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LOT

DILU

Expiry date/ Verfallsdatum/ Date de péremption/ Data di scadenza/ Fecha de caducidad/ Data de validade/ Uiterste
gebruiksdatum/ Udlgbsdato/ Bast fore-datum/ Termin waznosci/ Lejarati id6/ Cas exspiracie/ Doba exspirace/ Cpok
Ha rogHocT/ Aegumiskuupéev/ Huepopnvia Af§ng/ Data de expirare/ Rok uporabe/ Viimeinen kayttdpaiva

Consider instructions for use/ Bitte Gebrauchsanweisung beachten/ Consultez la notice d'utilisation/ Consultare le
istruzioni per I'uso/ Consulte las instrucciones de uso/ Respeitar as instru¢des de utilizagéo,/ A.u.b de gebruiksaanwijzing
volgen/ Se brugsanvisningen/ Las anvisningarna fére anvandning/ Prosze przeczytac instrukcje obstugi/ Vegye
figyelembe a hasznélati utasitasban foglaltakat/ Postupujte podla pokynov na pouzitie/ Dodrzujte navod k pouziti/ Mons,
cnassanTe MHCTpyKuuMsTa 3a ynotpeba/ Palun jargige kasutusjuhendit,/ AdBete utrdywn oag Tig 0dnyieg xpnong/ Va
rugam sa respectati instructiunile de utilizare/ UpoStevajte navodila za uporabo!/ Lue kayttdohje huolellisesti!

Lot-Batch Number/ Charge-Chargennummer/ Lot-Code du lot/ Lotto-Numero di lotto/ Lote-Cddigo de lote/ Lote-
Codigo do Lote/Lot-Partijnumme/ Lot-Batchkode/ Partisatskod/ Numer serii/ Tétel-sarzs szam/ Cislo Sarze/ Cislo
Sarze/MapTtugeH Homep/Partii — partii number/ MNapTida-apiBudg TapTidag/ Lot-numar lot/ Stevilka serije/ era

Manufactured by/ Hergestellt von/Fabriqué par/ Prodotto da/Fabricado por/ Fabricado por/ Vervaardigd
doo/Fabrikation af /Tillverkad av/ Wyprodukowane przez/ Gyartotta / Vyrobené/ Vyrobeno v/ MNpoussoguten/
Tootja/Kataokeualetar amd/ Produs de/Proizvajalec/ Valmistaja

Catalogue Number/ Bestellnummer/ Numéro de référence/Numero di riferimento/Numero de referencia/ Nimero de
Referéncia/ Referentienummer/Referencenummer /Bestéllningsnummer/ Numer katalogowy/ Rendelési
szam/Katal6gové cislo/ Objednaci ¢islo/KaTtanoxeHn Homep/Tellimisnumber/ Ap. rapayyeAiag/Numar comanda/
Stevilka narogila/ viite tai tilausnumero

Store at between/ Lagerung bei zwischen/ Conserver a entre/ Conservare a tra/ Conservar a temp. Entre/ Armazenar
entre/ Bewaar bij tussen/ Opbevares mellem/ Forvaras vid/ Przechowywaé w/ Tarolasi tartomany/ Skladujte v rozsahu
/ Skladujte v rozmezi/ TemnepatypHo orpaHuyexue/ Sailitada temperatuuridel/ @UAagn oe Bepuokpaaial/ Depozitare
intre/ SkladiS€enje med/ Sailytys x-y Celsiusasteen lampdétilassa

Contains sufficient for x tests/ Inhalt ausreichend fir x Tests/ Contient suffisant pour x tests/ Contenuto sufficiente
per x test/ Contenido suficiente para x pruebas/ Contetdo suficiente para x testes/ Bevat voldoende voor x
bepalingen/ Indeholder tilstraekkeligt til x praver/Innehallet racker till x analyser/ Zawarto$¢ na x testow/ Tartalma x
teszt elvégzésére elegendd/ Obsahuje material pre x testov / Obsah dostacuje pro x testd/ CbabpxaHue
JocTaTb4yHO 3a x TecTtoBe/ Sisust jatkub x katse jaoks/ To Trepiexduevo emapkei yia x dokipég/ Continut suficient
pentru x teste/Vsebina zadostuje za x preizkusov/ Sisalto riittaa x testille

