 min.

e For end-point reading: Incubate the reaction for 30 to 60 min. Keep plate from direct
light. Mix the reagents and measure fluorescence intensity at EX/Em=490 nm/520
nm.

4.3 For methods of data analysis: Refer to Appendix I.

Appendix |. Data Analysis

e The fluorescence reading from the substrate control well is used as the background
fluorescence. This background reading should be subtracted from the readings of the other
wells containing substrate. All fluorescence readings are expressed in relative fluorescence
units (RFU).

e For kinetics analysis:

» Plot data as RFU versus time for each sample. To convert RFUs to the concentration of
the product of the enzymatic reaction, please refer to Appendix Il for establishing a
fluorescence reference standard.

» Determine the range of initial time points during which the reaction is linear. Typically,
the first 10-15% of the reaction will be the optimal range.

» Obtain the initial reaction velocity (V,) in RFU/min by determining the slope of the
linear portion of the data plot.

» A variety of data analyses can be done, e.g., determining inhibition %, ECsq 1Cso, K,
Kj, etc.

e For endpoint analysis:
> Plot data as RFU versus concentration of test compounds.
» A variety of data analyses can be done, e.g., determining inhibition %, ECs, 1Cs, etc.
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Appendix Il. Instrument Calibration

Fluorescence reference standard: Dilute the 1 mM fluorescence standard solution
(Component B) 100-fold to 10 uM in 1X assay buffer. Do 2-fold serial dilutions to get
concentrations of 5, 2.5, 1.25, 0.63, 0.32, and 0.16 uM, include an assay buffer blank. Add
50 uL/well of these serially diluted reference solutions.

Add 50 uL/well of the diluted neprilysin substrate solution (refer to Protocol A, Step 1.2 for
preparation).

Note: The neprilysin substrate solution is added to the reference standard to normalize for the intrinsic substrate
fluorescence. If multiple concentrations of substrate are used, this step must be performed for each concentration.

Measure the fluorescence of the reference standard and substrate control wells at
ExX/Em=490 nm/520 nm. Use the same setting of sensitivity as used in the enzyme reaction.

Plot the reference standard curve as RFU (relative fluorescent units) versus concentration.

The final concentrations of fluorescence reference standard are 5, 2.5, 1.25, 0.63, 0.32, 0.16,
0.08, and 0 uM. This reference standard is used to calibrate the variation of different
instruments and different experiments. It is also an indicator of the amount of final product
of the enzymatic reaction.

5004

Figure 3. 5-FAM reference standard.
5-FAM standard solution was
serially diluted in assay buffer
containing  substrate, and the
fluorescence was recorded at
EX/Em=490/520 nm. (Flexstation
38411, Molecular Devices).
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[NpeBoa OT aHrNMNCKN e31K

JNloro Ha AnaSpec

SensolLytee520 Neprilysin Activity Assay Kit
*Fluorimetric*

KaTtanoxeH Ne 72223
Ob6eMm Ha KuTta 100 aHanu3a B 96-AamKoBa nnaka
N3nbnHeHue: To3n KUT € ONTUMM3NPaH 3a JOoKa3BaHe Ha eH3MMHa aKTMBHOCT Ha HEMPUIU3WH

Enhanced MpenoctaBeHnu ca peaktmeun 3a 100 Tecta B 96-amkoB doopmaTt

Value:

Bucoka Llenusa npouec moxe ga ce n3sbplum 3a 1 yac

ckopocm

Assured MpenocTtaBeHn ca noapobeH npotokon n pedepeHumm

Reliability:

CbcTaB Ha KuTa

KomnoHeHT OnucaHue KonuyectBo

KomnoHeHT A 5-FAM/QXL™ 520 HenpunuauH cybeTtpar, 1 mM, 50 uL
ExX/Em=490/520 nm npwu pasrpaxgaHe

KomnoHeHT B 5-FAM, pedepeHTeH cTaHgapT 3a driyopecueHums, 1mM, 15 uL
ExX/Em=490/520 nm

KomnoHeHT C ~ PekoMBUHaHTEH YOBELLKM HENPUN3NH 25 ug/mL, 40 uL

KomnoHeHTt D 2X 6ydbep 3a aHanus 30 mL

KomnoHeHT E NHxnbutop 0.1 mM, 15 uL

CbxpaHeHue n paboTa

CobxpaHsiBanTe BCUYKM KOMIMOHEHTU Ha KNTa, C u3kntoveHne Ha KomnoHeHT C, npu -20°C.
CobxpaHsiBante komnoHeHT C npu -80°C.

[MaseTe KomnoHeHTN A 1 B oT cBeTnuHa nnu Bnara

3a ygobcTtBo, KomnoHeHTn D MOXe Aa ce cbxpaHsiBa Ha cTavHa TemnepaTtypa
Introduction

MpoTokon

1. MNogroToBka Ha 6MONOrMYHK NpooduU, cbabpxKawm HenpmunusmH

1.1. NoaroTtoBka Ha KNETbYHN EKCTPaKTU:

CovbepeTe knetkute n namumnTe ytankata 8 PBS

INnaupante kneTkmte n ueHTpodyrmpante Ha 15000x g 3a 5 MyH Ha 4°C
CbbepeTte cynepHaTaHTaTa 1 cbxpaHeTe Ha -70°C go ynotpeba

1.2. [oaroToBKa Ha TbKaHHW EKCTPaKTU:

o CbvbepeTe TbkaHUTE

e XomoreHusmpante TbkaHuTe n ueHtTpodyrupante Ha 15000x g 3a 5 MuH Ha 4°C
o CovbepeTe cynepHaTaHTaTa M cbxpaHeTe Ha -70°C go ynotpeba

2. NoproToBka Ha paboTHU pa3TBOpMU:

2.1. HenpunusuH cybectpaTteH pasteBop: Paspepete HenpunusmH cyberpata (KomnoHeHnt A) 100-
nbTn B 2X Bydhep 3a aHanua (KomnoHeHT D). Buxte Tabnuua 1. Ako HAMa ga nonsearte usnata
nnaka, paspegere camo KOnM4ecTBo, HE06X0OUMO 3a eKCrepuMeHTa.

Tabnuua 1. HenpunusnH cybctpateH pa3tBop 3a egHa 96-amkoBa nnaka (100 aHannsa)



KoMnoHeHTHn Ob6em

HenpununanH cybctpaT (KoMnoHeHT A) 50 uL
2X bydbep 3a aHanu3 (KomnoHeHT D) 4.950 mL
O0L, obem 5mL

3. MoaroToBKa Ha eH3UMHaTa peakuusa

3.1. JobaeeTe 50 uL npoba, cbabprkalla HeENPUNN3NH

3.2. 3anoxeTe cnegHUTE KOHTPONU:

o [lonoxuTenHa KoHTpona, CbabpXalla NPeYNCcTeH akTUBEH HEMPUIU3UH

e Cyb6cTpaTHa KOHTpona, Cbabpala AeNoHn3MpaHa Boga

3.3. JoBegeTte BCUYKU KOHTpOnu o 50 uL

3.4. Onuws: MNMpeunHkybunpanTe nnakata 3a 10 MyWH. Npy TeMmnepaTtypa 3a aHanu3

4. CTapTMpaHe Ha eH3UMHaTa peakums

4.1. Jo6aseTe 50 PL ot cybcTpaTHMS pa3TBop Ha HenpunuanH BLB BCsika siMKka. 3a no gobpa

TOYHOCT, € HeobxogMMo Aa pasnonaraTe cbC Cy0CTpaTeH pa3TBOp EKBUNUOPUpPaH 40

TemnepartypaTa Ha aHanua. CmeceTe peakTuBuTe BHUMaTenHo 3a 30 cek.

4.2 NamepBaHe Ha pryopecLEeHTHUS curHan:

e 3a KuHETMYHO un3MepBaHe: Hes3abaBHO 3anoyHeTe WU3MepBaHETO Ha ryopecUeHTHUS
nHTeH3nTeT npu EX’Em=490 nm/520 nm NOCTOAHHO M 3annCBaWTe OAHHWUTE Ha BCEKM 5 MUH B
pamknte Ha 30-60 MuH.

¢ 3a KpanHo nsmepBaHe: VIHkyOmnpanTe Ha cTanHa Temnepartypa Ha TbMHO OT 30 MuH. O 60 MUH.
[Masete nnakata oT cBeTnvMHa. PasbbpkaiTe peakTMBUTE M U3MEPETe MWHTEH3WTETa Ha
dnyopecueHumsi npu EX’Em=490 nm/520 nm.



ANAGPEC  Sensolyte® 390 ACE2 Activity Assay Kit
*Fluorimetric*

Catalog # 72086

Kit Size 100 Assays (96-well plate)

@ Optimized Performance: This kit is optimized to detect ACE2 activity.

@ Enhanced Value: It provides enough reagents to perform 100 assays in a 96-
well format.

@ High Speed: The entire process can be completed in one hour

@ Assured Reliability: Detailed protocol and references are provided.

Kit Components, Storage and Handling
Component Description Quantity

Mca/Dnp, ACE2 substrate, EX'Em=330 nm/390 nm

Component A upon cleavage 5 mM, 50 pL
Component B }\élgg :‘]Irl:]orescence reference standard, EX/Em=330 nm 1 mM, 10 L
Component C Assay Buffer 20 mL
Component D Inhibitor of ACE2 100 uM, 10 pL
Component E Stop Solution 10 mL

Other Materials Required (but not provided)
e ACEZ2 source: The active enzyme (Calbiochem, Cat# 176872), cell lysates, tissue extracts.
e 96-well microplate: Black, flat-bottom, non-binding 96-well plate.

e Fluorescence microplate reader: Capable of detecting emission at 390 nm with excitation at 330
nm.

Storage and Handling

e Store all kit components at -20°C.

e Protect Components A and B from light and moisture.

e Components C and E can be stored at room temperature for convenience.
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Introduction

Angiotensin | converting enzyme 2 (ACE2), the newest member of the renin angiotensin
system (RAS), is a zinc metallopeptidase that plays a central role in the control of angiotensin
peptides."* ACE2 has direct effects on cardiac function,® and is expressed predominantly in
vascular endothelial cells of the heart and the kidneys.? It has been reported that ACE2 might
protect kidneys in early stages of diabetes.” In addition to its role in the regulation of hypertension,
ACE2 is a functional receptor for coronavirus that causes severe acute respiratory syndrome
(SARS).” ACE2 is considered an important therapeutic target for controlling cardiovascular
diseases, kidney disease and severe acute respiratory syndrome (SARS) outbreaks.

The SensoLyte® 390 ACE2 Activity Assay Kit provides a convenient assay for high
throughput screening of ACE2 inhibitors and inducers and for continuous assay of ACE2 activity
using Mca/Dnp fluorescence resonance energy transfer (FRET) peptide. In the FRET peptide the
fluorescence of Mca is quenched by Dnp. Upon cleavage into two separate fragments by the
enzyme, the fluorescence of Mca is recovered, and can be monitored at excitation/emission = 330
nm /390 nm. The assay can detect the activity of subnanogram level of ACE2. Assays are
performed in a convenient 96-well microplate format.

Protocol

Note 1: For standard curve, please refer to Appendix Il (optional).
Note 2: Please use Protocol A or B based on your needs.

Protocol A. Screening ACE2 inhibitors using purified enzyme.

1. Prepare working solutions.
Note: Warm all kit components until thawed to room temperature before starting the experiments.
1.1 ACE2 substrate solution: Dilute ACE2 substrate (Component A) 1:100 in assay buffer
(Component C). For each experiment prepare fresh substrate solution.

Table 1. ACE2 substrate solution for one 96-well plate (100 assays)

Components Volume
ACE2 substrate (100X, Component A) 10 uL
Assay buffer (Component C) 0.99 mL
Total volume 1 mL

1.2 ACEZ2 diluent: Dilute enzyme to an appropriate concentration in assay buffer (Component
C).

1.3 ACEZ2 inhibitor (DX600): Dilute 100 uM inhibitor solution (Component D) to 1 uM in
assay buffer (Component C). Add 10 pl of the 1 uM inhibitor solution into each of the
inhibitor control well of a 96-well plate.

2. Set up the enzymatic reaction.
2.1 Add test compounds and diluted enzyme solution to the microplate wells. For one well of

96-well plate, the suggested volume of enzyme solution is 40 uL and 10 pL of test
compound.

=
w

2.2 Simultaneously establish the following control wells, as deemed necessary:
» Positive control contains ACE2 enzyme without test compound.

> Inhibitor control contains ACE2 enzyme and a known ACEZ2 inhibitor.
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» Vehicle control contains ACE2 enzyme and vehicle used in delivering test compound
(e.g. DMSO, concentration not to exceed 1%).

» Test compound control contains assay buffer (Component C) and test compound.

» Substrate control contains assay buffer (Component C).

2.3 Using the assay buffer (Component C), bring the total volume of all controls to 50 uL.

2.4 Optional: Pre-incubate the plate for 10 min. at assay temperature. Any temperature (the
assay temperature) from room temperature to 37°C may be used, as long as the subsequent
incubations are performed at the same temperature.

Run the enzymatic reaction.

3.1 Add 50 puL of ACE2 substrate solution into each well. For best accuracy, it is advisable to
have the ACE2 substrate solution equilibrated to the assay temperature. Mix the reagents
completely by shaking the plate gently for 30 sec.

3.2 Measure fluorescence signal:

e For Kinetic reading: Immediately start measuring fluorescence intensity at
Ex/Em=330 nm/390 nm continuously and record data every 5 min. for 30 min.

e For end-point reading: Incubate the reaction for 30 min. Keep plate from direct light.
Optional: Add 50 pL of stop solution (Component E) to each well. Mix the reagents
and measure fluorescence intensity at EX/Em=330 nm/390 nm.

3.3 For methods of data analysis: Refer to Appendix I.
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Figure 1. DX600 inhibition of ACE2 activity measured with SensoLyte® 390 ACE2 Activity Assay Kit.
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Protocol B. Measuring ACE2 activity in biological samples.

1. Prepare ACE2 containing biological samples.
1.1 Prepare cell lysates:
e Wash cells with PBS.

e Add an appropriate amount of assay buffer (Component C) containing 0.1% (v/v)
Triton-X 100 to cells or cell pellet. Collect the cell suspension in a microcentrifuge
tube.

e Incubate the cell suspension at 4°C for 10 minutes.

e Centrifuge the cell suspension for 10 minutes at 20,000X g, 4°C. Collect the
supernatant and store at -70°C until use.

1.2 Prepare tissue samples:

e Homogenize tissue samples in assay buffer (Component C).
e Incubate for 15 min. at 4°C.
e Centrifuge for 10 min. at 20,000xg at 4°C and collect the supernatant. Store at -70°C
until use.
Note 1: Triton-X 100 and PBS are not provided.

2. Prepare working solutions.
Note: Warm all kit components until thawed to room temperature before starting the experiments.

2.1 ACEZ2 substrate solution: Dilute ACE2 substrate (Component A) 1:100 in assay buffer
(Component C). For each experiment prepare fresh substrate solution.

Table 1. ACE2 substrate solution for one 96-well plate (100 assays)

Components Volume
ACE2 substrate (100X, Component A) 50 uL
Assay buffer (Component C) 4.95 mL
Total volume 5mL

2.2 ACEZ2 diluent: If purified ACEZ2 is used as a positive control, then dilute the enzyme to an
appropriate concentration in assay buffer (Component C).

3. Set up enzymatic reaction.
3.1 Add 50 uL of ACE2 containing biological sample.
3.2 Simultaneously set up the following control wells, as deemed necessary:

> Positive control contains purified active ACE2.

» Substrate control contains assay buffer.

3.3 Using the assay buffer (Component C), bring the total volume of all controls to 50 uL.
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3.3 Optional: Pre-incubate the plate for 10 min. at assay temperature. Any temperature (the
assay temperature) from room temperature to 37°C may be used, as long as the subsequent
incubations are performed at the same temperature.

Run the enzymatic reaction.

4.1 Add50 uL of ACE2 substrate solution into each well. For best accuracy, it is advisable to
have the ACE2 substrate solution equilibrated to the assay temperature. Mix the reagents
completely by shaking the plate gently for 30 sec.

4.2 Measure fluorescence signal:

e For Kinetic reading: Immediately start measuring fluorescence intensity at
ExX/Em=330 nm/390 nm continuously and record data every 5 min. for 30 min.

e For end-point reading: Incubate the reaction for 30 min. Keep plate from direct light.
Optional: Add 50 puL of stop solution (Component E) to each well. Mix the reagents
and measure fluorescence intensity at EX/Em=330 nm/390 nm.

4.3 For methods of data analysis: Refer to Appendix I.
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Appendix |. Data Analysis

The fluorescence reading from the substrate control well is used as the background
fluorescence. This background reading should be subtracted from the readings of the other
wells containing substrate. All fluorescence readings are expressed in relative fluorescence
units (RFU).

For Kkinetics analysis:

> Plot data as RFU versus time for each sample. To convert RFUs to the concentration of
the product of the enzymatic reaction, please refer to Appendix Il for establishing a
fluorescence reference standard.

» Determine the range of initial time points during which the reaction is linear. Typically,
the first 10-15% of the reaction will be the optimal range.

» Obtain the initial reaction velocity (V,) in RFU/min by determining the slope of the
linear portion of the data plot.

» A variety of data analyses can be done, e.g., determining inhibition %, ECsq 1Cso, K,
Ki, etc.

For endpoint analysis:
> Plot data as RFU versus concentration of test compounds.
> A variety of data analyses can be done, e.g., determining inhibition %, ECs, 1Cs, etc.

Appendix Il. Instrument Calibration

Mca fluorescence reference standard: Dilute 1 mM Mca (Component B) to 10 uM in assay
buffer (Component C). Do 2-fold serial dilutions to get concentrations of 5, 2.5, 1.2, 0.6, 0.3,
0.15 uM, include an assay buffer blank. Add 50 uL/well of these serially diluted Mca
reference solutions.

Add 50 pL/well of the diluted ACE2 substrate solution (refer to Protocol A, step 1.1 for
preparation).
Note: The ACE2 substrate solution is added to the Mca reference standard to correct the absorptive quenching

by the FRET peptide. If multiple concentrations of substrate are used, this step must be performed for each
concentration.

Plot the Mca fluorescent reference standard curve as RFU (relative fluorescent units) versus
concentration as shown in Figure 2.

The final concentrations of Mca reference standard are 5, 2.5, 1.25, 0.6, 0.3, 0.15, 0.075, and
0 uM. This reference standard is used to calibrate the variation of different instruments and
different experiments. It is also an indicator of the amount of final product of the enzymatic
reaction.
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Figure 2. Mca reference standard, Mca was serially diluted in assay buffer containing substrate, and the
fluorescence recorded at ExJEm=330 nm/ 390 nm. (Flexstation 38411, Molecular Devices)
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[NpeBoa OT aHrNMNCKN e31K

JNloro Ha AnaSpec

SensolLytee@ 390 ACE2 Activity Assay Kit
*Fluorimetric*

KaTtanoxeH Ne 72086
Ob6eMm Ha KuTta 100 anHanu3a B 96-AMKOBa nnaka
N3nbrHeHue: To3u KUT € oNTUMU3npaH 3a goka3BaHe Ha eH3MMHa akTuBHocT Ha ACE2

Enhanced MpenoctaBeHnu ca peaktmeun 3a 100 Tecta B 96-amkoB doopmaTt

Value:

Bucoka Llenusa npouec moxe ga ce n3sbplum 3a 1 yac

ckopocm

Assured MpenocTtaBeHn ca noapobeH npotokon n pedepeHumm

Reliability:

CbcTaB Ha KuTa

KomnoHeHT OnucaHue KonuyectBo

KomnoHeHT A Mca/Dnp, ACE2 substrate, EXEm=330 nm/390 nm npwu 5 mM, 50 uL
pasrpaxgaHe

KomnoHeHT B Mca, pedhepeHTeH cTaHgapT 3a doriyopecLeHums, 1 mM, 10 uL
Ex/Em=330/390 nm

KomnoHeHT C  Bydhep 3a aHanus 20 mL

KomnoHeHT D NHxunbutop Ha ACE2 100 uM, 10 pL

KomnoHeHT E Ctonupauy, pa3teop 10 mL

CbxpaHeHue n paboTa

CobxpaHsiBanTe BCUYKM KOMIMOHEHTU Ha KNTa, C u3kntoveHne Ha KomnoHeHT C, npu -20°C.
[MaseTe KomnoHeHTN A 1 B oT cBeTnuHa nnmn Bnara

3a ygobceto, KomnoHeHTn C n E MoXe fa ce cbxpaHsaBaT Ha cTavHa Temneparypa
Introduction

MpoTokon

1. MNogroToBka Ha 6MONOrMYHK NpooduU, cbabpxKawm HenpmunusmH

1.1. lNogroTtoBKa Ha KNETbYHN EKCTPAKTU:

o WM3amunte knetkute ¢ PBS

e [lob6aBeTe noaxoasLLo konnyecTso oT bydepa 3a aHanua (Kommonent C) cpawvpixait 0.1% (v/v)

Triton-X 100 kbM KJIETKUTE WK yTaiikaTa oT KieTKu. ChOepeTe KieThYHaTa CYCIIeH3HS B

MUKPOIIEHTPO]YKHA eTIPYyBETKA.

e HukyOupaiite kinerpuHata cycnensus Ha 4°C 3a 10 MuH.

o LleHTpodbyrmpanTte Ha 20000x g 3a 10 MuH Ha 4°C. CvbepeTe cynepHaTaHTaTa u CbxpaHeTe Ha -
70°C po ynotpeba

1.2. MNoaroTtoBka Ha TbKaHHW EKCTPaKTU:

e XomoreHusunpamnTe TbkaHuTe B Bydep 3a aHanu3 (KomnoHeHT C)

e WHkybupawTe 3a 15 MuH Ha 4°C

e LleHtpodyruparite Ha 20000x g 3a 10 muH Ha 4°C n cbbepeTte cynepHataHTaTa. CbxpaHaBanTe
Ha -70°C go ynotpeba

2. NoprotoBka Ha paboTHU pa3TBOpMU:
2.1. ACE2 cybcTpateH pasTtBop: Paspenete ACE2 cybeTpaTa (KomnoHeHT A) 100-nbTh B Gydep 3a
aHanu3 (KomnoHeHT C). 3a BCEKM eKCnepuMeHT NpUroTBANTE CBEX pa3TBop



Tabnuua 1. ACE2 cybectpaTteH pa3teop 3a egHa 96-simkoBa nnaka (100 aHanu3aa)

KoMnoHeHTH O6em
ACE2 cy6cTpat (100X, KomnoHeHT A) 50 uL
Bydep 3a aHanua (KomnoHeHT C) 4.950 mL
Oo6Lw, obem 5mL

2.2. ACE2 paspeguten: Ako ce msnonssa npeuncteH ACE2 kaTo nonoxuTtenHa KOHTpona, Toraea
pa3TBOpPETE EH3MMa [0 noaxodsiua KoHueHTpauus B Oydep 3a aHanuns (KomnoHeHT C)

3. NMoaroToBKa Ha eH3UMHaTa peakuus

3.1. NobaeeTe 50 uL npoba, cbabpxaila ACE2

3.2. 3anoxeTe cnegHUTE KOHTPONU:

o [lonoxutenHa KOHTpona, cbabpXalla npeymcteH aktuseH ACE2

e CybcTpaTHa KOHTpona, CbabpKala AeNoHn3paHa Boga

3.3. foBeneTe Bcu4kmn koHTponu Ao 50 uL ¢ 6ydep 3a aHanus

3.4. Onuus: MNMpenHkybunpanTe nnakata 3a 10 MyWH. Npy TemnepaTtypa 3a aHanu3

4. CtapTMpaHe Ha eH3MMHaTa peakuus

4.1. lobaeeTte 50 UL ot cybcTpaTHusa pasteop Ha ACE2 BB BCska siMka. 3a no gobpa TOYHOCT, e

Heobxoanmo ga pasnonarate cbc ACE2 cyGeTpaTteH pasTBop ekBunmnbpupaH oo Temneparypara Ha

aHanus. CmeceTe peaktmsute BHUMaTenHo 3a 30 cek.

4.2 NlamepBaHe Ha GryopecueHTHUS curHan.

e 3a KuHETMYHO un3MepBaHe: Hes3abaBHO 3anoyHeTe W3MepBaHETO Ha NyopecUeHTHUS
nHTeH3uTeT npu EX’Em=330 nm/390 nm MOCTOAHHO M 3anucBanTe AaHHUTE Ha BCEKM 5 MUH B
pamknte Ha 30 MUH.

e 3a KpanHO uamepBaHe: MHKyOupanTe Ha cTamHa Temnepartypa Ha TbMHO oT 30 muH. [NaseTte
nnakarta oT cBeTnuHa. Pasbbpkante peakTnBuTe U namepete MHTEH3UTETa Ha rnyopecueHums
npu EX’Em=330 nm/390 nm.
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Introduction
Intended Use

For quantitative detection of human MMP-2 in cell culture supernates, serum and plasma (heparin).

Background

Type IV collagenase, 72-kD, is officially designated matrix metalloproteinase-2 (MMP2). It is also known as
gelatinase, 72-kD. MMP-2 plays an essential role in angiogenesis and arteriogenesis, two processes critical to
restoration of tissue perfusion after ischemia. MMP-2 expression is increased in tissue ischemia, but the
responsible mechanisms remain unknown." Matrix metalloproteinases (MMPs) catalyze extracellular matrix
degradation. Control of their activity is a promising target for therapy of diseases characterized by abnormal
connective tissue turnover. MMPs are expressed as latent proenzymes that are activated by proteolytic
cleavage that triggers a conformational change in the propeptide (cysteine switch). The structure of proMMP-2
reveals how the propeptide shields the catalytic cleft and that the cysteine switch may operate through
cleavage of loops essential for propeptide stability.2 The gene is localized to 16g21 using somatic cell hybrids
and in situ hybridization.3 The standard product used in this kit is recombinant human MMP-2, consisting of
631 amino acids with the molecular mass of 71 KDa. The detected MMP-2 includes zymogen and active

enzyme.

Principle of the Assay

The MMP2 (Human) ELISA Kit was based on standard sandwich enzyme-linked immune-sorbent assay
technology. A monoclonal antibody from mouse specific for MMP-2 has been precoated onto 96-well plates.
Standards (NSO, A30-C660) and test samples are added to the wells, a biotinylated detection polyclonal
antibody from goat specific for MMP-2 is added subsequently and then followed by washing with PBS or TBS
buffer. Avidin-Biotin-Peroxidase Complex was added and unbound conjugates were washed away with PBS or
TBS buffer. HRP substrate TMB was used to visualize HRP enzymatic reaction. TMB was catalyzed by HRP to
produce a blue color product that changed into yellow after adding acidic stop solution. The density of yellow is

proportional to the human MMP-2 amount of sample captured in plate.
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General Information

Materials Supplied

List of component

Component Amount

One 96-well plate precoated with anti- human MMP-2 antibody. 96 (8x12) wells
Lyophilized recombinant human MMP-2 standard 10 ng/tube x 2
Biotinylated anti- human MMP-2 antibody, dilution 1:100 130 pl
Avidin-Biotin-Peroxidase Complex (ABC), dilution 1:100 130 pl

Sample diluent buffer 30 mi

Antibody diluent buffer 12 ml

ABC diluent buffer 12 ml

TMB color developing agent 10 ml

TMB stop solution 10 ml

Storage Instruction

Store at 4°C for 6 months, at -20°C for 12 months. Avoid multiple freeze-thaw cycles.

Materials Required but Not Supplied

\

Microplate reader in standard size.

Automated plate washer.

Adjustable pipettes and pipette tips. Multichannel pipettes are recommended in the condition of large
amount of samples in the detection.

Clean tubes and Eppendorf tubes.

Washing buffer (neutral PBS or TBS).

Preparation of 0.01 M TBS:

Add 1.2 g Tris, 8.5 g NaCl; 450 ul of purified acetic acid or 700 pl of concentrated hydrochloric acid to
1000 ml H,O and adjust pH to 7.2-7.6. Finally, adjust the total volume to 1 L.

Preparation of 0.01 M PBS:

Add 8.5 g sodium chloride, 1.4 g Na,HPO, and 0.2 g NaH,PO, to 1000ml distilled water and adjust pH to
7.2-7.6. Finally, adjust the total volume to 1 L.
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Precautions for Use

AN N N N NN

To inspect the validity of experiment operation and the appropriateness of sample dilution proportion, pilot
experiment using standards and a small number of samples is recommended.

The TMB Color Developing agent is colorless and transparent before using, contact us freely if it is not
the case.

Before using the Kit, spin tubes and bring down all components to the bottom of tubes.

Duplicate well assay is recommended for both standard and sample testing.

Don'’t let 96-well plate dry, for dry plate will inactivate active components on plate.

Don'’t reuse tips and tubes to avoid cross contamination.

To avoid to use the reagents from different batches together.

In order to avoid marginal effect of plate incubation due to temperature difference (reaction may be
stronger in the marginal wells), it is suggested that the diluted ABC and TMB solution will be pre-warmed

in 37°C for 30 min before using.
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Assay Protocol

Reagent Preparation

v" Reconstitution of the human MMP-2 standard: MMP-2 standard solution should be prepared no more
than 2 hours prior to the experiment. Two tubes of MMP-2 standard (10 ng per tube) are included in each
kit. Use one tube for each experiment.

o 10,000 pg/ml of human MMP-2 standard solution: Add 1 ml sample diluent buffer into one tube,
keep the tube at room temperature for 10 min and mix thoroughly.

o 5000 pg/ml—156 pg/ml of human MMP-2 standard solutions: Label 6 Eppendorf tubes with 5000
pg/ml, 2500 pg/ml, 1250 pg/ml, 625 pg/ml, 312 pg/ml, 156 pg/ml, respectively. Aliquot 0.3 ml of the
sample diluent buffer into each tube. Add 0.3 ml of the above 10,000 pg/ml MMP-2 standard
solution into 1st tube and mix. Transfer 0.3 ml from 1st tube to 2nd tube and mix. Transfer 0.3 ml
from 2nd tube to 3rd tube and mix, and so on.

Note: The standard solutions are best used within 2 hours. The 10 ng/ml standard solution may be stored

at 4°C for up to 12 hours, or at -20°C for up to 48 hours. Avoid repeated freeze-thaw cycles.

v" Preparation of biotinylated anti-human MMP-2 antibody working solution: The solution should be
prepared no more than 2 hours prior to the experiment.
. The total volume should be: 0.1 ml/well x (the number of wells). (Allowing 0.1-0.2 ml more than total
volume)
. Biotinylated anti-human MMP-2 antibody should be diluted in 1:100 with the antibody diluent buffer
and mixed thoroughly. (i.e. Add 1 ul Biotinylated anti-human MMP-2 antibody to 99 pl antibody
diluent buffer.)

v' Preparation of Avidin-Biotin-Peroxidase Complex (ABC) working solution: The solution should be
prepared no more than 1 hour prior to the experiment.
o The total volume should be: 0.1 ml/well x (the number of wells). (Allowing 0.1-0.2 ml more than total
volume)
o Avidin- Biotin-Peroxidase Complex (ABC) should be diluted in 1:100 with the ABC dilution buffer
and mixed thoroughly. (i.e. Add 1 yl ABC to 99 ul ABC diluent buffer.)

Sample Preparation

v' Sample Preparation and Storage
Store samples to be assayed within 24 hours at 2-8°C. For long-term storage, aliquot and freeze samples
at -20°C. Avoid repeated freeze-thaw cycles.

. Cell culture supernate: Remove particulates by centrifugation, assay immediately or aliquot and store

samples at -20°C.
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. Serum: Allow the serum to clot in a serum separator tube (about 4 hours) at room temperature.
Centrifuge at approximately 1000 X g for 15 min. Analyze the serum immediately or aliquot and store
samples at -20°C.

o Plasma: Collect plasma using heparin or EDTA as an anticoagulant. Centrifuge for 15 min at 1500 x g

within 30 min of collection. Analyze immediately or aliquot and store samples at -20°C.

v" Sample Dilution Guideline

The user needs to estimate the concentration of the target protein in the sample and select a proper dilution

factor so that the diluted target protein concentration falls near the middle of the linear regime in the standard

curve. Dilute the sample using the provided diluent buffer. The following is a guideline for sample dilution.

Several trials may be necessary in practice. The sample must be well mixed with the diluents buffer.

o High target protein concentration (100-1000 ng/ml). The working dilution is 1:100. i.e. Add 1 pl sample
into 99 pl sample diluent buffer.

. Medium target protein concentration (10-100 ng/ml). The working dilution is 1:10. i.e. Add 10 uyl sample
into 90 pl sample diluent buffer.

. Low target protein concentration (156-10,000 pg/ml). The working dilution is 1:2. i.e. Add 50 ul sample to
50 ul sample diluent buffer.

. Very Low target protein concentration (<156 pg/ml). No dilution necessary, or the working dilution is 1:2.

Assay Procedure

The ABC working solution and TMB color developing agent must be kept warm at 37°C for 30 min before use.

When diluting samples and reagents, they must be mixed completely and evenly. Standard MMP-2 detection

curve should be prepared for each experiment. The user will decide sample dilution fold by crude estimation of

MMP-2 amount in samples.

1. Aliquot 0.1 ml per well of the 10,000 pg/ml, 5000 pg/ml, 2500 pg/ml, 1250 pg/ml, 625 pg/ml, 312 pg/mli,
156 pg/ml human MMP-2 standard solutions into the precoated 96-well plate. Add 0.1 ml of the sample
diluent buffer into the control well (Zero well). Add 0.1 ml of each properly diluted sample of human cell
culture supernatants, serum or plasma (heparin) to each empty well. See “Sample Dilution Guideline”
above for details. It is recommended that each human MMP-2 standard solution and each sample is
measured in duplicate.

Seal the plate with the cover and incubate at 37°C for 90 min.

3. Remove the cover, discard plate content, and blot the plate onto paper towels or other absorbent material.
Do NOT let the wells completely dry at any time.

4.  Add 0.1 ml of biotinylated anti-human MMP-2 antibody working solution into each well and incubate the
plate at 37°C for 60 min.