Keep away from sunlight/ Nicht dem Sonnenlicht aussetzen/ Conserver a I"abri de la lumiére/ Conservare al riparo
della luce solare/ No exponer a la luz solar/ Proteger da luz solar/ Niet aan zonlicht blootstellen/ Ma ikke udszettes
for sollys/ Utsatt inte for solljus/ Nie wystawia¢ na stonce/ Napfénytdl tavol tartandd/ Nevystavovat sineénému
svetlu/ Nevystavovat sluneénimu svétlu/ [la ce npegnasea oT cnbHYeBa cBeTnunHa/ Kaitsta otsese paikesekiirguse
eest/ KpatAaTe 1o pakpid amd tnv nAiakf aktivoBoAia/ Tineti departe de lumina soarelui/ Ne izpostavljajte sonéni
svetlobi/ suojaa auringonvalolta

Incubation time/ Inkubationszeit/ Temps d’incubation/ Tempo d'incubazione/ Tiempo de incubacién/ Tempo de
incubacao/ incubatietijd/Inkubationstid/ inkubationstid/ Czas inkubacji/ Inkubacids idé/ Inkubaéna lehota/ Inkubaéni
doba/ NHukybaunoHeH nepuoa/ Inkubatsiooniaeg/ Xpévog emwaaong/ Timp de incubare/Inkubacijska doba/
inkubaatioaika

incubate at / Inkubation bei/ Incuber a/Incubare a/incubar a/lncubar a/incubatietemperatuur/Inkubation
ved/inkubation vid/Inkubacja przy/Inkubacié hémérséklete/Inkubéacia pri/Inkubace pfi/IHkybupa ce
npu/Inkubatsioon temperatuuril/ETmwaon otoug/Incubare la/inkubacija pri/ inkubaatiolampétila

Shaking/ Schiitteln/ Mélanger/ Agitare/ Agitar/ Agitacao/ Schudden/ Ryster/ Skaka/ Wstrzgsanie/ Razas/ Pretrepat/
Protfepat/ Pasknaware/ Raputada/ AvakiviioTe/ Vibrare/ Stresite/ Sekoita

Miktrotiterplate/ Mikrotiterplatte/ plague de microtitrage/ Piastra di microtitolazione/ Placa de microtitulacién/ Placa de
Microtitulag&o/ microtiterplaat/ Mikrotiterplade/ mikrotiterplatta/ microtiterplaat/ Ptytka microtiter/ Mikrotiter lap/
Mikrotitracna podlozka/ Mikrotitracni podlozka/ MukpoTtuTbpHa nnaka/ Mikrotiiterplaat/ TpuBAio pikpoTiTAod6Tnong/
Microplaca/ Mikrotitrska plo$¢a/ Mikrotitrauslevy

Reconstitute in/ Rekonstituieren in/ Reconstituer dans/ Ricostituire nel/ Reconstituir en/ Reconstituir em/ reconstitueren
in/ Rekonstituér i/ rekonstituera/ Rekonstytuowac¢ w/ Helyreallitds/ Znovu pripravit za/ Znovu pfipravit za/ PastBapsiHe B/
Moodustada uuesti / AvacuoTtrioTte o€/ Reconstituire in/ Predelava v /rekonstituoi

Sample/ Probe /Echantillon/ campione/ Muestra/ Amostra/ monster/ Prgve/ prov/ Prébka/ Minta/ Vzorka/ Vzorek/ Npoba/
Proov/ Asiypa/ Proba/Vzorec/Nayte
Antibody and Enzyme Conjugate/ Antikérper und Enzym Konjugat/ anticorps conjuguée et conjugué
enzymatique/ Coniugato di anticorpo ed enzima/ Conjugado de anticuerpos y enzimas/ Conjugado Anticorpo-
Enzima/ antilichaam- en enzymconjugaat/ Antistoffer og enzym-konjugat/ antikropps- och enzymkonjugat
AK (antikropp och enzym, konjugat)/ Koniugat antyciat i enzyméw/ Antitest és enzim paros/ Protilatkovy a
enzymaticky konjugét/ Protilatkovy a enzymaticky konjugat/ AHTUTSINO 1 eH3mm koHtorat/ Antikehad ja ensiuimi
konjugaat/ Z0putTAoKko avTiowpartog-ev¢uuou/ Compusi din anticorpi si enzime/ Antitelesa in konjugat encima/
Vasta-aine ja entsymi konjugaatti
Dilute in Buffer X/ Verdiinnen in Puffer X/ Diluer dans le tampon X/ Diluire nel tampone X/ Diluir en tampén X/
Diluir no Tampé&o X/ verdunnen in buffer X/ Fortyndes i buffer X/ spad i buffert X/ Rozciehczanie w buforze X/
Higitas X pufferben/ Riedit v pufri X/ Redit v pufru X/ PaspexnaHe B 6ydep X/ Lahjendada puhvris X/
ApaiwoTe og puBuiaTIké didAupa X/ Diluati in tamponul X/ Razredgiti v pufru X/ laimennetaan x puskuriin
Standard X /Standard X/ Etalon X/ Standard X/ Estandar X/ Standard X/ standaard X/ Standard X/ standard X/
A-F Standard X/ Standard X/ Standard X/ Standard X/ Ctangapt X/ Standard X/ Mpétutro X/ Standard X/
Standardni X/ Kalibraattori X
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Symbol / Symbols
Control Serum / Kontrollserum/ Contéle sérique/ Siero di controllo/ Suero de control/ Soro de Controlo/
controleserum/ Kontrolserum/ Kontrollserum/ Serum kontrolne/ Ellenérzé szérum/ Kontrolné sérum/ Kontrolni
sérum/ KoHTponeH cepym/ Kontrollseerum/ Opog eAéyxou/Ser de control/ Kontrolni serum/ Kontrolli seerumi
Washing Buffer Concentrate/ Waschpufferkonzentrat/ Tampon de lavage conc./ Tampone di lavaggio
concentrato/ Tampén de lavado concentrado/ Tampao de Lavagem Concentrado/ wasbuffer, geconcentreerd/
Vaskebufferkoncentrat/ Vaskebufferkoncentrat/ tvattbuffertkoncentrat/ Bufor ptukania koncentrat/ Mosépuffer
koncentratum/ Koncentrat vymyvacieho pufra/ KoHueHTpaT Ha npomuBeH 6ydep/ Pesupuhvri kontsentraat/
SupTrUkvwpa  puBuioTIkoU diaAupaTtog éktTAuong/ Concentrat pentru tamponul de spalare/ Koncentrat
izpiralnega pufra/ Pesuliuositiiviste
Washing Buffer / Waschpuffer/ Tampon de lavage/ Tampone di lavaggio/ Tampén de lavado/Tampéao de
Lavagem/ wasbuffer/ Vaskebuffer/ tvattbuffert/ Bufor ptukania/ Mosoépuffer/ Vymyvaci pufer/ Vymyvaci pufr/
MpomueeH 6ydep/ Pesupuhver/ PuBuioTikd didAupa ékmAuang/ Tampon pentru spalare /Izpiralni pufer/
Pesuliuos

KS1/
KS2

WP

Substrate/ Substrat/ Substrat/ Substrato/ Substrato/ Substrato/ substraat/ Substrat/ Substrat/ Substrat/
Szubsztratum/ Substrat/ Substrat/ Cybctpar Substraat/ YméoTpwpa/ Substrat/ Substrat/ Substraattiliuos

Stop Solution/ Stopp Lésung/ Stop Solution/ Soluzione di stop/ Stop Solucién/ Solucédo Stop/ stopoplossing/
SL Stopoplgsning/ Stopplésning/ Stop roztwdr/ Megdllitd oldat/ Roztok na ukonéenie/ Roztok pro ukonéeni/
Cronupaly, pa3teop/ Stopp-lahus/ AidAupa diakoTrig/ Solutie de oprire/ Stop raztopina/ Pyséaytysliuos

Cover Plate with sealing tape /Platte abkleben/ Recouvrir la microplaque avec bande adhésive/ Coprire la
piastra con nastro adesivo/ Cubrir la placa con una cinta adhesiva/ Cobrir a Placa com fita adesiva/ plaatje met
tape afdekken/ Afdeekningsplade med tape/ maskera platta/ Odklei¢ ptytke/ Tanyér leragasztasa/ Oblepit
podlozku lepiacou paskou/ Olepit podlozku lepici paskou/ Nnaka ¢ neHTa 3a 3anevarBaHe/ Katta plaat
isoleerkleeplindiga/ KoAAfoTe 1o TTAOKiB®IO pe KOAANTIKN Taivia/ Aoperiti placa cu o banda adeziva/ Prelepiti
plos¢o/ Peita mikrotitrauslevy oheisella teipilla

Measure plate within 30 min at 450 nm (Referencefilter 2590nm)/Ausmessung innerhalb von 30 min bei 450 nm
(ReferenZfilter 2 590 nm)./ Mesure labsorbance en léspace de 30 min a450 nm avec 2590nm longueur dénde pour
référence/Misurazione entro 30 min. a 450 nm (filtro di riferimento = 590 nm)./ Medicién de la placa dentro de los
siguientes 30 min a 450 nm (filtro de referencia = 590nm)/ Medir a placa dentro de 30 min a 450 nm (Filtro de referéncia
>590nm)/ Binnen 30 minuten bij 450 nm meten (referentiefilter = 590 nm)./ Mal plade i lgbet af 30 min ved nm
(referencefilter 2590nm)/ Mé&t inom 30 min vid 450 nm (referensfilter = 590 nm)./ Pomiar w ciggu 30 min przy 450 nm (filtr
odniesienia = 590 nm)./ Ki mérés 30 percen belil 450 nm-nél (referenciasz(iré = 590 nm)./ Merat 30 minat pri 450
nm/Mé&fit 30 minut pfi 450 nm/ OTtynTaHe B pamkuTe Ha 30 min npun 450 nm (pecepeHTteH untep = 590 nm)./ MdGtmine
30 min jooksul 450 nm korral (vordlusfilter = 590 nm). Métpnon evidg 30 min ota 450 nm (@iATpo avagopdg = 590 nm)./
Masurare in decurs de 30 min la 450 nm (filtru de referintd = 590 nm)./ 1zmerite ploS¢€ico v 30 min pri 450 nm (referencni
filter 2590nm) / Mittaa 30 minuutin aikana 450 nm:ssa (referenssi suodatin = 590 nm)