5.  Wash the plate 3 times with 0.01 M TBS or 0.01 M PBS, and each time let washing buffer stay in the wells

for 1 min. Discard the washing buffer and blot the plate onto paper towels or other absorbent material.
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(Plate Washing Method: Discard the solution in the plate without touching the side walls. Blot the plate
onto paper towels or other absorbent material. Soak each well with at least 0.3 ml PBS or TBS buffer for
1~2 minutes. Repeat this process two additional times for a total of THREE washes. Note: For automated
washing, aspirate all wells and wash THREE times with PBS or TBS buffer, overfilling wells with PBS or
TBS buffer. Blot the plate onto paper towels or other absorbent material.)

Add 0.1 ml of prepared ABC working solution into each well and incubate the plate at 37°C for 30 min.
Wash plate 5 times with 0.01 M TBS or 0.01 M PBS, and each time let washing buffer stay in the wells for
1-2 min. Discard the washing buffer and blot the plate onto paper towels or other absorbent material.
(See Step 5 for plate washing method.)

Add 90 pl of prepared TMB color developing agent into each well and incubate plate at 37°C in dark for
20-25 min (Note: It is for reference only, the optimal incubation time should be determined by end user.
And the shades of blue can be seen in the wells with the four most concentrated human MMP-2 standard
solutions; the other wells show no obvious color).

Add 0.1 ml of prepared TMB stop solution into each well. The color changes into yellow immediately.

Read the O.D. absorbance at 450 nm in a microplate reader within 30 min after adding the stop solution.

Summary

Add samples and standards and incubate the plate at 37°C for 90 min. Do not wash.

Add biotinylated antibodies and incubate the plate at 37°C for 60 min. Wash plate 3 times with 0.01 M
TBS.

Add ABC working solution and incubate the plate at 37°C for 30 min. Wash plate 5 times with 0.01 M
TBS.

Add TMB color developing agent and incubate the plate at 37°C in dark for 20-25 min.

Add TMB stop solution and read.
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Data Analysis

Calculation of Results

For calculation, (the relative O.D.450) = (the O.D.45 of each well) — (the O.D.45 of Zero well). The standard
curve can be plotted as the relative O.D.45, of each standard solution (Y) vs. the respective concentration of
the standard solution (X). The human MMP-2 concentration of the samples can be interpolated from the
standard curve.

Note: if the samples measured were diluted, multiply the dilution factor to the concentrations from interpolation

to obtain the concentration before dilution.

v" Typical result
Typical Data Obtained from MMP2 (Human) ELISA Kit
(TMB reaction incubate at 37°C for 20 min)

Concentration (pg/ml) 0.0 156 312 625 1250 2500 5000 10,000

O.D. 0.132 | 0.155 | 0.202 | 0.280 | 0.446 | 0.835 | 1.586 2.491

Performance Characteristics

v" Range
156 pg/mi-10,000 pg/mi

v’ Sensitivity
<10 pg/mi

v' Specificity

Natural and recombinant human total MMP-2

v' Cross-reactivity

No detectable cross-reactivity with other relevant proteins.
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Yosemiku MMP-2 ELISA kut 32 96 Tecra

KoMnoHneHTH HAa KHTA:

Component Amount

One 96-well plate precoated with anti- human MMP-2 antibody. 96 (8x12) wells
Lyophilized recombinant human MMP-2 standard 10 ng/tube x 2
Biotinylated anti- human MMP-2 antibody, dilution 1:100 130 pl
Avidin-Biotin-Peroxidase Complex (ABC), dilution 1:100 130 pl

Sample diluent buffer 30 ml

Antibody diluent buffer 12 ml

ABC diluent buffer 12 ml

TMB color developing agent 10 ml

TMB stop solution 10 ml

HNucTpykium 3a cbXpaHeHue:

KutsT ce cvxpansaBa npu 4 °© C B mpoabbkeHue Ha 6 mecena nipu -20 °© C B mpoabibkeHue Ha 12
Mecena. M30srgalite MHOTOKpaTHH LIMKJIM Ha 3aMpa3siBaHe-pa3Mpas3siBaHe.

ITporokou 3a pagora:

1. PaztBapsine na MMP-2 crannapt yoBeka: MMP-2 crannapt pa3TBop TpsiOBa Ja ce MOoTy4yu He
nmoBeve oT 2 yaca npenu experiment. Two Tps6u Ha MMP-2 crannapt (10 Hr Ha TpBOa) ca
BKITIOYCHH BHB BCEKH KOMILIEKT. M3momn3Baiite enHa TphOa 3a BCEKU €KCIIEPUMEHT

10000 pg / ma nra MMP-2 crannapr, pa3tBop Ha yoBemmku: Jlo6asere 1 mi mpoba
pazpenuren Oydep B eqHa TpbOa, IpHKTE TphOaTa NpH cTaifHa Temneparypa 3a 10 MuHyTH 1 ce
pa3OBpKBa cTapaTesHoO.

5000 pg /ma — 156 nr / miu Ha yoBemkuTe MMP-2 cTannapTHu pemieHus: eTukeT 6
Enennopd tpnbu ¢ 5000 pg / ma, 2500 PG / ma, 1250 PG / ma, 625 PG / mi, 312 PG / mi, 156
cTp / M, choTBeTHO. AnkBOTHA 0,3 Mt Tpoba Oydep 3a paspexane Ha Besika TphOa Ha. JJoO6aBu
0.3 M ot ropaus 10,000 PG / M1 MMP-2 crannapT pa3TBOp B ITbpBaTa Tpbh0a U ce pa30obpKBa.
ITpexsbprere 0,3 M1 OT IbpBUSI TPHOA KbM BTOpa TpbOa U ce cmecBa. [Ipexsrvpnere 0,3 M oT
BTOpa TpH0a KbM TPETO TPHOA U C€ CMECBAT, U TaKa HaTaThK.

3abenexncrka: Cmanoapmuume pasmeopu ca u3non38anu Hau-0oopume ¢ pamxume Ha 2 waca. Om
10 ne / ma cmanoapmen pasmeop modice oa ce cvxpansea npu 4 ° C 6 npodwvidicenue Ha 0o 12 yaca,



unu npu -20 ° C 6 npoodviscenue na 0o 48 uaca. /la ce uz6s26a MHO2OKpAMHO 3aMpa3saéaHe-
pazmpaszseane.

2. [lomyyaBane Ha OMOTUHUIIMPAH PabOTEH pa3TBOp aHTH-4yoBeIIKM MMP-2 anTutsiio: Pa3tBopbT
TpsiOBa J1a ce rmojyyar He rmoBeye OT 2 yaca Mpeau HayaJoTO Ha eKCIIEPUMEHTA.

OO6musaT obem TpsoBa 1a 6bae: 0.1 M / u x (Opoit Ha simku). (ITo3BonsBama 0,1-0,2 mi
MoBeYEe OT 001U 00eM)

buotnnunupan aatu-dyoBenku MMP-2 anTuTsuio TpsioBa ma ce paspexaa B 1: 100 ¢
paspenuten aHTUTsII0 Oydep u ce cmecsar g1o0pe.

3. IlonyyaBaHe Ha aBUIMH-OMOTHH-TIepoKcuiazeH komiuieke (ABC) paboren pa3tBop: Pa3tBopbT
TpsIOBa J1a ce MoJIy4ar He 1moBeye oT 1 yac npeau eKCriepruMeHTa.

OO6musT odeM TpsioBa 1a Obae: 0.1 Mt / 1 X (6poii Ha siMku). (I[TozBomnsBamia 0,1-0,2 mu
MOBEYE OT OOITUs 00eM)

Avidin- 6uotus-niepokcuaasex komruieke (ABC) tpsboBa na ce paspexna B 1: 100 ¢ Oydep
3a paspexaane ABC u ce cmecBar moope.

IToaroroBka u chXpaHuHUE HA NIpoduTe:
3anucanu npodu aa ObAaT U3CIeIBaHU B paMKHUTe Ha 24 yaca npu teMneparypa 2-8 ° C. 3a
IBJITOCPOYHO ChbXpaHEeHHE, ATMKBOHUTE U 3aMpassiBaHe Ha npoou npu -20 ° C. Jla ce uzbsraa
MHOTOKpPAaTHO 3aMpa3sBaHe-pa3MpassiBaHe.

Knerpuna kynrypa cynepnar: IIpemaxBaHe Ha yacTHIIM 4pe3 LEHTpoyrupaHe, aHaIu3 He3a0aBHO,
WIM aJJMKBOHUTE U ChXpaHsBar npoou npu -20 ° C.

Cepym: OcraBeTte cepyma ChbCHPEK B CEpyM cemaparop Tphoa (okoso 4 yaca) nmpu cTaiHa
temneparypa. Lleatpodyrupaiite npu npubnuszurenno 1000 x r 3a 15 munyTu. AHanuzupaiite
cepyma He3abaBHO WIH aJIUKBOHHUTE U ChXpaHsBar npoou npu -20 ° C.

[Tna3zma: CnOupaiite ma3zma c nomonira Ha xenaput i EDTA karto aHTUKOarynasr.
[lenTpodyrupaiite B mpoasmkenue Ha 15 munytu mipu 1500 x 1 B pamkute Ha 30 MUH Ha chOMpaHe.
AHanu3upaiite BeHara wiv aJuKBOHHUTE U ChXpaHsBar mpoou mnpu -20 °

Ilompeoumenam mpaodea 0a ce u3HUCIU KOHUECHMPAUUAMA HA UeleaUst RPOMEUH 6
npooama u uzbepeme nooxooau; Koepuyuenm na paspexcoane, maxka ue KOHYEeHmpayuama
paspesxcoa yeneeu npomeun nonada ¢ HAU30CM 00 UEHMbPA HA TUHEEH PEHCUM 8
cmanoapmuama Kpuea. Pazpedeme npodama c nomowyma na npedocmaegenus papeoumen
oygpep. Cneonomo e opuenmup 3a pazpexicoane Ha npovama. Hakonko npoyueanus mozam oa
0voam neooxooumu ¢ npakmuxama. Ilpo6ama mpabea oa 6voe 0odpe cmecen c dygepa
paszpeoumenu.

Tect nporoko:

Pabotnust pazrBop Ha ABC 1 TMB upsT pazpaboTBane areHT TpsiOBa Ja ce AbpKaT Ha
toruto tipu 37 © C, B mponbmkenne Ha 30 muHyTH nipean ynorpeoba. [1pu paspexxnane Ha mpodu u
peaxkTuBH, Te TPAOBa J1a ce CMecBa Ha'bJIHO U paBHOMepHO. CtannaptHa MMP-2 kpuBa oTKpHBaHe
TpsiOBa 1a ObJAT MOATOTBEHH 32 BCEKH KCIEPUMEHT. [1oTpeOUTEISIT 1m1e pemm KpaTHO pa3pekiaHe
Ha rpo0ara oT cypoB orieHka Ha MMP-2 cyma B mpobure.



1. AmukBotu 0.1 ml Ha simxa Ha 10,000pg / mut, 5000pg / M1, 2500pg / M, 1250pg / M, 625pg / mi,
312pg / mn, 156pg / M yoBemkun MMP-2standard pa3TBopu B peBapuTeIHO MOKPUTH 96-IMKOBa
mwiova. Jlo6asete 0,1 ml paspenuren Oydepa Ha mpobaTa B KOHTpoIia 1o6pe (Hymna 1oope).
Jlo6assiae Ha 0.1 ml ot Besika mpo6a Ha mpaBWIIHO paspexna humancell kyntypanHu cynepHaranTy,
cepyM orplasma (xenmapuH) 3a Bcsika rpa3zHa 1oope. Bikre "Hacoxku 3a paspexmpane Ha mpobara”
no-rope 3a details.It e recommendedthat Bcsiko yoBeniko MMP-2standard perenue u Besika mpo0a
ce M3MepBa B J[Ba €K3eMIUISIpa.

2. 3aneyaraiiTe mioya c Kamak 1 ce uHkyoupa npu 37 © C B npoxbkeHue Ha 90 MUHYTH.

3. MaxHeTe Kanaka, CbAbpKaHUETO U3XBbPIISHE IUI0Ya M U3JIMYH I1JI04aTa BbPXY XapTUEHU KbpIU
Wi Apyr abcopOupari Matepuain. He mo3BossBaiiTe Ha K1aJeHIIUTE HATBIHO CyXa, MO BCSIKO
BpEME.

4.J1o6asete 0.1 ml Ha OMOTMHUIIUPAHO aHTU-YOBELIKO paboTeH pa3TBop MMP-2antibody BbB Besika
sMKa U ce uHKyOupa mioua npu 37 © C B npoabkeHne Ha 60 MUHYTH.

5. U3mmuiite Tabena 3times ¢ 0.01M TBS wm 0,01 M PBS, u Bceku mbT, KOraTo BU II03BOJISIBAT
n3MuBaHe Oydep npebuBaBaHe B ssMkuTe 3a 1 min.Discard Oydepa 3a nmpoMuBaHe U MonuiiTe mioya
BBPXY XapTUEHU KbPIH WK IPYT abcopOupar Matepuar.

(Meton 3a MmueHe Ha rutakata: M3xBbpere pa3TBopa B YMHHUATA, 0€3 1a JOKOCBA CTPAaHUYHUTE
ctenu [lozacymasa modara BbpXy XapTUEHHU KbPIU WK JpyTru abcopOupaiu Marepuanu [loronere
BCSIKO THe3/10 ¢ Hai-manko 0,3 mu1 PBS nnm TBS Oydep 3a 1 ~ 2 munytu [loBropete To3u mporiec
nBa... . nombaHuTenHU hTH 3a 0010 THREEwashes 3abenexka: 3a aBToMaTu3npano n3MHUBaHe,
acniupupaiite Bcuuku knaaeHy u must THREEtimes ¢ PBS nnu TBS Gydep, npenbiBane Ha
amkute ¢ PBS unu TBS 6ydep BLOT miodara BbpXy XapTUEHU KbPIU WIH IpyTH abcopoupaiu
MaTepuaH)..

6 lo6aBu 0.1ml Ha rotoB paboten pa3rBop ABC BB BCsika sIMKa U ce HHKyOHpa Ha ruioya npu 37 °
C B npoxbmxenue Ha 30 MUHYTH.

7. Ilnoukara ce npomuBa 5 timeswith 0.01M TBS nnu 0.01 M PBS, u Bceku mbT 1a IpoOMUBEH
Oydep mpectoii B sMKUTE B pobkeHre Ha 1-2 min.Discard mpomusen Oydep u 6510t mioya
BBbPXY XapTUEHU KbPIH WK Ipyru abcopobupamiu Matepuaiu. (Buwx Crpnka 5 3a uioua meToa
W3MHUBaHE.)

8 Jlobasete 90 Mk moarorseny TMB 1BAT pa3paboTBaHe areHT BbB BCAKO F'HE3/I0 U C€ UHKYOUpa
rwioda ripu 37 ° Cin darkfor 20-25min (3abenexka:. Ts e camo 3a cipaBka, ONTUMAIHOTO BpeMeE 3a
UHKyOanus TpsA6Ba J1a ce onpeselis oT KpaHus MOTpeOUTeN U B HIOAHCH Ha CUHBOTO MOJXKE J1a Ce
BU/IU B SIMKUTE C YETHUPUTE Hail-KOHIIEHTpupaHu yosemku MMP-2standard permenust; npyrure
SMKHTE HE TIOKa3BaT OYEBUIHO LIBAT).

9. lo6aBsine Ha 0.1 ml rotoB cton TMB pa3TBop BBB Besika siMKa. L[BETHT ce MpOMeHs B KBJITO
BEJHAra.

10 ITpouerete O.D. abcopOuus nmpu 450 nm B yeTel] 3a MUKPOIUTAKU paMKuTe Ha 30 MUHYTH cliesl
no0aBsiHE Ha pa3TBOP 3a CIIUpPAHE.



O06001menue:

1. o6aBu npobu 1 cTaHnapTH U HHKyOupaiite roda mpu 37 © C B npoabkeHue Ha 90 MUHYTH.
He muiire.

2. lo6aBu OMOTHHUIMPAHU aHTUTeNa U MHKyOHUpaiiTe tuioua npu 37 © C B npoabikeHue Ha 60
MuHyTH. [Inoukara ce npomusa 3 metu ¢ 0.01 M TBS.

3. o6aBu paboten pazrBop ABC u nnky6upaiite mioda rpu 37 © C B mpogb/pkeHue Ha 30 MUHYTH.
ITnoukara ce npomusa 5 nmetu ¢ 0.01 M TBS.

4.J1o6aBere TMB uBsT pazpaboTrBaHe areHT U HHKyOupaiite ruioda npu 37 ° C Ha TbMHO 32 20-
25min.

5. Mo6asete cton paztBop TMB u oTuerere pesynrara.

Tunuynum pesyararu ot usnoassanero Ha MMP -2 ELISA kut

Concentration (pg/ml) 0.0 156 312 625 1250 2500 5000 10,000
O.D. 0.132 | 0.155 | 0.202 | 0.280 | 0.446 | 0.835 | 1.586 2491




PRODUCT INFORMATION & MANUAL

Human MMP-9
Platinum ELISA

BMS2016/2 and BMS2016/2TEN

Enzyme-linked Immunosorbent Assay for
qguantitative detection of human MMP-9.

For research use only.
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° eBioscience
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1. Intended Use

The human MMP-9 ELISA is an enzyme-linked immunosorbent assay
for the quantitative detection of human MMP-9. The human MMP-9
ELISA is for research use only. Not for diagnostic or therapeutic
procedures.