Literature/ Literatur/ Bibliographie/ Letterario/ Bibliografia/ Literatura documentagao/ literatuur/ Litteratur/ litteratur/
Literatura/ Irodalom/ Literatra/ Literatura/ Jlutepatypal// Kirjandus/ BiBAioypagia/ Bibliografie/ literatura/ Lahdeluettelo

International test description/ internationale Testanleitung/ description internationale de test/ Istruzioni per il test
internazionali/ Descripcion de ensayo internacional/ Descricdo internacional do teste/ internationale testbeschrijving/
internationell testbeskrivning/ Opis testu miedzynarodowego/ nemzetkdzi teszt-Utmutaté/ Medzinarodny navod k testu/
Mezinarodni navod k testu/ rahvusvaheline katse kirjeldus/ AieBveig odnyieg yia epyaotnpiokég Sokipég/ instructiuni
internationale pentru testare/ mednarodna navodila za preizkus/ Kansainvalinen kayttdohje

in all required wells/ in allen benétigten Vertiefungen/ dans tous les godets requis/ in tutti i pozzetti richiesti/ en todos los
pozos requeridos/ em todos os tubos necesséarios/ in alle nodige putjes/ i alle ngdvendige brande/ i alla nédvandiga
brunnar/ we wszystkich potrzebnych wgtebieniach/ minden sziikséges forrdsban/ vo vSetkych potrebnych miestach/ ve
vSech potfebnych mistech/ BbB Bcuukn Heobxogumm smku/ kdigis vajalikes stivendites/ o€ OAEG TIG aTTAPAITNTEG
KoIAOTNTEG/ Tn toate cavitatile necesare/ v vseh zahtevanih vdolbinah /kaikkiin tarvittaviin mikrotitrauslevyn syvennyyksiin

For in vitro use only!

For Research Use Only!

For professional use only!

CAUTION: Not for human or animal therapeutic or diagnostic use.

Read entire protocol before usel

Mouse Adiponectin ELISA E091-M 3 E091-M d/e 060212 Version 5



Table of Content

Symbols 2

Package Insert English
Table of Content

Intended Use 5
Introduction 5
Reagents Provided 6
Materials Required but not provided 6
WARNINGS AND PRECAUTIONS 7
Method 8
Specimen 8

Storage of the samples 8

Sample Preparation 8
Technical Recommendations 8
Assay Procedure 10
Calculation of Results 11
Performance Characteristics 12
Literatur / Literature 13
SUMMARY — MEDIAGNOST Mouse Adiponectin ELISA E091-M 14

Mouse Adiponectin ELISA E091-M 4 E091-M d/e 060212 Version 5



English

PACKAGE INSERT ENGLISH

Mediagnost Mouse Adiponectin ELISA E091-M
- is suited for Adiponectin determination in Mouse Serum and Plasma samples,

- is fast: incubation time a total of 2 hours and 30 minutes

- Single Standards with 0.025, 0.075, 0.15, 0.3, 0.65 and 1 ng/ml native Mouse-Adiponectin
are provided in the Kit

- 2 Control Sera are provided for quality control
- uses high affinity monoclonal antibodies against mouse Adiponectin
- Microtiter plates are separately breakapart

Intended Use
Measurement of Adiponectin in Mouse serum and plasma samples.

Introduction

Adiponectin was described for the first time in the early 90th of the last century as an
endocrine factor produced by adipocytes. Adiponectin is involved in regulation of energy- and
fat metabolism. So its concentration in the circulation is said to reflect the risk of
atherosclerosis and the degree of insulin resistance. Based on the high incidence of these
diseases, adiponectin was and still is object of intensive research regarding the underlying
biological mechanisms and regarding its value as biomarker. Beside different cell culture
models and studies with human patients, mice and rats are suitable model organisms for
basic research and pre-clinical studies.

Therefore we developed and validated this testsystem as a tool for adiponectin
measurements in mice usable in research and pre-clinical studies.

Even if the comparability of mice and humans is limited we offer some background
information on human adiponectin physiology in the following section:

Adiponectin is a 30kDa protein which percentage in serum proteins is 0.01%. It is mainly
synthesized by Adipocytes, but also muscle cells and hepatocytes have the ability to synthesize
Adiponectin. Until now, IGF-I is the only known natural inductor of the synthesis. It consists of a
Collagen-like N-terminal and a globular C-terminal domain [1]. In vivo Adiponectin appears with
different oligomers. Beside the trimer and ditrimer also high molecular multimers exist [1-3]. Up to
now two different receptors are known, both receptors are ubiquitary expressed, though the
distribution in the tissues varies. The Adiponectin Receptor 1 (AdipoR1) is especially in muscle-
and AdipoR2 in liver tissue synthesized [4].

The significance for the organism is not clear until now. First studies show, that adiponectin
correlates negatively with BMI and thus it could have relevance for the energy metabolism for
example through the regulation of fatty acid oxidation. Beside the correlation with BMI,
Adiponectin level is associated with the Insulin-Resistance [5-7] and so also linked with Type I
Diabetes. Adiponectin is associated also with glucose- und lipometabolism [8, 9].

The formerly proposed diagnostic value of the high molecular weight form of adiponectin was not
verified using a commercially available testsystem for the determination of HMW adiponectin [10].
Blueher et al. clearly demonstrate that regarding the diagnosis of insulin resistance, measured by
whole body glucose uptake below 40 umol/kg*min, total adiponectin as determined with the
Mediagnost EQ9, is with an area of 0.92 under the receiver-operating curve, of greater diagnostic
value [10].
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Furthermore it is involved in inflammatory processes [11-15] and therewith it is of importance
for appearance of arteriosclerosis [4, 5, 16] and coronay disease [17, 18], thus the

determination of Adiponectin level

in plasma could serve to estimate the risk of coronary

disease [19, 20]. Beside this Adiponectin influences further physiological processes as for
example the angiogenesis [21, 22].

Reagents Provided

1)

MTP

Microtiter plate, ready for use: Microtiter plate with 96 wells, dived up in
12 stripes a 8 wells (separately breakapart), coated with anti-Maus
Adiponectin antibody.

2)

€
>
=

Standards A-F, lyophilised, contain native Mouse Adiponectin. Standard
values are between 0.025 - 1 ng/ml (0.025, 0.075, 0.15, 0.3, 0.65 und 1
ng/ml) Adiponectin and have to be reconstituted in 1 ml (each) Dilution
Buffer VP. 100 pl per well are used in the assay. If the standards are
required for more than one assay process we recommend to store the
reconstituted Standards frozen at -20°C. Attention: Standards should be
thawed only once — where required please store aliquoted in adequate
volumes.

3)

Dilution buffer VP, 125 ml, ready for use, please use for the
reconstitution of Standards A-F, Control Sera KS1 & KS2 and for the
serum dilution.

4)

ontrol

Control Serum KS1 & KS2, each 250 ul lyophilised: Contains mouse
Serum and has to be reconstituted in 250 pl Dilution Buffer VP. The
Adiponectin target value concentration and the respective range is given
the vial label. The dilution of the Control Sera KS 1&2 should be according
to the dilution of the respective samples, the target value concentration
should be obtained by multiplication with the respective dilution factor.

5)

g H
=
c
(-

Ab CON

Antibody-POD-Conjugate AK, 12 ml, ready for use, contains a mixture
of biotinylated anti-Adiponectin antibody and HRP (Horseradish
Peroxidase)-labelled Streptavidin. Use 100 pul/well in the assay.

Washing Buffer (WP), 50 ml, 20 X concentrated solution. Washing
Buffer (WP) has to be diluted 1:20 with distilled or demineralised water

6) \Zl\éASHBUF before use (e.g. add the complete contents of the flask (50 ml) into a
graduated flask and fill up with A.dest. to 1000 ml). Attention: After dilution
the Washing Buffer is only 4 weeks stable, dilute only according to
requirements.

7) |ISUBST] Substrate (S), 12 ml, ready for use, horseradish-peroxidase-(HRP)-
substrate, stabilised H,O, Tetramethylbencidine.

8) Stopping Solution (SL), 12 ml, ready for use, 0.2 M sulphuric acid,
Caution acid!

9) Sealing tape for covering of the microtiter plate, 2 x, adhesive.