2. Summary

Matrix metalloproteinases (MMPs) form a family of enzymes with major
actions in the remodelling of extracellular matrix (ECM) components.
MMP-9, also called Gelatinase B, is the most complex family member in
terms of domain structure and regulation of its activity. MMP-9 activity is
under strict control at various levels: transcription of the gene by
cytokines and cellular interactions; activation of the pro-enzyme by a
cascade of enzymes comprising serine proteases and other MMPs; and
regulation by specific tissue inhibitors of MMPs (TIMPs) or unspecific
inhibitors. Further glycosylation has a limited effect on the net activity of
Gelatinase B and chemotactic factors are another level of control of
activity.

The main function of MMPs is degradation of the extracellular
physiologic function including wound healing, bone resorption and
mammary involution. MMPs also contribute to pathological conditions
such as rheumatoid arthritis, coronary artery disease and cancer. They
are thought to promote the growth of these tumor cells once they have
metastasized. MMP-9 plays an important role in tumor invasion,
angiogenesis and metastasis.

Increased levels of MMP-9 have been demonstrated in colorectal
cancer, in acute leukemia, breast cancer, human melanoma and bladder
cancer. MMP-9 potentiates pulmonary metastasis formation and glioma
invasion.

Apart from its function in tumor formation and spread, MMP-9 with its
destructive effects is in close association with lung diseases and
asthma.

Leukocyte recruitment to the central nervous system MMP-9 means an
involvement in the pathogenesis of multiple sclerosis. MMP-9 has a
crucial role in reproductive endocrinology and shows a changed
expression pattern after myocardial infarction.

For literature update refer to www.eBioscience.com

BMS2016/2 and BMS2016/2TEN human MMP-9



3. Principles of the Test

An anti-human MMP-9 coating antibody is
adsorbed onto microwells.

Human MMP-9 present in the sample or
standard binds to antibodies adsorbed to the
microwells. A biotin-conjugated anti-human
MMP-9 antibody is added and binds to human
MMP-9 captured by the first antibody.

Following incubation unbound biotin-
conjugated anti-human MMP-9 antibody is
removed during a wash step. Streptavidin-
HRP is added and binds to the biotin-
conjugated anti-human MMP-9 antibody.

Following incubation unbound Streptavidin-
HRP is removed during a wash step, and
substrate solution reactive with HRP is added
to the wells.

BMS2016/2 and BMS2016/2TEN human MMP-9
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A coloured product is formed in proportion to
the amount of human MMP-9 present in the
sample or standard. The reaction is
terminated by addition of acid and
absorbance is measured at 450 nm. A
standard curve is prepared from 7 human
MMP-9 standard dilutions and human MMP-9
sample concentration determined.

BMS2016/2 and BMS2016/2TEN human MMP-9

Figure 5

— o)
-]

N
b

0
%@

o

Reacte

Substrate



4. Reagents Provided
4.1 Reagents for human MMP-9 ELISA BMS2016/2 (96 tests)

1 aluminium pouch with a Microwell Plate coated with monoclonal
antibody to human MMP-9

1 vial (100 pl) Biotin-Conjugate anti-human MMP-9 polyclonal
antibody

1 vial (150 pl) Streptavidin-HRP

2 vials human MMP-9 Standard lyophilized, 30 ng/ml upon
reconstitution

1 vial (5 ml) Assay Buffer Concentrate 20x
(PBS with 1% Tween 20 and 10% BSA)

1 bottle (50 ml) Wash Buffer Concentrate 20x
(PBS with 1% Tween 20)

1 vial (15 ml) Substrate Solution (tetramethyl-benzidine)
1 vial (15 ml) Stop Solution (1M Phosphoric acid)

1 vial (0.4 ml) Blue-Dye

1 vial (0.4 ml) Green-Dye

1 vial (0.4 ml) Red-Dye

4 Adhesive Films

BMS2016/2 and BMS2016/2TEN human MMP-9
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4.2 Reagents for human MMP-9 ELISA BMS2016/2TEN
(10x96 tests)

10 aluminium pouches with a Microwell Plate coated with monoclonal
antibody to human MMP-9

10 vials (100 ul) Biotin-Conjugate anti-human MMP-9 polyclonal
antibody

10 vials (150 pl) Streptavidin-HRP

10 vials human MMP-9 Standard lyophilized, 30 ng/ml upon
reconstitution

5 vials (5 ml) Assay Buffer Concentrate 20x
(PBS with 1% Tween 20 and 10% BSA)

5 bottles (60 ml) Wash Buffer Concentrate 20x

10 vials (15 ml) Substrate Solution (tetramethyl-benzidine)
10 vials (15 ml) Stop Solution (1M Phosphoric acid)

6 vials (0.4 ml) Blue-Dye

6 vials (0.4 ml) Green-Dye

6 vials (0.4 ml) Red-Dye

20 Adhesive Films

BMS2016/2 and BMS2016/2TEN human MMP-9
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5. Storage Instructions — ELISA Kit

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

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

6. Specimen Collection and Storage Instructions

Cell culture supernatant, serum* and plasma (citrate, heparin) were
tested with this assay. Other biological samples might be suitable for
use in the assay. Remove serum or plasma from the clot or cells as
soon as possible after clotting and separation.

Pay attention to a possible “Hook Effect” due to high sample
concentrations (see chapter 11).

Samples containing a visible precipitate must be clarified prior to use in
the assay. Do not use grossly hemolyzed or lipemic specimens.

Samples should be aliquoted and must be stored frozen at -20°C to
avoid loss of bioactive human MMP-9. If samples are to be run within 24
hours, they may be stored at 2° to 8°C (for sample stability refer to
13.5).

Avoid repeated freeze-thaw cycles. Prior to assay, the frozen sample
should be brought to room temperature slowly and mixed gently.

* Pay attention to a possibly elevated serum level of human MMP-9 due
to MMP-9 release by platelets during platelet activation (sampling
process).

BMS2016/2 and BMS2016/2TEN human MMP-9
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7. Materials Required But Not Provided
— 5 mland 10 ml graduated pipettes

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

— 50 ul to 300 ul adjustable multichannel micropipette with disposable
tips

— Multichannel micropipette reservoir
— Beakers, flasks, cylinders necessary for preparation of reagents

— Device for delivery of wash solution (multichannel wash bottle or
automatic wash system)

— Microwell strip reader capable of reading at 450 nm (620 nm as
optional reference wave length)

— Glass-distilled or deionized water

— Statistical calculator with program to perform regression analysis

BMS2016/2 and BMS2016/2TEN human MMP-9
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8. Precautions for Use

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

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

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

Do not use kit reagents beyond expiration date on label.

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

Do not pipette by mouth.

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

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

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

Avoid contact of substrate solution with oxidizing agents and metal.
Avoid splashing or generation of aerosols.

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

Use clean, dedicated reagent trays for dispensing the conjugate and
substrate reagent.

BMS2016/2 and BMS2016/2TEN human MMP-9
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— Exposure to acid inactivates the conjugate.

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

— Substrate solution must be at room temperature prior to use.

— Decontaminate and dispose specimens and all potentially
contaminated materials as they could contain infectious agents. The
preferred method of decontamination is autoclaving for a minimum of
1 hour at 121.5°C.

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

BMS2016/2 and BMS2016/2TEN human MMP-9



12

9. Preparation of Reagents

Buffer Concentrates should be brought to room temperature and
should be diluted before starting the test procedure.

If crystals have formed in the Buffer Concentrates, warm them gently
until they have completely dissolved.

9.1. Wash Buffer (1x)

Pour entire contents (50 ml) of the Wash Buffer Concentrate (20x) into
a clean 1000 ml graduated cylinder. Bring to final volume of 1000 ml
with glass-distilled or deionized water. Mix gently to avoid foaming.

Transfer to a clean wash bottle and store at 2° to 25°C. Please note that
Wash Buffer (1x) is stable for 30 days.

Wash Buffer (1x) may also be prepared as needed according to the
following table:

Number of Strips  Wash Buffer Concentrate (20x) Distilled Water
(ml) (ml)
1-6 25 475
1-12 50 950

9.2. Assay Buffer (1x)

Pour the entire contents (5 ml) of the Assay Buffer Concentrate (20x)
into a clean 100 ml graduated cylinder. Bring to final volume of 100 ml
with distilled water. Mix gently to avoid foaming.

Store at 2° to 8°C. Please note that the Assay Buffer (1x) is stable for 30
days.

BMS2016/2 and BMS2016/2TEN human MMP-9
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Assay Buffer (1x) may also be prepared as needed according to the
following table:

Number of Strips Assay Buffer Concentrate (20x) Distilled Water
(ml) (ml)
1-6 2.5 47.5
1-12 5.0 95.0

9.3. Biotin-Conjugate

Please note that the Biotin-Conjugate should be used within 30
minutes after dilution.

Make a 1:100 dilution of the concentrated Biotin-Conjugate solution
with Assay Buffer (1x) in a clean plastic tube as needed according to the

following table:

Number of Strips Biotin-Conjugate Assay Buffer (1x)
(ml) (ml)
1-6 0.03 2.97
1-12 0.06 5.94

9.4. Streptavidin-HRP

Please note that the Streptavidin-HRP should be used within 30
minutes after dilution.

Make a 1:200 dilution of the concentrated Streptavidin-HRP solution
with Assay Buffer (1x) in a clean plastic tube as needed according to the

following table:

Number of Strips Streptavidin-HRP Assay Buffer (1x)
(ml) (ml)
1-6 0.03 5.97
1-12 0.06 11.94

BMS2016/2 and BMS2016/2TEN human MMP-9
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9.5. Human MMP-9 Standard

Reconstitute human MMP-9 Standard by addition of distilled water.
Reconstitution volume is stated on the label of the standard vial. Swirl or
mix gently to insure complete and homogeneous solubilization
(concentration of reconstituted standard = 30 ng/ml).

Allow the standard to reconstitute for 10-30 minutes. Mix well prior to
making dilutions.

After usage remaining standard cannot be stored and has to be
discarded.

Standard dilutions can be prepared directly on the microwell plate (see
10.d) or alternatively in tubes (see 9.4.1).

9.4.1. External Standard Dilution

Label 7 tubes, one for each standard point.
S1, S2, S8, S4, S5, S6, S7

Then prepare 1:2 serial dilutions for the standard curve as follows:
Pipette 225 ul of Assay Buffer (1x) into each tube.

Pipette 225 ul of reconstituted standard (concentration of standard =
30 ng/ml) into the first tube, labelled S1, and mix (concentration of
standard 1 = 15 ng/ml).

Pipette 225 ul of this dilution into the second tube, labelled S2, and mix
thoroughly before the next transfer.

Repeat serial dilutions 5 more times thus creating the points of the
standard curve (see Figure 6).

Assay Buffer (1x) serves as blank.

BMS2016/2 and BMS2016/2TEN human MMP-9
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Figure 6
Transfer 225 pl

N Y Y Y Y

-

S1 S2 S3 S4 - S7
Reconstituted Assay Buffer (1x) Discard
Human MMP-9 225 |l 225 pl

Standard

9.6. Addition of Colour-giving Reagents: Blue-Dye, Green-
Dye, Red-Dye

In order to help our customers to avoid any mistakes in pipetting the
Platinum ELISAs, eBioscience offers a tool that helps to monitor the
addition of even very small volumes of a solution to the reaction well by
giving distinctive colours to each step of the ELISA procedure.

This procedure is optional, does not in any way interfere with the test
results, and is designed to help the customer with the performance of the
test, but can also be omitted, just following the instruction booklet.

Alternatively, the dye solutions from the stocks provided (Blue-Dye,
Green-Dye, Red-Dye) can be added to the reagents according to the
following guidelines:

1. Diluent: Before standard and sample dilution add the Blue-
Dye at a dilution of 1:250 (see table below) to the
appropriate diluent (1x) according to the test
protocol. After addition of Blue-Dye, proceed
according to the instruction booklet.

5 ml Assay Buffer (1x) 20 pl Blue-Dye

12 ml Assay Buffer (1x) 48 pl Blue-Dye

50 ml Assay Buffer (1x) 200 pl Blue-Dye
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2. Biotin-Conjugate: Before dilution of the concentrated Biotin-
Conjugate, add the Green-Dye at a dilution of
1:100 (see table below) to theAssay Buffer (1x)
used for the final conjugate dilution. Proceed after
addition of Green-Dye according to the instruction
booklet: Preparation of Biotin-Conjugate.

3 ml Assay Buffer (1x) 30 ul Green-Dye

6 ml Assay Buffer (1x) 60 ul Green-Dye

12 ml Assay Buffer (1x) 120 pl Green-Dye

3. Streptavidin-HRP: Before dilution of the concentrated
Streptavidin-HRP, add the Red-Dye at a dilution of
1:250 (see table below) to the Assay Buffer (1x)
used for the final Streptavidin-HRP dilution.
Proceed after addition of Red-Dye according to
the instruction booklet: Preparation of Streptavidin-
HRP.

6 ml Assay Buffer (1x) 24 ul Red-Dye

12 ml Assay Buffer (1x) 48 ul Red-Dye

BMS2016/2 and BMS2016/2TEN human MMP-9
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10. Test Protocol

a. Samples from apparently healthy donors will not need external
predilution (see 13.7 Expected Values). For pathological samples
with expected higher values of MMP-9 predilute your samples 1:10 to
1:25 with Assay Buffer (1x) before starting with the test procedure
according to one of the following schemes:

1:10 dilution: 25 ul sample + 225 ul Assay Buffer (1x)
1:25 dilution: 10 pl sample + 240 ul Assay Buffer (1x)

b. Determine the number of microwell strips required to test the desired
number of samples plus appropriate number of wells needed for
running blanks and standards. Each sample, standard and blank
should be assayed in duplicate. Remove extra microwell strips from
holder and store in foil bag with the desiccant provided at 2°-8°C
sealed tightly.

c. Wash the microwell strips twice with approximately 400 ul Wash
Buffer per well with thorough aspiration of microwell contents
between washes. Allow the Wash Buffer to sit in the wells for about
10 — 15 seconds before aspiration. Take care not to scratch the
surface of the microwells.

After the last wash step, empty wells and tap microwell strips on
absorbent pad or paper towel to remove excess Wash Buffer. Use
the microwell strips immediately after washing. Alternatively
microwell strips can be placed upside down on a wet absorbent
paper for not longer than 15 minutes. Do not allow wells to dry.

d. Standard dilution on the microwell plate (Alternatively the
standard dilution can be prepared in tubes - see 9.4.1):
Add 100 pl of Assay Buffer (1x) in duplicate to all standard wells.
Pipette 100 ul of prepared standard (see Preparation of Standard
9.5, concentration = 30 ng/ml) in duplicate into well A1 and A2 (see
Table 1). Mix the contents of wells A1 and A2 by repeated aspiration
and ejection (concentration of standard 1, S1 = 15 ng/ml), and
transfer 100 ul to wells B1 and B2, respectively (see Figure 7). Take
care not to scratch the inner surface of the microwells. Continue this
procedure 5 times, creating two rows of human MMP-9 standard
dilutions ranging from 15.00 to 0.23 ng/ml. Discard 100 pl of the
contents from the last microwells (G1, G2) used.
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Figure 7

Transfer 100 pl

N Y Y Y Y

S1 S2 S3 s4 - S7
Reconstituted Assay Buffer (1x) Discard
Human MMP-9 100 pl 100 pl

Standard
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In case of an external standard dilution (see 9.4.1), pipette 100 pl
of these standard dilutions (S1 - S7) in the standard wells according
to Table 1.

Table 1
Table depicting an example of the arrangement of blanks, standards

and samples in the microwell strips:

1 2 3 4

A Standard 1 Standard 1 Sample 1 Sample 1
(15.0 ng/ml) (15.0 ng/ml)

B Standard 2 Standard 2 Sample 2 Sample 2
(7.5 ng/ml) (7.5 ng/ml)

C Standard 3 Standard 3 Sample 3 | Sample 3
(3.75 ng/ml) (3.75 ng/ml)

D Standard 4 Standard 4 Sample 4 Sample 4
(1.88 ng/ml) (1.88 ng/ml)

E Standard 5 Standard 5 Sample 5 | Sample 5
(0.94 ng/ml) (0.94 ng/ml)

F Standard 6 Standard 6 Sample 6 | Sample 6
(0.47 ng/ml) (0.47 ng/ml)

G Standard 7 Standard 7 Sample 7 | Sample 7
(0.23 ng/ml) (0.23 ng/ml)

H Blank Blank Sample 8 | Sample 8

BMS2016/2 and BMS2016/2TEN human MMP-9
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e. Add 100 pl of Assay Buffer (1x) in duplicate to the blank wells.

f. Add 90 pl of Assay Buffer (1x) to the sample wells.

g. Add 10 pl of each sample in duplicate to the sample wells.

h. Prepare Biotin-Conjugate (see Preparation of Biotin-Conjugate 9.3).
i. Add 50 ul of Biotin-Conjugate to all wells.

j.  Cover with an adhesive film and incubate at room temperature (18 to
25°C) for 2 hours, if available on a microplate shaker set at 400 rpm.

k. Prepare Streptavidin-HRP (refer to Preparation of Streptavidin-HRP
9.4).

|. Remove adhesive film and empty wells. Wash microwell strips 4
times according to point c. of the test protocol. Proceed immediately
to the next step.

m. Add 100 pl of diluted Streptavidin-HRP to all wells, including the
blank wells.

n. Cover with an adhesive film and incubate at room temperature
(18° to 25°C) for 1 hour, if available on a microplate shaker set at
400 rpm.