Materials Required but not provided

Precision pipettes and multichannel pipettes with disposable plastic tips
Distilled or deionized water for dilution of the Washing Buffer (WP)
Vortex-mixer
Microtiterplate shaker (350 rpm)

Microtiterplate washer (recommended)

Micro plate reader ("ELISA-Reader") with filter for 450 and >590 nm
Polyethylen PE/Polypropylen PP tubes for dilution of samples

Mouse Adiponectin ELISA E091-M 6
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WARNINGS AND PRECAUTIONS

For research use only. For professional use only.
Before starting the assay, read the instructions completely and carefully. Use the valid
version of the package insert provided with the kit. Be sure that everything is understood.

Before use, all kit components should be brought to room temperature at 20 - 25°C.
Precipitates in buffers should be dissolved before use by thorough mixing and warming.

Do not mix reagents of different lots. Do not use expired reagents.

The microplate contains snap-off strips. Unused wells must be stored at 2 - 8°C in the sealed foil pouch and
used in the frame provided.

Caution: This kit contains material of human and/or animal origin.

No known test methods can offer total assurance of the absence of infectious agents; therefore all components
and specimens should be treated as potentially infectious.

Following components contain < 0.01% 2-Methyl-4-isothiazolin-3-one solution as preservative : A-F, AK, VP

R34 Irritating to eyes and skin

R43 Sensibilisation through skin contact possible

S26 In case of contact with eyes, rinse immediately with plenty of water and seek medical advice
S36/37 Wear suitable protective clothing and gloves

S45 In case of accident or if you feel unwell seek medical advice

Following components contain < 0.01%(w/w) 5-chloro-2-methyl 2H isothiazol-3-one and 2-methyl-2H-isothiazol-
3-one as preservative: A-F, AK, VP, WP

R36/38 Irritating to eyes and skin

R43 Sensibilisation through skin contact possible

S26 In case of contact with eyes, rinse immediately with plenty of water and seek medical advice
S28.1 After contact with skin, wash immediately with plenty of water

Stop solution contains 0.2 M Sulfuric Acid (H,SOy)

R36/38 Irritating to eyes and skin

S26 In case of contact with eyes, rinse immediately with plenty of water and seek medical advice
S28.1 After contact with skin, wash immediately with plenty of water

S36/37 Wear suitable protective clothing and gloves.

Pipetting of samples and reagents must be done as quickly as possible and in the same sequence for each
step. Use separate pipette tips for each sample, control and reagent to avoid cross contamination. Use
reservoirs only for single reagents. This especially applies to the substrate reservoirs. Using a reservoir for
dispensing a substrate solution that had previously been used for the conjugate solution may turn solution
colored. Do not pour reagents back into vials as reagent contamination may occur. Mix the contents of the
microplate wells thoroughly to ensure good test results. Do not reuse microwells. Do not let wells dry during
assay; add reagents immediately after completing the rinsing steps.

TMB-Substrate (S) contains 3,3",5,5" Tetramethylbenzidine. Store and Incubate in the dark.

R20/21/R22 Harmful by inhalation, in contact with skin and if swallowed

R36/37/38 Irritating to eyes, respiratory system and skin

S26 In case of contact with eyes, rinse immediately with plenty of water and seek medical advice
S28.1 After contact with skin, wash immediately with plenty of water

S36/37 Wear suitable protective clothing and gloves

General first aid procedures:

Skin contact: Wash affected area thoroughly with water. Discard contaminated cloths and shoes.

Eye contact: In case of contact with eyes, rinse immediately with plenty of water at least 15 minutes. In order to
assure an effectual rinsing spread the eyelids.

Ingestion: If swallowed, wash out mouth thoroughly with water. Immediately see a physician.

Do not eat, drink or smoke in these areas.

Never pipette the materials with the mouth.

Spilled material must be wiped off immediately and should become disinfected. Clean contaminated areas and
equipment with a suitable detergent.
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Method

The Mediagnost ELISA for Adiponectin E091-M is a so-called Sandwich-Assay using two specific
and high affinity antibodies. The Adiponectin in the samples binds to the first antibody coated on
the microtiter plate. In the following step the second specific anti-Adiponectin-Antibody binds in
turn to the immobilised Adiponectin. The second antibody is biotinylated and will be applied in a
mixture with a Streptavidin-Peroxidase-Enzyme Conjugate. In the closing substrate reaction the
turn of the colour will be catalysed quantitatively depending on the Adiponectin-level of the
samples.

Specimen
Serum and plasma samples of mice and mouse cell culture medium can be used in this
assay.

Influence of Heparin (30 IE/mL), EDTA (6,8 mM) and NaCitrat (0,015 M) on the measurement
of Adiponectin has been investigated be recovery experiments. PBS was enriched with
recombinant mouse Adiponectin and the above mentioned substances. No significant
influence on the recovery of adiponectin was detected.

Hemolytic reactions have to be avoided. The blood has to be allowed to clot and after
complete clotting, serum is separated by centrifugation.

Storage of the samples
Storage at RT max. 2 days

Storage at —20°C  max. 2 years
More than five freeze/thaw cycles are not possible.

Sample Preparation
Samples have to be diluted in Dilution Buffer (VP).

A sample dilution of 1:10 000 is in general suitable. However, the Adiponectin levels can vary
individually significant, we would therefore recommend to check this and adjust the dilution
respectively.

Technical Recommendations
The assay has to be conducted strictly according the test protocol herein.

Reagents with different lot numbers cannot be mixed. The microtiterplate and reagents are
stable until the indicated expiry if stored unopened and protected from sunlight at 2 — 8°C.

The shelf life of the components after opening is not affected, if used appropriately.

Bring all reagents to room temperature (20 - 25°C) before use. Possible precipitations in the
buffers have to be resolved before usage by mixing and / or warming.

Incubation at room temperature means: Incubation at 20-25°C

The incubation steps should be performed at mean rotation frequency of a particularly
suitable microtiter plate shaker. We are recommending 350 rpm. Due to certain technical
differences deviations may occur, in case the rotation frequency must become adjusted.
Insufficient shaking may lead to inadequate mixing of the solutions and thereby to low optical
densities, high variations and/or false values, excessive shaking may result in high optical
densities and/or false values.

Proper washing is of basic importance for a secure, reliable and precise performance of the
test. Incomplete washing is common and will adversely affect the test outcome. Possible
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consequences may be uncontrolled unspecific variations of measured optical densities,
potentially leading to false results calculations of the examined samples. Effects like high
background values or high variations may indicate washing problems.

All washing must be performed with the provided washing buffer diluted to usage
concentration. Washing volume per washing cycle and well must be 300 pl at least.

The danger of handling with potentially infectious material must be taken into account.

When using an automatic microtiter plate washer, the respective instructions fur use must be
carefully followed. Device adjustments, e.g. for plate geometry and the provided washing
parameters, must be performed. Dispensing and aspirating manifold must not scratch the
inside well surface. Provisions must be made that the remaining fluid volume of every
aspiration step is minimized. Following the last aspiration step of each washing cycle, this
could be controlled, and possible remaining fluid could then be removed, by inverting the
plate and repeatedly tapping it dry on non fuzzy absorbent tissue.

Manual washing is an adequate alternative option. Washing Buffer may be dispensed via a
multistepper device, a multichannel pipette, or a squirt bottle. The fluid may be removed by
dynamically swinging out the microtiter plate over a basin. If aspirating devices are used,
care has to be taken that the inside well surface is not scratched. Subsequent to every single
washing step, the remaining fluid should be removed by inverting the plate and repeatedly
tapping it dry on non fuzzy absorbent tissue.

Standards and Controls

For the reconstitution of the lyophilised components (Standards A - F and Control Sera KS1
&KS2) the kit Dilution Buffer VP has to be used. It is recommended to keep reconstituted
reagents at room temperature for 15 minutes and then to mix them thoroughly but gently (no
foam!) with a Vortex mixer.

The reconstituted standard and controls can be stored for 2 month at —20°C. Repeated
freeze/thaw cycles have to be avoided.

Washing Buffer

The required volume of washing buffer is prepared by 1:20 dilution of the provided 20fold
concentrate with deionised water. The diluted Washing Buffer is stable for 4 weeks at 2-8°C.
It has to be at room temperature for usage!

Microtiter plate

Unused microtiter plate stripes have to be stored airtight together with the desiccant bag at 2-
8°C. The labelled expiry is not influenced in case of proper storage.
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Assay Procedure

All determinations (Standards, Control Sera KS1 & KS2 and samples) should be assayed in
duplicate. For optimal results, accurate pipetting and adherence to the protocol are
recommended.

When performing the assay, the Standards, Control Sera and the samples should be pipetted
as fast as possible (e.g., <15 minutes).

All incubations have to conducted at room temperature (20-25°C)
To avoid distortions due to differences in incubation times, Antibody-POD-Conjugate AK as well
as the following Substrate Solution S should be added to the plate in the same order and in the

same time interval as the samples. Stop Solution SL should be added to the plate in the same
order as the Substrate Solution.

1) Add 100 pl Dilution Buffer VP in the first wells. Subsequently add 100 pl Standard or 100
ul of diluted Control Sera or diluted samples.

2) Cover the wells with sealing tape and incubate the plate for 1 hour at room temperature
(shake at 350 rpm )

3) After incubation aspirate the contents of the wells and wash the wells 5 times 300 pl
Washing Buffer WP / well. The washing buffer should incubate for at least for 15
seconds/cycle.

4) Following the last washing step pipette 100 pl of the Antibody-POD-Conjugate AK in
each well.