0. Remove adhesive film and empty wells. Wash microwell strips 4
times according to point c. of the test protocol. Proceed immediately
to the next step.

p. Pipette 100 ul of TMB Substrate Solution to all wells.

g. Incubate the microwell strips at room temperature (18° to 25°C) for
about 10 min. Avoid direct exposure to intense light.

The colour development on the plate should be monitored and
the substrate reaction stopped (see next point of this protocol)
before positive wells are no longer properly recordable.
Determination of the ideal time period for colour development
has to be done individually for each assay.
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It is recommended to add the stop solution when the highest
standard has developed a dark blue colour. Alternatively the colour
development can be monitored by the ELISA reader at 620 nm. The
substrate reaction should be stopped as soon as Standard 1 has
reached an OD of 0.9 — 0.95.

r. Stop the enzyme reaction by quickly pipetting 100 ul of Stop
Solution into each well. It is important that the Stop Solution is
spread quickly and uniformly throughout the microwells to completely
inactivate the enzyme. Results must be read immediately after the
Stop Solution is added or within one hour if the microwell strips are
stored at 2 - 8°C in the dark.

s. Read absorbance of each microwell on a spectro-photometer using
450 nm as the primary wave length (optionally 620 nm as the
reference wave length; 610 nm to 650 nm is acceptable). Blank the
plate reader according to the manufacturer's instructions by using the
blank wells. Determine the absorbance of both the samples and the
standards.

Note: In case of incubation without shaking the obtained O.D.
values may be lower than indicated below. Nevertheless the
results are still valid.
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11. Calculation of Results

Calculate the average absorbance values for each set of duplicate
standards and samples. Duplicates should be within 20 per cent of
the mean value.

Create a standard curve by plotting the mean absorbance for each
standard concentration on the ordinate against the human MMP-9
concentration on the abscissa. Draw a best fit curve through the
points of the graph (a 5-parameter curve fit is recommended).

To determine the concentration of circulating human MMP-9 for each
sample, first find the mean absorbance value on the ordinate and
extend a horizontal line to the standard curve. At the point of
intersection, extend a vertical line to the abscissa and read the
corresponding human MMP-9 concentration.

If instructions in this protocol have been followed samples have
been diluted 1:10 (10 pl sample + 90 ul Assay Buffer (1x)) on the
plate, the concentration read from the standard curve must be
multiplied by the final dilution factor (depending on the
predilution factor), for example:

Not prediluted samples: x 10

1:10 prediluted samples: x 100

1:25 prediluted samples: x 250

Calculation of samples with a concentration exceeding standard
1 will result in incorrect, low human MMP-9 levels (Hook Effect).
Such samples require further external predilution according to
expected human MMP-9 values with Assay Buffer (1x) in order
to precisely quantitate the actual human MMP-9 level.

It is suggested that each testing facility establishes a control sample
of known human MMP-9 concentration and runs this additional
control with each assay. If the values obtained are not within the
expected range of the control, the assay results may be invalid.

A representative standard curve is shown in Figure 8. This curve
cannot be used to derive test results. Each laboratory must prepare a
standard curve for each group of microwell strips assayed.
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Figure 8

Representative standard curve for human MMP-9 ELISA. Human MMP-
9 was diluted in serial 2-fold steps in Assay Buffer (1x). Do not use this
standard curve to derive test results. A standard curve must be run for
each group of microwell strips assayed.

10

Absorption 450 nm

0.1

0.01 T T
0.1 1 10 100

Concentration (ng/ml)
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Table 2

Typical data using the human MMP-9 ELISA
Measuring wavelength: 450 nm

Reference wavelength: 620 nm

Human
MMP-9 Mean

Concentration O.D. at O.D. at C.V.

Standard (ng/ml) 450 nm 450 nm (%)

1 15.00 2.69 2.72 1.2
2.76

2 7.50 1.81 1.88 3.9
1.95

3 3.75 1.01 1.06 3.7
1.10

4 1.88 0.51 0.54 4.9
0.57

5 0.94 0.26 0.28 4.7
0.29

6 0.47 0.15 0.15 0.1
0.15

7 0.23 0.09 0.10 3.2
0.10

Blank 0 0.04 0.04 14.3
0.03

The OD values of the standard curve may vary according to the
conditions of assay performance (e.g. operator, pipetting technique,
washing technique or temperature effects). Furthermore shelf life of the
kit may affect enzymatic activity and thus colour intensity. Values
measured are still valid.
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12. Limitations

— Since exact conditions may vary from assay to assay, a standard
curve must be established for every run.

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

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

— Improper or insufficient washing at any stage of the procedure will
result in either false positive or false negative results. Empty wells
completely before dispensing fresh wash solution, fill with Wash
Buffer as indicated for each wash cycle and do not allow wells to sit
uncovered or dry for extended periods.

— The use of radioimmunotherapy has significantly increased the
number of patients with human anti-mouse IgG antibodies (HAMA).
HAMA may interfere with assays utilizing murine monoclonal
antibodies leading to both false positive and false negative results.
Serum samples containing antibodies to murine immunoglobulins
can still be analysed in such assays when murine immunoglobulins
(serum, ascitic fluid, or monoclonal antibodies of irrelevant specificity)
are added to the sample.
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13. Performance Characteristics
13.1. Sensitivity

The limit of detection of human MMP-9 defined as the analyte
concentration resulting in an absorbance significantly higher than that of
the dilution medium (mean plus 2 standard deviations) was determined
to be 0.05 ng/ml (mean of 6 independent assays).

13.2. Reproducibility
13.2.1. Intra-assay

Reproducibility within the assay was evaluated in 4 independent
experiments. Each assay was carried out with 6 replicates of 7 serum
samples containing different concentrations of human MMP-9. 2
standard curves were run on each plate. Data below show the mean
human MMP-9 concentration and the coefficient of variation for each
sample (see Table 3). The calculated overall intra-assay coefficient of
variation was 7.3%.

BMS2016/2 and BMS2016/2TEN human MMP-9



27

Table 3
The mean human MMP-9 concentration and the coefficient of variation
for each sample

Mean Human
MMP-9 Coefficient of
Concentration Variation

Sample Experiment (ng/ml) (%)
1 1 1424.8 4.4
2 1314.8 1.3

3 1496.3 5.8

4 1517.1 2.6

2 1 1324.7 16.9
2 1231.5 17.5

3 1297.7 17.6

4 1412.3 16.9

3 1 105.1 5.5
2 101.7 6.2

3 103.8 5.0

4 130.2 7.7

4 1 1709.0 2.1
2 1747.7 3.2

3 1752.8 2.4

4 1889.9 8.2

5 1 94 .1 12.9
2 87.2 7.4

3 98.4 2.8

4 115.9 8.2

6 1 67.3 5.8
2 68.7 5.0

3 69.1 6.8

4 86.4 6.5

7 1 95.9 7.6
2 91.3 3.5

3 96.3 10.0

4 131.9 4.5
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13.2.2. Inter-assay

Assay to assay reproducibility within one laboratory was evaluated in 3
independent experiments. Each assay was carried out with 6 replicates
of 7 serum samples containing different concentrations of human
MMP-9. 2 standard curves were run on each plate. Data below show the
mean human MMP-9 concentration and the coefficient of variation
calculated on 18 determinations of each sample (see Table 4). The
calculated overall inter-assay coefficient of variation was 10.2%.

Table 4
The mean human MMP-9 concentration and the coefficient of variation
of each sample

Mean Human MMP-9 Coefficient of
Concentration Variation
Sample (ng/ml) (%)

1 1438.2 6.3
2 1316.5 5.7
3 110.2 12.2
4 1774.9 4.5
5 98.9 12.4
6 72.9 12.4
7 103.9 18.1

13.3. Spike Recovery

The spike recovery was evaluated by spiking 4 levels of human MMP-9
into serum. The amount of endogenous human MMP-9 in unspiked
serum was subtracted from the spike values.

Recoveries were determined in 2 independent experiments with 4
replicates each. The overall mean recovery was 103.1%

13.4. Dilution Parallelism

Serum samples with different levels of human MMP-9 were analysed at
serial 2 fold dilutions with 4 replicates each.

The recovery ranged from 103.2% to 114.0% with an overall recovery of
107.4% (see Table 5).
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Table 5
Recovery
Expected Observed of Expected
Human MMP-9 Human MMP-9 human MMP-9
Concentration Concentration Concentration
Sample  Dilution (ng/ml) (ng/ml) (%)
1 1:250 1419.0
1:500 709.5 809.1 114.0
1:1000 354.7 3721 104.9
1:2000 177.4 186.8 105.3
2 1:250 778.6
1:500 389.3 401.6 103.2
1:1000 194.6 207.7 106.7
1:2000 97.3 107.3 110.3

13.5. Sample Stability
13.5.1. Freeze-Thaw Stability

Aliquots of serum samples (spiked or unspiked) were stored at -20°C
and thawed 5 times, and the human MMP-9 levels determined. There
was no significant loss of human MMP-9 immunoreactivity detected by
freezing and thawing.

13.5.2. Storage Stability

Aliquots of serum samples (spiked or unspiked) were stored at -20°C, 2-
8°C, room temperature (RT) and at 37°C, and the human MMP-9 level
determined after 24 h. There was no significant loss of human MMP-9
immunoreactivity detected under above conditions.

13.6. Specificity

The cross reactivity and interference of circulating factors of the immune
system was evaluated by spiking these proteins at physiologically
relevant concentrations into a human MMP-9 positive sample.

There was no cross reactivity or interference detected.
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13.7. Expected Values

Serum as well as plasma samples from apparently healthy donors were
tested for human MMP-9. The detected human MMP-9 levels ranged
between 2.0 and 139.4 ng/ml for serum, between 9.6 and 87.3 ng/ml for
plasma (citrate) and between 9.5 and 80.2 ng/ml for plasma (heparin).
Elevated human MMP-9 levels depend on the type of immunological
disorder.
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North America
Technical Support:

Research Products:
888.810.6168
858.642.2058
tech@eBioscience.com

Clinical Products:
877.726.8559
858.642.2058
tech@eBioscience.com
Customer Service:

888.999.1371

858.642.2058

info@eBioscience.com
Fax:

858.642.2046
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Europe/international®

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

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

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

15.1. Wash Buffer (1x)
Add Wash Buffer Concentrate 20x (50 ml) to 950 ml distilled water.

Number of Strips  Wash Buffer Concentrate (ml) Distilled Water (ml)

1-6 25 475

1-12 50 950

15.2. Assay Buffer (1x)
Add Assay Buffer Concentrate 20x (5 ml) to 95 ml distilled water.

Number of Strips Assay Buffer Concentrate (ml) Distilled Water (ml)

1-6 2.5 47.5

1-12 5.0 95.0

15.3. Biotin-Conjugate
Make a 1:100 dilution of Biotin-Conjugate inAssay Buffer (1x):

Number of Strips Biotin-Conjugate (ml) Assay Buffer (1x) (ml)

1-6 0.03 2.97

1-12 0.06 5.94

15.4. Streptavidin-HRP
Make a 1:200 dilution of Streptavidin-HRP inAssay Buffer (1x):

Number of Strips Streptavidin-HRP (ml) Assay Buffer (1x) (ml)

1-6 0.03 5.97

1-12 0.06 11.94

15.5. Human MMP-9 Standard

Reconstitute lyophilized human MMP-9 standard with distilled water.
(Reconstitution volume is stated on the label of the standard vial.)
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16. Test Protocol Summary
Predilute pathological samples with Assay Buffer (1x) 1:10 — 1:25.
Samples from apparently healthy donors do not require predilution.
Determine the number of microwell strips required.
Wash microwell strips twice with Wash Buffer.
Standard dilution on the microwell plate: Add 100 ul Assay Buffer
(1x), in duplicate, to all standard wells. Pipette 100 ul prepared
standard into the first wells and create standard dilutions by
transferring 100 pl from well to well. Discard 100 pl from the last
wells.
Alternatively external standard dilution in tubes (see 9.4.1): Pipette
100 pl of these standard dilutions in the microwell strips.
Add 100 ul Assay Buffer (1x), in duplicate, to the blank wells.
Add 90 pl Assay Buffer (1x) to sample wells.
Add 10 pl sample in duplicate, to designated sample wells.
Prepare Biotin-Conjugate.
Add 50 pl Biotin-Conjugate to all wells.
Cover microwell strips and incubate 2 hours at room temperature
(18° to 25°C).
Prepare Streptavidin-HRP.
Empty and wash microwell strips 4 times with Wash Buffer.
Add 100 ul diluted Streptavidin-HRP to all wells.
Cover microwell strips and incubate 1 hour at room temperature
(18° to 25°C).
Empty and wash microwell strips 4 times with Wash Buffer.
Add 100 pl of TMB Substrate Solution to all wells.
Incubate the microwell strips for about 10 minutes at room
temperature (18° to 25°C).
Add 100 pl Stop Solution to all wells.
Blank microwell reader and measure colour intensity at 450 nm.

Note: If instructions in this protocol have been followed
samples have been diluted 1:10 (10 ul sample + 90 pyl Assay
Buffer (1x)) on the plate, the concentration read from the
standard curve must be multiplied by the final dilution factor
(depending on the predilution factor), for example:

Not prediluted samples: x 10

1:10 prediluted samples: x 100

1:25 prediluted samples: x 250
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IIpotoko
Human MMP-9 Platinum ELISA

1.1. PeareHTH BKJIIOYEHH B KUTA
1 Ilnaka, mokpuTa C aJlyMHHHEBAa ONAKOBKA, HATOBAapeHa ChC CHOTBETHOTO MOHOKJIOHAIHO
AHTUTSLIO.

1 Buaaxka (100 pl) Biotin-Conjugate anti-human MMP-9 monoclonal antibody

1 Buauka (150 pl) Streptavidin-HRP

2 Buaaxkun MMP-9 Standard nuodumusupanu, 200 ng/ml ciien pa3pexaane

1 Buasaxka (5 ml) Assay Buffer Concentrate 20x (PBS with 1% Tween 20 and 10% BSA)
1 Byruaka (50m) Wash Buffer Concentrate 20x (phosphate-buffered saline with 1% Tween 20)
1 Buaska (15m) Substrate Solution (tetramethyl-benzidine-TMB)

1 Buaaka (15vu) Stop Solution (1M Phosphoric acid)

1 Buanka (0,4 M) cuHbo Oarpuso

1 Buanxka (0,4 mur) 3eneHo 6arpuio

1 Buanka (0,4 mi) uepBeHO 6arpuio

4 Anxe3uBHu puiama

1.2 MHCcTpyKuMH 32 CbXpaHeHue
CwxpansBaiiTe KoMmrnoHeHTUTe Ha kuta Ha 2-8C.. Beanara cnen ymorpeba ocTtaHamuTte
peaxTHBH TpsiOBa /1a ObIAaT BBPHATH 33 CbXpaHEHHE NIPU OTOCISI3aHUTE TEMITEPATYPH.

1.3 CprOupane Ha npodute

CynepHaTaHTa OT KJI€ThYHA KylITypa, cepyM, masMa (EDTA, uurpar u xenapus) v ypuHa
ca TeCTBaHM C TO3U KUT. [{pyru OMOIOrHYHH MPOOH CHILO MOTAT Ja C€ OMPEICIISAT C TO3H TECT.

[Tpobu chabpkamy BUIUMA yTalika, TpsOBa Aa ObAAT MPELMIUTHPAHHU Mpeau ynorpeoda.
[Tpobute TpsiOBa ma ObIAT ChXpaHSIBaHU B 3aMpa3eHo cheTostHMe Ha -20C, 3a 1a ce m30erne 3aryda
Ha OnoaktuBHOCTTa HAa MMP-9 . A0 mpoOuTte ce pabotiT B pamkute Ha 24 yaca, Morar aa Obaar
chxpansBanu ot 2C no 8C. U3bsareaiite MukiIn Ha 3aMpb3sBaHe U pazmpassBaHe. [Ipeau TecTBaHe
3aMpa3eHara rnpoda, Tpsa0Ba Jia ce JoBeze 0 CTaliHa TeMIepaTypa, Upe3 BHUMATEIHO pa30bpKBaHe.

1.4.IlonroroBKka Ha peareHTUTE U NpodUTe

Buffer Concentrate TpsiOBa 1a Ob/1e JOBEIEH 10 CTaliHa TeMIIepaTypa Mpear 3alouYBaHe Ha
Tecta. AKo ca ce oOpasyBanu Kpuctaiau B OydepHaTta cpena, T TpsOBa aa Oblie 3aToIJIeHa JIEKO,
JIOKATO KPUCTAIUTE CE PA3TBOPAT HAITBIIHO.

IIpuroresine Ha Wash Buffer Concentrate 1x - M3cunere usuioto cbabpxkanue Ha Wash
Buffer Concentrate (50m.1) 20x B urict 1000 M1 rpagyupaH HWIMHABP U TOBEACTE 10 KpacH 00eM
1000 Mn ¢ yucTa AecTUIMpaHa WM AeloHu3upaHa Boja. Pa3ObpkaiiTe neko, 3a na ce u30ersHe
obpaszyBanetro Ha msHa. [IpexBwpriere B uucrta OyTuika u cbxpansBaiite or 2C go 25C. Mons
uMaiiTe npenBul, 4ye Taka npurotBeHus Oydep (1x) e crabuien B mpoabkenue Ha 30 nHU.

MoskeTe m1a npurotrBute Oydep B CHOTBETCTBHE OpOsi HA U3MOI3BAHUTE CTPUIIOBE, CHITIACHO
JoJTHaTa Tabnmuia:

Number of Strips Wash Buffer Concentrate (20x) Distilled Water
(ml) (ml)

1-6 25 475
1-12 50 950

[Ipurorsine Ha Assay Buffer — VM3cumnere nsmoro ceabpikanue Ha Assay Buffer 20x (Smu) B




gyrct 100 M1 rpagyupaH MUIMHABP U J0BeAeTe 10 KpaeH o0em 100Mi ¢ uncTa AeCTUIUpPAHA WIH
neroHm3npana Boaa. Pazobpkaiite jeko, 3a 1a ce u3derde oopasyBaHeTo Ha TisiHa. [IpexBopriere B
yrcta OyTuika U cbxpassBaiite oT 2C mo 25C. Mons umaiiTe mpeaBuja, ye Taka MPHUTOTBEHUS
oydep (1x) e ctabmieH B nmpoabkeHue Ha 30 qHA

Mosxere na mpurotBute Oydep B CHOTBETCTBUE OpOsl HA M3MOI3BAHUTE CTPUIIOBE, CHINIACHO
IoJiHara tabiauia:

Number of Strips  Assay Buffer Concentrate (20x) Distilled Water
(ml) (ml)
1-6 2.5 47.5
1-12 5.0 95.0

[TpurorBsHe Ha BNOTHHOB KOHIOTAT — BHOTHHOBHAT KOHIOTaT TPsI0Ba 1A ce U3MO0JI3Ba B
pamkute Ha 30 muH. Caex nmpurorBsine. Hanpasere 1:100 pa3pexxnaHe Ha KOHUEHTPUPAHUS
OonotnHOB KOHIOTAT ¢ Assay buffer 1x B choTBeTCTBHE C TabnuIaTa:

Number of Strips Biotin-Conjugate Assay Buffer (1x)
(ml) (ml)
1-6 0.03 2.97
1-12 0.06 5.94

[puroresine Ha Streptavidin-HRP - Streptavidin-HRP Tps6éBa na ce u3noqa3Ba B
pamkute Ha 30 muH. Ciuen mpurorssine. Hanpasere 1:200 paspexnaHe Ha KOHLEHTPHpaHUSA
OonoTtnHOB KOHIOTAT ¢ Assay buffer 1x B choTBeTCTBHE C TabnuIaTa:

Number of Strips Streptavidin-HRP Assay Buffer (1x)
(ml) (ml)
1-6 0.03 597
1-12 0.06 11.94

[Mpuroresre Ha MMP-9 Crannapru

PasTBOpere cranmapra upe3 mo0aBSHETO Ha JAECTHIMpaHa Boaa (0OEMBT € IMOCOYECH Ha
eTHKEeTa Ha BHAJIKaTa), Karo pa30bpkBare MoOpe 10 JOCTUTAHETO HAa KOHIICHTpAIUs HA CTaHAapTa
200 ng/ml u octaBetre na ce mopasteopu 3a 10-30 munytn. Cnen ynorpeda ocTaHamus CTaHAAPT HE
MOJKE J1a C€ M3IO0JI3Ba U TPsIOBa Ja ce U3XBBPIIH.

Konnenrpupanure vosemkun MMP-9 cranmapr tpsoBa na ce paspeskaar 1:1000 ¢ Assay
Buffer (1x) TouHo npenu na ce U3MONA3BAT B YKHCTA IIACTMACOBA €MPYBETKA CIIOPE CIeIHaTa cXema
3a pa3pexaaHe:

Paspexxmane 1: 100 ul xonmentpupana gosemikd MMP-9 crammapr + 900 mukponutpa Assay
Buffer (1x) (konueHTpanusra Ha pazpexnaane 1 =20 ng / mi).



Paspexnane 2: 10 ul paspexnmane 1 + 990 mukponurpa Assay Buffer (1x) (koHueHTpauusita Ha
paspexnane 2 =200 pg / mi).

PaskiiaTreTe BHUMATEIHO, 3a J1a CE CMECHT.

CranmapTHUTE pa3peXJaHus Morar Ja C€ HampaBiIT JUPEKTHO BBbPXY CTPHUIIOBETE
(mornenHeTe Touka B OT TECTOBUS MPOTOKON) WIIM AITEPHATUBHO B €IIPYBETKH, KAKTO € OMUCAHO TO-
Joy Ha ¢urypara.

Otnunerupaiite no 225 mukponutpa Sample Diluent BbB Besika enpyBeTKa U IpeXBbpIIeTe
225 MuKpoluTpa OT pa3peAcHUs CTaHAapT B IIbpBara enpyBeTka. Hampaere cepuilHUTE
paspexaaHusl.

[ToBrOpeTe cepuitHUTE paspexAaHusd OIlle 5 MbTHU, KaTO MO TO3W HAYMH, Ch3JaBare TOYKUTE HA
CTaHJapTHATa KpUBa.

B 6nank Hakanete Sample Diluent

Cepuiinu pa3pexIaHus HAa CTAHIAPTHTE:

Transfer 225 ul
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S4 - S7

Reconstituted Assay Buffer (1x) Discard
Human MMP-9 225 225 pl
Standard

Jlo0aBsiHe HAa IBETHU PeaKTHBHU — CHH, 3eJIeH H YepBeH.

3a 12 MOMOTHEM Ha HAIIUTE KJIMEHTH J1a Ce N30eTHAT BCAKAKBU T'PEIIKH B TIUIIETUPAHETO HA
Platinum ELISA kura, eBioscience mpeanara MHCTPYMEHT, KOHTO IoMara Ja ce KOHTPOJIHpa
N00aBSIHETO HA JIOPU MHOTO MaJIKu 00eMH, KaTto J00aBs OTIMYMUTEITHHN [[BETOBE 32 BCSKA CTHIKA OT
nponenypara. Tasu mpomenypa € 3aAbDKUTENHA, [0 HHMKAKbB HAauMH HE KOMIIPOMETHpaA
pe3yaTaTuTe OT TECTOBETE, U € MpeIHa3HaueHa Jla [IOMOTHE Ha KJIMEHTA C U3IIBJIHEHUETO Ha TECTa,
HO CBIL[0 TaKa MOXKE J1a Ce MPOIyCHE.

AnNTepHaTHBa, NBETHUTE PA3TBOPH OT Taka NpuroTBeHWTe peareHTH (Blue-GosiamcBane,
Green-6osiaucBane, Red-OosaucBane) morar na Obae J00aBeHM KbM pEareHTUTE MPeau
pa3pek3aHusTa B CbOTBETCTBUE ChC CIEAHUTE HACOKHU:

1. Diluent: 1:250

5 ml Assay Buffer (1x) 20 ul Blue-Dye
12 ml Assay Buffer (1x) 48 ul Blue-Dye
50 ml Assay Buffer (1x) 200 pl Blue-Dye




2. Biotin-Conjugate: 1:100

3 ml Assay Buffer (1x) 30 pl Green-Dye
6 ml Assay Buffer (1x) 60 pl Green-Dye
12 ml Assay Buffer (1x) 120 yl Green-Dye

3. Streptavidin-HRP: 1:250

6 ml Assay Buffer (1x) 24 ul Red-Dye
12 ml Assay Buffer (1x) 48 ul Red-Dye

1.5 Tect mpoToKOJI
A. Ormpenenere Opost cTpunoBe, HEOOXOAUMU 3a KeJaHus Opoil mpoOu mToc cTpumnose 3a blank u
crangaptu (omnBeTeHu). Beska mpoba, cranmapt u blank cinemBa nma ce ayomupar. Caanerte
HEO0OXOIMMHUTE CTPUIIOBE OT XOJIJIepa, a OCTAaHAIUTE ChXxpaHsBaiTe npu 2-8C IIBTHO 3aTBOPEHU C
anymuHreBo ¢onmo. [locraBere cTpuIoBeTe, ChIbpXKAIIM CTaHAApTUTE B mo3uius Al/A2 no
HI1/H2 (tabmuma 1)

B.M3muiite 2 mbTH cTpunoBere ¢ okojo 400 mukponuTpa mueny Oydep Ha sMKa KaTo acupupare
nobpe mexny m3muBanuaTa. OctaBere muemms Oydep na npecrou 10-15 cek mpeam acnuparius,
KaTo BHHMMaBaTe Jla HE HaJpackare MOBBPXHOCTTa Ha siMkuTe. Crel TMOCIEeTHOTO HW3MHUBaHE
HATHCHETE CTPUIIOBETE HANONy BBPXYy alOcopOupamia XapTus WIM Kbpla 3a OTCTpaHsABaHE Ha
w3nuiHug Muent Oygep. He mo3BoJisiBaiiTe AMKHUTE 12 U3CHXHAT.

B. Pa3pe>w]amm Ha CTAHAAPTUTE BbPXY CTPUIIOBETE:

B cnyuaii, 4ye mpaBuTe pa3pexnaHUATa Ha CTAaHAAPTHTE HAIMPaBO BBPXY CTPHUIIOBETE,
CIeABalTE cXemMara IMo-A0Jy

Transfer 100 pl
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S4 - S7

Reconstituted Assay Buffer (1x) Discard
Human MMP-9 100 pl 100 pl
Standard



Hakamere mo 100 mukposnutpa Sample Diluent BB Bcsika siMKa B JIB€ IOBTOPEHHUSI.
Otnunerupaiite 100 MUKpOIUTpa OT MHPBOHAYAIIHO MPHUTOTBEHUSAT (paspeneH cranaapt — 200
pg/ml) m HampaBeTe mnazammre paspexaanus (Tpanchep Ha 100 mukponmtpa). IloBTOpere
npoueaypara 5 mbTH, Karo Mo-TO3W HAYWH Ch3JaJIeTe cTaHAapTHara KpuBa Ha MMP-9

B cayyauTe Ha BBHIIHO pa3pexaaHe HA CTaHAApPTHTEe (B eNPYBETKH), cJeABaiTe

Tadauna 1.

Tadmuna 1. Tadnmuuma wuzoOpassiBamia npuMepHa mnoapenda 3a mnoapexaaHe Ha mnpooH,
cranaapru u blank B crpunose.

1 2 3 4
Standard 1 Standard 1 Sample 1 Sample 1
(15 ng/ml) (15 ng/ml)

Standard 2 Standard 2 Sample 2 Sample 2
(7.5 ng/ml) (7.5 ng/ml)
Standard 3 Standard 3 Sample 3 Sample 3
(3.75 ng/ml) (3.75 ng/ml)
Standard 4 Standard 4 Sample 4 Sample 4
(1.88 ng/ml) (1.88 ng/ml)
Standard 5 Standard 5 Sample 5 Sample 5
(0.94 ng/ml) (0.94 ng/ml)
Standard 6 Standard 6 Sample 6 Sample 6
(0.47ng/ml) (0.47ng/ml)
Standard 7 Standard 7 Sample 7 Sample 7
(0.23ng/ml) (0.23ng/ml)
Blank Blank Sample 8 Sample 8

I'. JTo6aBere mo 100 muxponutpa Sample Diluent B Blank.
. To6asere o 50 mukponutpa Sample Diluent B ssmkuTe 3a mpoOuTe.

E. Jlo6aBete mo 50 mukponuTpa OoT BCsika mpoOa (B JIB€ MOBTOPEHHUS) B OINPEACICHUTE SMKH U
CMCCCTC BHUMATCIIHO CHABPIKAHUCTO.

7K. Ilpurorsete Biotin-Conjugate n npudasere no S0 MUKpPOJINTPa BbB BCSKA AMKA

3. [Tokpuiite ¢ aaxe3uBHO (HOIMO U MHKYyOUpaiiTe Ha cTaitHa Temneparypa (18°C to 25°C) 3a 2 yaca
(axo mpuTexkaBare meldkbp — npu 400 rpm).

. IlpurorBete Streptavidin-HRP

M. ITpemaxHeTe anxe3uBHOTO (OIMO M M3MHIITE 3 MHTH CTpHUIOBETe ¢ okoio 400 MHKpOIUTpa
muenr Oydep Ha sIMKa KaTto acupHupare g00pe Mexnay n3MuBanusTa. OcraBere muemus Oydep na
npectou 10-15 cex mpeaun acrivpanusi, KaTo BHUMAaBaTe Ja HE HaJpacKare MOBbPXHOCTTA HA SIMKUTE.

Cnen mocieHOTO M3MHBAHE HATHCHETE CTPUIIOBETE HAAONY BBPXY abcopOuparia XapTus



WIN KbpIIa 32 OTCTpaHsIBaHE Ha M3MUIIHUA Muell Oydep. He mo3BonsBaiiTe sMKUTE 1a M3ChXHAT.
K. Ornunerupaiite no 100 mukpomnutpa Streptavidin-HRP , BkirountenHo u blank.

JI. Iokpuiite ¢ agxe3uBHO (onmo u HHKYyOMpaiTe Ha cTaiiHa Temneparypa (18°C to 25°C) 3a 1 yac
(axo mpuTexasare melkbp — npu 400 rpm).

M. Ilpemaxnere aaxe3uBHOTO (oMo W M3MHITE 3 MbTU cTpunoBeTe ¢ okono 400 MuUKponuTpa
Mmuent Oydep Ha siMKa Kato acrupupate n1o0pe mexay usMuBanusta. OcraBere muemus Oydep aa
npecrou 10-15 cex mpeaun acrimpanusi, KaTo BHUMAaBaTe Ja HE HaJpacKare MOBbPXHOCTTA HA SIMKUTE.
Crnen mocneaHOTO M3MHBaHE HATHUCHETE CTPUIIOBETE HAMONy BbPXy abcopOuparia xapTus
WJIM KbpTIa 3a OTCTPaHsBaHe Ha u3nuIIHu Muenl Oydep. He mo3BonsBaiiTe sMKUTE /1a M3CHXHAT.

H. Ornunerupaiite no 100 mukponutpa TMB Substrate Solution, Bxitountenso u blank.

O. TlokpwuiiTe ¢ agxe3uBHO (Ponro m MHKyOHMpailTe Ha ctaitHa Temreparypa (18°C to 25°C) 3a 10
MUH., KaTo Mpe/a3Bare OT MpsKa CBETIHHA.

Pa3sBuTHeT0 Ha HBeTHATA peakuus TPsiOBa Aa ObJe HAOJI0IABAHO U peaKIUsTa Ja
O0bJe cpsiHa (BHIKTe CJ1eBALATA TOYKA OT MPOTOKOJIA) MPeAH /1a ce JOCTUTHe MAKCUMAJIHATA
CTOIHOCT HAa alcopOuMs, KOATO anmaparbT Moke 1a ordere. OmnpeneisiHeT0 HA HACAJIHUS
NepHuol HA pa3sBUTHE HA LBETHATA peakuusi TpAOBa Ja 0bje HANPABEHO MHAUBHMIYAJIHO 3a
BCSIKa mpooa.

IIpenoauuresno e na mgodaBute Stop Solution, Koraro HaW-BHCOKHUAT CTAHAAPT
JAOCTHUTHEe TBMHO CHH IBAT. Moxke f1a caequre peakuusita ype3 ELISA pugep na 620nm, karo
peakuusita TpsiOBa Aa ObJe cupsiHa BegHara ciaea karo Standard 1 gocturue OD 0,9-0,95.

I1. Copere en3umHara peakuus upe3 0bp30 ornunerupane cbe 100 mukponutpa Stop Solution BbB
BCSIKA SIMKA, BKJIIOYMTENHO M blank. Pesynrtarurte TpsOBa na ObaaT OTYETEHM BeIHAra cliel Karo
npubasute Stop Solution unu B pamkute Ha 1 Yac, karo chxpaHsBare ctpurnoete oT 2C-8C Ha
TBMHO.

H. Otuerere abcopOiusta crnekTpodoroMeTpudHo — 450nm IbDKMHA HA BBhJIHATa (MO KelaHUe
Moke Ja u3nomBare 620nm). Onpenens ce abcopOIuMsATa U HA ABETE IPOOU M CTaHAAPTHUTE.

B cayyau Ha uMHKyOauus 0e3 HWIEHKBP NOJYyYeHHMTE CTOMHOCTH MOrar aa Obaar Io-
HHUCKH OT INOCOYCHHUTE MO-/10]1y, KATO HE3aBHCHMO OT TOBA pe3y0TaTuTe Ca BAaJIH/IHH.

1.6. OTunTaHe HA pe3yJTAaTHTE

— MHzuncnere cpeanara CTOMHOCT Ha abcopOLMATa Ha BCAKA CepHsl OT NyOIMpaHUTe CTaHIapTU
U Ipo0OH.

— Cwe3paiiTe craHgapTHa KpuBa BB30CHOBA Ha abcopOmmsara 3a BCSKAa CTaHIApTHA
KOHIICHTpAIMs 10 OpAWHATaTa Cpelry KoHleHTpanuara Ha MMP-9 mno abmwucara.
Hauepraiite kpuBa npe3 TOUKUTE Ha rpadukaTa (IpeArnoyuTa ce 5 napaMeTbpa)

— Omnpezenere KOHIIEHTpAIUATA HA BCEKH OT nupkyaupammure MMP-9 3a Bcsika npoba, karo
OBPBO HaMeEpeTe CpenHara CTOWHOCT Ha abcopOrusTa IO OpIWHATATa, YIBJDKETE
BEepTUKaJHATa JUHHUS Ha albuucata U IpodeTeTe KOPEHCHOHIWpallaTa KOHIIEHTpalus Ha
MMP-9

— Ako crte paspeawnu npodurte 1:2 cienoBaTe/lHO KOHIEHTPAUMSATA OT CTaHIAPTHATA
KpHUBa TPAOBa 1a ce YMHOkH 110 (pakTopa HA pa3pe:knaHe (B ciay4das x2)

— HW3uucasaBaHeTo Ha NMpPOOUTEe ¢ KOHUEHTpanus HaaBumaBama Standard 1, moxke na
Ja0Bele 0 OTYUTAHETO HA HeJ0CTOBePpHM HHMCKM HMBa Ha MMP-9. TakuBa mnpoodu



H3UCKBAT JOIbJIHUTEIHO BHHIIHO paspeskaane cb¢ Sample Diluent 3a na ce onpenesn
TOYHO KOJMYECTBOTO HA aKTyaJHuTe HUBa Ha MMP-9.

— Ilpennonara ce, 4ye Nmpu BCEKM TECT CE€ YCTAaHOBSIBAT KOHTPOJIHA HMBA HA M3BECTHATa (110
JTUTEpPATypHH JaHHW) KOHIEHTpamus Ha MMP-9 Axo monmydeHHWTe CTOWHOCTH HE cCa B
paMKHTE Ha O4yakBaHHMs OOXBaT Ha KOHTpoOJara, pe3ylTaTuTe OT TecTa Morar Ja Objar
HEBAJIM/IHU.

— XapakrepHaTta CTaHAapTHa KpuBa € mokazaHa Ha ¢ur. Tasu kpuBa HE moxe ma Obme
U3I0JI3BaHa 3a WM3BEXJaHE Ha pe3yaTaTuTe OT TecTa. Bcesika mabopatopus TpsOBa na
HaIlpaBy CTaHJApTHA KpHBA 3a aHAJIM3a HA BCAKA IPYIa CTPUIIOBE.

3atenexka: Hannne e o0 pakTop Ha paspaxkiaHeTo Ha MPOOHM IBJAKALIM Ce HA KOHIOrarTa,
KOMTO TpsiOBa Ja Obaar BKJIWYeHHM B u3uuciaeHusita. Ilpodure ca B xkpaen obem ot 100
MHKpoOJIuTpa Ha AMKa (50 muxkposmTpa Sample Diluent u 50 mukpoautpa npoda). ToBa e
pasaexnane 1:2. Ocrananaure S0 MUKPOJIUTPA 10 A0CTUTaHe HA o0ema oT 150 MuKkpoJaunTpa ce
absekaT Ha S0 mukpoautpa HRP-Conjugate B simkuTe.

50 muxpoautrpa Sample Diluent m 50 muxpoaumTpa HRP-Conjugate, pesyarar or 100
MHKPOJHUTPA PEKOHCTUTYHPaH 00eM, n100aBsiHeTo HAa S0 MukpoauTpa npoda (50 MmuxpoanTpa
wic S0 mukposautpa npoda = 1:2 paspexnane).

®ur. XapakrepHa craHfgapTHa kpuBa 3a MMP-9 Platinum ELISA. He wusnon3Baiite Tasu
CTaHJapTHa KpHBa 3a Ja OOsiCHUTE pe3yaTarute oT Tecta. CTaHaapTHaTta KpuBa TpsidBa Ja ce
HaYepTae M 1a aHAJM3MPA BCSKA eHA IPyNa CTPUIIOBE.

10

=
1

Absorption 450 nm

=
-
1

0.01 T T
0.1 1 10 100

Concentration (ng/ml)



Tadanua.2TUnu4yH JaHHM, OTYYEHU MPH M3Moi3BaHeTo Ha yoBemku MMP-9 Platinum ELISA
KUT

N3mepBane Ha 1bmkuHaHa BbiHATa: 450Nm

Pedepentna npikuHa Ha BhiiHaTa: 620 Nm

Human
MMP-9 Mean

Concentration 0.D. at OD. at C.V.

Standard (ng/ml) 450 nm 450 nm (%)

1 15.00 2.69 272 1.2
276

2 750 1.81 1.88 3.9
1.95

3 3.75 1.01 1.06 37
1.10

4 1.88 0.51 0.54 49
0.57

5 0.94 0.26 028 4.7
0.29

6 0.47 0.15 0.15 0.1
0.15

7 0.23 0.09 0.10 3.2
0.10

Blank 0 0.04 0.04 14.3
0.03

OnTuYHHUTE CTOHHOCTH HA CTAHJAPTHATA KPHUBAa MOraT [a Bapupar B 3aBHCHMOCT OT
YCJIOBUSITA HA eKCIEPUMEHTA (0MmepaTop, TEXHMKA HA MUMETHPaHe, TEXHHKA HA U3MHBAaHE U
TeMnepaTrypHu pasiauku). OcBeH TOBa CPOKHT HA TOJHOCT HA KHTA MOKe Ja IOBJIHsIe
€H3MMHATA AKTUBHOCT U 10 TO3M HAYMH U MHTE3WTeTa Ha uBera. 3MepeHunTe CTOHHOCTH ca
BCe ollle BAJIU/IHM.

1.7. Orpanuvenus

— Tbi KaTo TOYHUTE YCIOBUS MOrar Ja Bapupar oT mnpoOa /10 1npoba, CTaHAAPTHUTE KPUBU
TpsIOBa J1a ce YCTAHOBSIBAT 32 BCSAKO U3CIICABAHE

— bakrepuannu u roOMYHN KOHTAMUHAIIUU B MPOOUTE WM 3aMbPCSABAHUS B PEareHTUTE ChIIIO
MoraT Jia I0BeAar A0 NOTPELIHU pe3yaTaTu

— H3znon3BaiiTe KOHCYMaTHBU CaMo 3a €JHOKpaTHa ynorpebda

— HenpaBuiHo Wau HEJOCTAaThUYHO M3MHMBAHE HA BCEKU €Tall OT MPOLEAypara MOXKe J1a TOBEAE
70 (anmyBU NOJOKHUTEIHU WM OTpULIATeNHU pesyaTtard. He mosBonsBaiiTe sMKuTe Aa
OCTaBaT CyXH B JbJITU IEPUOAHU OT BpEME.

1.8. PaGoTHU XapaKTepUCTUKHU
1.8.1. YycTBUTETHOCT
I'panumnara wa nerekmuss Ha MMP-9 ce ompenenst kaTo KOHIEHTpalusi Ha aHajIUTa, B
pe3ynTtar Ha abcopOIMs, 3HAYMTEIHO 110 BUCOKA OT Ta3M Ha paspexjaniara cpefa (03HavaBa ILTHOC
JIBe CTaHJIAPTHH OTKJIOHEHHWs) W ce ompenens ga Owvae 0,99 pg/ml (cpemno ot 6 He3aBUCHMH
aHaau3a)



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
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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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M @BioSource con

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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Product Information Sheet

Product Name:
Catalog Number:
Size:
Fluorescence:

Storage:

Product description:

References

Gelatin, FITC-conjugated

85145

5mg

Excitation/Emission wavelength= 495 nm/520 nm.

Gelatin, FITC conjugate, is supplied as lyophilized powder. It is stable for at
least 1 year when stored desiccated at -20°C.

Gelatin is denatured collagen composed of heterogeneous mixture of water-
soluble proteins of high average molecular weights. Below 35-40°C gelatin
swells and absorbs 5-10 times its weight of water to form a gel. Gel strength and
viscosity gradually weaken upon prolonged heating in solution above 40°C.

This product is extracted from porcine skin, and then heavily labeled with FITC.
The stock solution can be prepared by dissolving the product in 10 mM acetic
acid with heating to 50°C to facilitate dissolution.

For gelatinolytic assays’, dilute the stock solution in appropriate assay buffer,
pH >7.0. Then incubate the FITC-gelatin with proteases at 37°C for 16-24 hr.
Centrifuge the sample at 10,000 x g for 10 min. The protease activity is
demonstrated by the increment of fluorescence in the supernatant at ExX/Em=495
nm/520 nm.

For in vitro research use only

1. K. Otsuka et al., J.Nihon Univ Sch Dent. 39, 182-190 (1997).

AnaSpec, Inc. « 34801 Campus Dr ¢ Fremont, CA 94555

Tel: 1-800-452-5530 « Fax 510-791-9572¢ service@anaspec.com ¢ WwWWw.anaspec.com



JNloro Ha AnaSpec

HanmeHoBaHue Ha
npoAaykra:
KaTtanoxeH Ne:
Ob6em:
drnyopecueHUUA:
CbxpaHeHwue:

OnucaHue Ha
npoAaykra:

[NpeBoa OT aHrNMNCKN e31K

UHdopmaumnmoHeH NUCT Ha NpoAaykTa
>KenatuH, koHtormpaH ¢ FITC

85145

5mg

ObmkeHa Ha BbnHaTa npu Bb3byxaaHe/M3nbuBaHe = 495 nm/520 nm.
YKenatuH, koHtorupaH ¢ FITC, ce npegoctassa kato nuodunmampaHa npax. T«
e ctabunHa 3a Har-manko 1 rog. Korato e CbxpaHsiBaHa B JecukaTop npu
-20°C.

3a XenaTtMHONUTUYEH aHanus, paspedeTe KOHL. pa3TBop B noaxoasiy 6ydep
3a aHanus, pH >7.0. ToraBa uHkybupante FITC-xenatuH ¢ npoteasuTe npu
37°C 3a 16-24 yaca. LleHTpodyruparite npobarta npu 10,000 x g 3a 10 min.
lMpoTeasHaTa aKTMBHOCT Ce AEMOHCTpUpa Ypes3 OTAensHe Ha
dnyopecueHums B cynepHataHTata npy Ex’Em=495 nm/520 nm.

3a vH BUTPO MU3crieaoBaTesiCKu Luenun
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Product Information Sheet

Product Name: MMP-2 enzyme, Human

Catalog Number: 72005

Size: 1ug

Concentration: 10 pg/mL

Activity (Unit/pg): Provided on the label

Unit definition: One unit of protease hydrolyzes 1 picomole of Mca-Pro-Leu-Gly-Leu-

Dap(Dnp)-Ala-Arg-NH; (AnaSpec Cat#27077) per minute at pH 7.4 at 25° C.

Storage: Store at -80°C. Avoid multiple thaw-freeze cycles.
Instruction:

Matrix metalloproteinases (MMPs) belong to a family of secreted or membrane-associated zinc
endopeptidases capable of digesting extracellular matrix components.>? MMP-2 (72-kDa gelatinase-A) is
involved in tumor development and metastasis.** It is proposed as a therapeutic target for cancer.

Recombinant human MMP-2 was expressed as a pro-enzyme with His-tag in CHO cells. Pro-
MMP-2 can be fully activated by incubating with 1 mM APMA at 37°C for 20 min to 1 hr.° Its activity can
be measured in FRET-based enzymatic assays (AnaSpec Cat#71129, Cat#71151). 10-20 ng of enzyme is
sufficient for FRET-based assay.

MMP-2 is stored in 50mM Tris-HCl at pH 7.5, 0.2M NaCl, 5mM CaCl,, 1uM ZnCl, , 0.05%
Brij35 and 1mg/ml BSA.

References

1. Woessner, J. et al. J. Biol. Chem. 263, 16918 (1988).
2. Woessner, J. et al. FASEB. J. 5, 2145 (1991).

3. Collier, 1. et al. J. Biol. Chem. 263, 6579 (1988).

4. Salo, T. et al. J.Biol.Chem. 258, 3058 (1983).

5. Salo, T. et al. J.Biol.Chem. 260, 8526 (1985).

6. Murphy, G. et al. J. Biol Chem. 269, 6632 (1994).



JNloro Ha AnaSpec

HanmeHoBaHue Ha
npoAaykra:
KaTtanoxeH Ne:
Ob6em:
KoHueHTpauus:
AKTUBHOCT
(En./pg):
OnpepnensiHe Ha
eguHuyuTe::

CbxpaHeHwue:

OnucaHue Ha
npoaykra:

[NpeBoa OT aHrNMNCKN e31K

UHdopmaumnmoHeH NUCT Ha NpoAaykTa
MMP-2 eH3nM, YoBeELLKU

72005

1 g

10 pg /mL

OTb6enss3aHo Ha eTuKeTa

EnHa eamnHnua npoteasa xugponusupa 1 nukomon ot Mca-Pro-Leu-Gly-Leu-
Dap(Dnp)-Ala-Arg-NH2 (AnaSpec Cat#27077) 3a muHyTa npu pH 7.4 npn 25°
C.

CoxpansiBante npu -80°C. N36sareanTe NOBTOPHO 3aMpassiBaHe U
pasmpassBaHe

MMP-2 e cbxpaHsean B 50mM Tris-HCI npu pH 7.5, 0.2M NaCl, 5mM CaCl2,
1uM ZnCI2 , 0.05% Brij35 n 1mg/ml BSA.
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Product Information Sheet

Product Name:
Catalog Number:
Lot Number:
Amount/size:
Activity:

Activity Definition:

Source:

Purity:

Endotoxin (EU/uQ):

Storage:

Instructions:

Human MMP-9 (Recombinant, Catalytic Domain)
55576-10

See label on the vial

10 ug
>100 Units/ug (Exact value is supplied with Certificate of Analysis)

One unit of MMP-9 hydrolyzes 1 picomole of QXL™ 520-y-Abu-Pro-Cha-Abu-Smc-His-Ala-Dab (5-
FAM)-Ala-Lys-NH2 (AnaSpec Cat# 60581) per minute at pH 7.5 at 25° C.
Supplied enzyme does not require pre-activation.

The sequence (Accession # NP_004985.2) corresponding to the catalytic domain (aa 112-445) of
Human MMP-9 along with 6-his tag was expressed in E. coli. The recombinant human MMP-9
was purified from bacterial lysate and refolded using proprietary technique. The molecular weight
of the recombinant Human MMP-9 Catalytic Domain is ~40 kDa.

Greater than 95% as determined by SDS-PAGE.

Less than 1 EU per 1 ug of the protein as determined by Limulus Amebocyte Lysate (LAL)
quantitative kinetic assay.

The purified Human MMP-9 is supplied as sterile and frozen at 40 pg /ml in the following buffer:

300 mM NaCl, 50 mM Tris-HCI, 5 mM CaCl,, 20 uM ZnCl,, pH=7.5. Store at -80 °C for up to 6
months. Avoid repeated freeze-thaw cycles.

Matrix metalloproteinases (MMPs) belong to a family of secreted or membrane-associated zinc endopeptidases capable of
digesting extracellular matrix components (1,2). MMP-9 (92-kDa gelatinase, collagenase-1V) is involved in a number of
diseases such as cancer, angiogenesis, alopecia, and metastasis (3,4). MMP-9 is secreted as zymogen with prodomain,
gelatin-binding domain consisting of three contiguous fibronectin type Il units, catalytic domain, proline-rich linker region, and
C-terminal hemopexin-like domain. It can degrade a variety of substrates, including gelatin, collagens type IV, V, XIV, a2-
macroglobulin, elastin, vitronectin, and proteoglycans (1-4).

Figure 1.
MW
150 CL
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75 @ o
-
—t
50 ¢ 52
37 MMP-9
25
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Figure 1. Recombinant Human MMP-9 (Catalytic Domain) on SDS-PAGE
The purified MMP-9 was loaded onto 4-15% Tris-HCI poly-acrylamide

gel at 2 pug/well and resolved at 200V for 60 minutes.

Legend:

MW is Molecular Weight Markers in kilo Daltons,

CL is cell lysate of induced E.coli,

purified MMP-9.

References:

1. J. F. Woessner et al., J.Biol.Chem. 263 (1988), 16918-16925
2. J. F. Woessner, Jr., FASEB J. 5 (1991), 2145-2154

3. S. M. Wilhelm et al., J.Biol.Chem. 264 (1989), 17213-17221
4. A. J. Fosang et al., Biochem.J. 295 (1993), 273-276

For Research Use Only.
©AnaSpec, Inc. 34801 Campus Drive, Fremont, CA 94555
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JNloro Ha AnaSpec

HanmeHoBaHue Ha
npoAaykra:
KaTtanoxeH Ne:
O6em:
KoHueHTpauus:
AKTUBHOCT
(En./pg):
OnpepensHe Ha
eauHuumTe::

N3TOYHMK

YucrtoTa

Endotoxin (EU/pg):

CbxpaHeHue:

OnucaHue Ha
npoaykra:

[NpeBoa OT aHrNMNCKN e31K

UHdopmaumnmoHeH NUCT Ha NpoAaykTa
Yosewkn MMP-9 (PekoMBrHaHTEH, KaTanUTU4eH AOMEH)

55576-10

10 ug

10 pg /mL

>100 eanHnun/g

EaHa egnHnua MMP-9 xuagponuanpa 1 nukomon ot QXL™ 520-y-Abu-Pro-
Cha-Abu-Smc-His-Ala-Dab (5- FAM)-Ala-Lys-NH2 (AnaSpec Cat# 60581) 3a
mMuHyTa npu pH 7.5 npn 25° C.

lMpedocmaeseHuUs1 eH3UM He Uu3UucKea npedeapumersiHa akmueauyus
CekBeHuunaTta (Accession # NP_004985.2) kopecnoHaupalla KbMm
katanutuiHmsa gomeH (AK 112-445) Ha yoBewkn MMP-9 3aedHo ¢ 6-his tag
e ekcripecunpaHa B E. coli. PekombnHaHTHUAT YoBewkn MMP-9 e npeuncteH
OT 6aKTepUNHMS NU3aT K NOCTaBeHa, U3NoN3Barkn NaTteHToBaHa
TexHonorus. MonekynHaTa maca Ha pekoMOMHaHTHMS Yoselkn MMP-9
Katanutunyen pomeH e ~40 kDa.

MoBeue oT 95% kakTo e onpeaeneHo Ype3 SDS-PAGE.

Mo-manko ot 1 EU Ha 1 ug oT npoTenHa, KakTo e onpegeneHo ypes Limulus
Amebocyte Lysate (LAL) KonnyecTBeH KMHETUYEH aHanma.

CoxpansiBante npu -80°C. N36sareanTe NOBTOPHO 3aMpa3ssiBaHe U
pa3mpassiBaHe



CPETHBATROPARA %@ O CTUPATA TP ?mﬁ
PUBITERORUNATE { = EBPOTIEACKY COLIATE SR PTEH ORITE
MUHUCTEPCTBO HA OFPA30 wee PORINNE . o

OIIEPATHBHA IIPOTPAMA ,PA3BUTK

BGO051P0O001-3

EOROAY b

2‘4'::!-

ke

OYHIAMEHTAJIHO U ITPUIOXKHO OBYUEHUE

HA JIOKTOPAHTH, ITOCTOOKTOPAHTH,
CIIEHHATIM3AHTHA U MJIAJTA YUYEHU

ICYpPCHU”

B MHHTEPIUCLIMIVIMHAPHU BUOJIOT MUHU HATIPABJIEHHMS

1 HHOBAITMOHHU BUOTEXHOJIOTMH.
benepunuent:

HHerutyT no GHosorus ¥ MMyHoOMOTHS Ha pasmuoxaBaneTo "Akan. Kupun Bparanos"

JIO IBUP — BAH

byn. ,,llapurpancko moce” Ne 73
rp. Codus

LEHOBA O®EPTA

OGpazen Ne 4

3a ydacTue B OTKpATA NPOLEAYPa 32 BB3JIaraKe Ha OGMIECTREHA MOPBYKA C TIPEIMET:

«Jocmaska na mamepuanu /peaxmusu/ u Korcymamueu no 66ocobenu no3uyuuy

___3A0BOCO TIO3MLIAS Ne 1 uve

JI¥M

Hacrosmara opepra e nomanena or:Aii Bu Ju Brirapus OO /naumeriosanve na

yuacmuura/, EUK/BYJICTAT200123131.; g

Opec no pezucmpayus: 2p. Cogousi, yn, _Buewa-2] A _A0Ded3a

parc 02/975 8023,

3anuyenn gaHHu - 4n.37, an.l ot
33K - Tbproscka TaiiHa

; Banuyenn gaHHm - un.37,
KxopecnonOenywi: zp. Cogpun 1756, c.x. [opeenuya, 61, 48 B,
TanHa

TIpoekTsT ce ochbInecTBsBa ¢ PHHAHCOBATA nmoaxpena Ha Orre
“EBponetickns commanes Gpong®

poTpama ,,Pa3piTre Ha yoBemKHTe pecypen” 2007-2013, cbbuHaHHpand L

3anuyeH neva
TbproBcka TainHa;
3anuyeH noanuc - yn.2, an.1 ot 33N
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YBAXAEMA I'OCITOXO JIUPEKTOP,

1. C nHactoswero

1

(opepmama ce uzzomss 3a écara obocobena nosuyus

PCIICTaBIMe HalllaTa LEHOBAa ogepra 3a of6ocobera nozuuua €

10 omderHo) OT NOPBYKATA.

HpneMame Ja M3ITBJTHUM IOPBYKATA 110 [1I0COUYEeHaTa 000cobeHa TO3WIMA, T[IPH CJIEAHUTE LICHH:

[IpoexThT ce ochiecTBaBa ¢ HHAHCOBaTA MOAKpeNa Ha OnepaTuBHa nporpama

“Espornieiickus conmanes GoHx”

»Pa3BATHE Ha YOBEIIKMTE pecypen” 2007-2013, Ch()MHAHCHPAHE

TbproBcka TalHa;
3anuyeH noanuc - yn.2, an.1 ot 3314

1 OI1P-21-1 |®nyopumeTpuueH kuT 3a H30JIUpaHe o KHT CoriacHo mpwioxenata | 1548,00 1548,00
H3MEpBaHe Ha €H3HMHATa aKTHBHOCT Ha Texnmuecka odepra 3a AS-72224/96
MMP-2; Ex/Em=490 nm/520 nm; ChOTBETHaTa 000COGEHa tests/ ANASPEC
TIO3HLHA.
2 |OIlP-21-2 |®nyopuMeTpuueH KWT 3a HM30JIHpaHe | KAT CobriacHo mpmioxkesata | 1548,00 1548,00
HM3MCPBaHE Ha €H3MMHATa aKTHBHOCT Ha Texrnuecka odepra 3a AS-72017/96
MMP-9; Ex’Em=490 nm/520 nm; ChOTBETHATA 000COOCHA tests’ANASPEC
TIO3HLMIA.
3 Ol P-21-3 | ®ayopumetpuuer KuT 3a H3MEpBaHe KAT CovrnacHo npunoxerata | 1404,00 1404,00
€H3MMHaTa akTMBHOCT Ha Neprilysin; Texumuecka ogepra 3a AS-72223/96
Ex/Em=490 nm/520 nm; CBLOTBETHATA 000CO0EHA tests’ ANASPEC
TI03HUHA.
4 OIlP-21-4 | ®nyopumerpuyer kuT 3a H3MepBaHe KAT CornacHo mpriioxerata | 1248,00 1248,00
CH3UMHATa  aKkTMBHOCT Ha - ACE2; Texnuuecka odepra 3a AS-72086/96
Ex/Em=330 nm/390 nm; CBhOTBETHaTa 060COOEHA tests’ ANASPEC
TIO3ULMS. ]
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5 |OIIP-21-5 [ELISA KHT 33 KOJUYECTBEHO ONpEIeNisHe KUT CornacHo mpmioxceHata | 1165,00 1165,00 KA0391/96
Ha MMP-2 (MarpukcHa TexHuuecka ogepra 3a tests/Abnova
METaTOMPOTCHHA3a-2) CBOTBETHATa 000c00eHa
TO3HIIASL.
6 OIlP-21-6 |ELISA KdT 32 KOJIM4YECTBEHO OIpeleisHe KHT CerimacHo npmioxenata | 1165,00 1165,00
Ha MMP-9 (maTpuKcHa Texnumuecka odepra 3a BMS2016/2/96
METAIOIPoTeHA3a-9) CBhOTBETHATA 000c00€Ha tests/eBioscience
HO3ULIHAL
7 OIl P-21-7 |ELISA KHT 32 KOJIHMYECTBEHO OMpPEIEIIHE KHT CrrimacHo nmpmioskeHata | 1600,00 1600,00 MBS924667/96
Ha CD83 Texaudecka ogepra 3a tests/MyBiosorce
ChOTBETHAaTAa 000cOo0eHa
HO3HIIHA.
8 OITP-21-8 (JKematuH - FITC, pasdacoska or 5 mg ONIAKOBKa CoprinacHo npwioxenarta | 321,60 1608,00 AS-
Texnmuecka odepra 3a 85145/5mg/ANAS
CBOTBETHaTa 000CcOOeHa PEC
TIO3UITHA.
9 OIlP-21-9 | Yopemxum MMP-2 craugapr, 100 pL, 10| omaxoska CeraacHo mpwiokeHata | 402,00 402,00
pg/mL Texnuvecka odepra 3a AS-72005/10
ChOTBETHaTa o00ocobena ng/mL/ANASPEC
HO3HLIKA.
10 | OIT1P-21-10 | YoBemku MMP-9 crasmapr, 100 pL, 10| omaxoska CermacHo npwioxedara | 966,00 966,00
ug/mL TexHuuecka odepra 3a AS-55576-
CboTBETHaTa 000cO0eHa 10/10ug/mL/ANAS
NO3MIHA. PEC
O6ma 1eHa Ha 060ocoGeHaTa mosuuus, nesa 6e3 JIJIC | 12654,00
3a yyacTauum perucrpupan no 3JIC: JAC = 20%, sesa | 2530,8
O611a ieHa Ha odeprara ¢ AIC, nesa | 15184,8
HoscHenus:

Kononu 1 — 5 or Tabnuuara ce nomsisar ceriacio Texuudeckata Crienmdrkaums Ba Bramoxurens - [pwioxenue Ne 1 ot JIOKyMEHTaLUATa 3a yyacTe — Ge3 1a ce

opomensr !,

Konona Ne 6 ,,IIpe/urokenre Ha yqaCTHHKa» MoXe /la HE CE TONBIBA C KOHKPETHH TEXHUHECKH XaPAKTEPHCTHKH, KATANOXEH WM NapTHICH HOMED Ha apTHKyJa H
IpyTH, a ia ce HaluIe TeKcT ,,CrriacHo npunoxenara Texauuecka odepra 3a ¢h0TBETHATA 060C06EH IMo3pus”,

AJC, B ciyua, Ye € XBIDKAM OT BB3NoKHTENs, e Ce 3aIUialla ChIACHO pasTopentuTe Ha GBIrapckoTO 3aKOHOAATENCTEO.

OuenHkaTa Ha 0dePTHTE ce M3BLPLIBA 110 IeHH B JeBa Ges JIJIC. !

3anunyeH nevar - 4n.37, anl ot 33K -
TbproBcka TanHa;
3anunyeH noanuc - 4n.2, an.1 ot 33514

[IpoexTsT ce ochiecTBABA ¢ PUHAHCOBATA NOAKpena Ha OTepaTHBHA MPOrpaMa ,,Pa3BHTHE Ha YOBEIIKHTE pecypcu” 2007-2013, crduHaHCHpaHa 0T EBDONGHCKAN CHIO3 Ype3
“EBponelickus coupasieH o
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2. LlenuTe BKMIOYBAT CTOMHOCT Ha CTOKHTE U BCHYKM TPHCHIIM PAa3XOH, JaHbLM M TAKCH 3a mocTaBka (6e3 JJIC) ppanxo MBUP-BAH, rp. Codus, 6yn. «Llapurpancko moce» Ne
73. lanbk noGasena crofinoct (JJIC) ce 3ammama OTAENHO, ChIJIACHO H3HCKBAHUATA Ha GBIrapCKOTO 3aKOHOJATENICTEO.

3. I_Iemrre CC MPEACTABAT C TOYHOCT 10 BTOPHA 3HAK CJIe] JNECETUYHATA 3alcTas U HE MOAIEXKAT Ha IIpOMsHA 3a CPOKa Ha JOroBOpa, CKIIFOYEH C Branoxurens.

4. YcroBus 1 HA9YHH Ha IUTAIIaHe: 110 GaHKOB ITBT, B JIEBA ITO HalIa GAHKOBA CMETKA KaKTO cneaBa:

3anuyenn ganum - un.37, anl ot 33K - Tbproscka TanHa

npu GaHka
B CPOK OT 5 KAICHIaPHH JHU CIE]l 10CTaBKA U NPEACTaBsHE Ha $akTypa, ABYCTPaHHO MOLNUCAH NPUEMATEIIHO-NIPEIABATENICH POTOKOI 1 3aBEPEHO KOIIHE HA MMCMEHA 3aiBKa OT
BB3JIOKUATENS.

5. Ilpu ycnosue, 4e GbleM W30PAHH 3a U3NBIHUTEN Ha OGLIECTBCHATA NIOPHYKA, M€ MPEACTABMM NapHiHa / GaHKOBA rApaHLWsA 32 H3MbJIHEHHE HA 33Xb/DKEHHEITA TIO IoToBOpa B
pasMep Ha 2% oT croitHocTTa MYy, 623 JJJIC.

6. [lonaBaHeTo Ha HacTOSW@Ta LEHOBA o(epTa yAOCTOBEpsiBa Ge3yCJIOBHOTO MPHEMaHe OT HAlla CTPAHA HA BCHYKH F3HCKBAHKA M 33TbDKEHUS, TIOCTABEHH 0T BBaJIOKHTEIS B
NPOBEKIaHaTa IPoLEaypa.

! BAXHO: Axo y4acTHHKBT nOfaBa oepra 3a noBeue oT enna oGocobena mozuuus, mink Ne 3, T.e. LieHosa odepTa ce IpeAcTaBd 3a Besika 000cofeHa NO3UIMA IO OTACIHO B
orAeneH niuuk Ne 3 i ce HAMIUCBA NO CIACTHHS HAYMH:

.. Hme na ynacmuuxa ...................
Ilpeonazana yena no o6ocobena nosuyus Ne ...........".

3anuueH neyvar - un.37, anl ot 33K - Tbproecka
TanHa;
3anunyeH nognuc - un.2, an.1 ot 33114
Hara 08.08.2014 P E— - —
. Codusa / oaTmMc, eyar/
p

|3anw<|eHV| NNYHKU OaHHK - yn.2, an.1l ot 33/

Ynpasuren
Aii By fu Brarapus OO]]

I[IpoeKTDT ce ochluecTBABa ¢ (HHAHCOBATa MOAKpena Ha OlepaTHBHA NporpaMa ,,Pa3BUTHE HA YOBELIKUTE pecypcr” 2007-2013, cbdunancHpana ot EBporieiickus cbio3 upes
“Epponelckus conpaned poHg”
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BG051P0O001-3.3.06 -0059
«Ilocmasxa na mamepuanu /peaxmueu/ u KOHCYMAMuey no 060cobeHy no3UYUU»

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

BG051P0001-3.3.06 -0059

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

O6pazer Ne 8

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

3a M3MOJ3yBAaHC / HEMN3MON3yBaHE Ha NOAU3ITBJIHNUTEIN

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

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

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

HEKJIAPHUPAM, YE:

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

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

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

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

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

05.08.2014 Hexnmaparop: ..... o

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

IIpOeKTHT Ce OChInECTRsIBa ¢ (PMHaHCORaTa oakpena Ha OneparuBHa nporpama ,,Pazsntue Ha yosemkure pecypen” 2007-2013,
p p P porp pecyp
cbunancupana ot EBponeiickua cpios upes “Epponetickus conpanen gpona‘
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3anuyeHn gaHum - 4n.37, an. 1 ot 33K - Tbproscka TariHa

Mnarete Ha - ume Ha nonyJyarens

MBUNUP BAH

IBAN Ha nonyuatens Bua nnawane
BG26UNCR96603110023912

BIC Ha Bankara Ha nonyyarens Mpw Garka - me Ha BaHkaTa Ha nonyvyaTtens
UNCR9660 YHUKPEAWUT BYNBAHK

Afl

MNATEXXHO HAPEXXIAHE Bunsanyra  [Cyma

(BHOCHA BE/IE)KA) BGN 1253.08

3A NNALLAHE KbM BIOAKETA

OcHoBanue 3a nMnawaHe/sHacsaHe - BUR AAHDBK, TAKCa, OCUFYPOBKA, MUTO, NUXEA...

FTAPAHUWA 3A M3N. Mo OMNMn 3A WBWUP BAH

Owe nosicHeHus

2014 JOCT. HA KOHCYMATWUBKW NOT 21

Bua’ HOMED Ha AOKYMEHTa, No KOUTO Ce nnalya HaTa Ha gokymeHTa
Tepwoga, 3a koiito ce oTHacs nnaijanero
Ot para: Ao para:

SaabnkeHo nuUe - HauMeHoBaHWE Ha tOPUAMYECKOTO NULe UMM TPUTE UMeHa Ha duanueckoTo nuye

IVD BULGARIA 00D

EYNICTAT Ha sagbnkeroTo nuye EMHAHY Ha sapbnxeroTo niye

200123131

Homep ot HOP Ha sagbmxeHoTo nye

Hapeauren - HaWMEHOBAaHWe Ha IPUAUUYECKOTO TMye M TpuTe UMeHa Ha usnueckoTo nuye

IVD BULGARIA 00D

IBAN Ha HapeguTens — | BIC Ha GaHkaTta Ha Hapepurens —
3anuyenn gaHHu - un.37, an. 1 ot 33K - Tbproscka TanHa | [3anuienn pannn - un.37, an. 1 ot 33K - Thproscka TanHa

MNpy Gavka=vme Ra UarRaTa i nopwunTens

|3anmquV| naHHu - un.37, an. 1 ot 33K - Tbproscka TanHa L

PUHIC L PWARTC [laTa
He
flata Ha nnawane Bansop Bopaepo
12.11.2014 12.11.2 0 1 4 |B1411121005499250PBISER/

3anuueH nevart - un.37, an. 1 ot 33K - Tbproscka TanHa;
3anuyeH nognuc - 4n.2, an.1 ot 33514

of 1 12.11.2014 10:02 u
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