5) Cover the wells with sealing tape and incubate the plate for 1 hour at room temperature
(shake at 350 rpm).

6) After incubation wash the wells 5 times with Washing Buffer as described in step 3
7) Pipette 100 pl of the TMB Substrate Solution in each well.

8) Incubate the plate for 30 minutes in the dark at room temperature (20 - 25°C).
9) Stop the reaction by adding 100 pl of Stopping Solution.

10) Measure the colour reaction within 30 minutes at 450 nm (reference filter 2590 nm).
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Calculation of Results

Establishing the Standard Curve

For the evaluation of the assay it is preconditioned that the absorbance values of the blank
should be below 0.25, these of standard F should be above 1.0.

Samples, which yield higher absorbance values than Standard F are beyond the standard
curve, for reliable determinations these samples should be tested anew with a higher dilution.

Standards are provided in the following concentrations (use the concentration unit as

preferred):

Standard A B C D E F

ng/ml 0.025 0.075 0.15 0.3 0.65 1

1) Calculate the mean absorbance value for the blank from the duplicated determination
(well A1/A2).

2) Subtract the mean absorbance of the blank from the mean absorbances of all other
values.

3) Plot the standard concentrations on the x-axis versus the mean value of the
absorbance of the standards on the y-axis.

4) Recommendation: Calculation of the standard curve should be done by using a
computer program. A higher-grade polynomial, or four parametric logistic (4-PL)
curve fit or non-linear regression are usually suitable for the evaluation (as might be
spline or point-to-point alignment in individual cases).

5) The Adiponectin concentration of the diluted sample or the diluted control sera KS1&2

Mouse Adiponectin ELISA E091-M 11

in ng/ml (or pug/ml according the chosen unit for the standards) is calculated in this
way, the Adiponectin concentration of the undiluted sample and of KS1 & KS2 is
calculated by multiplication with the respective dilution factor.
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Performance Characteristics

Standards

The Standards of the ELISA EQ09 are prepared from native Adiponectin in concentrations of
0.025, 0.075, 0.15, 0.3, 0.65 and 1 ng/ml. The native Adiponectin was calibrated against the
recombinant Protein (Manufacturer: R&D Systems, Wiesbaden).

Sensitivity

The analytical sensitivity of the ELISA E091-M vyields 0.008 ng/mL (equal to < 0.0008 ng per
well; as 2xSD of zero standard in 22fold determination).

Interassay Variability

Sample 1 Sample 2 Sample 3 Sample 4 Sample 5 Sample 6 Sample 7
Mean 1.12 6.12 7.65 8.04 2.15 7.54 6.87
SD 0.09 1.19 0.60 0.56 0.25 0.55 0.42
VC% 7.66 3.79 7.80 6.98 11.80 7.28 6.08
n 8 8 9 9 9 9 6
Intraassay Variability
Sample 1 Sample 2
Mean
[ug/mL] 7.395 1.712
SD 159 37
VC% 2.15 2.16
n 21 21
Linearity
Linearity
Dilution Sample 1 Dilution Sample2 Sample 3
1:14000 11.673 1:10000 9.59
1:28000 10.928 1:12000 11.229 11.886
1:56000 10.67 1:24000 9.856 10.822
1:112000 10.421 1:48000 9.915 10.222
1:96000 9.684 9.999

recalculated Values in ng/mL

Mouse Adiponectin ELISA E091-M
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Summary

SUMMARY - MEDIAGNOST Mouse Adiponectin ELISA E091-M

Reagent preparation: Reconstitution: Dilution
Standards A-F in 1 ml Dilution Buffer VP

Control Sera in 250 pl Dilution Buffer VP 1:10 000 with Dilution Buffer VP
KS1 & KS2

Washing Buffer WP

1:20 with Aqua. dest. (e.g., add
the complete contents of the flask
(50 ml) into a graduated flask and
fill with A.dest. to 1000 ml).

Sample Dilution: e.g. 1 :10 000

Assay Procedure for Double Determination:

Pipette Reagents Position
100 pl Dilution Buffer VP Al/2
100 pl Standard A (0.025 ng/ml) B1/2
100 pl Standard B (0.075 ng/ml) C1/2
100 pl Standard C (0.15 ng/ml) D1/2
100 pl Standard D (0.3 ng/ml) E1/2
100 pl Standard E (0.65 ng/ml) F1/2
100 pl Standard F (1 ng/ml) G1/2
100 pl Control Serum KS1 H1/2
100 pl Control Serum KS2 A3/4
100 pl Sample dilution following wells

Cover the wells with the sealing tape.

Incubation: 1 h at RT, 350 rpm

5x 300 pl Aspirate the contents of the wells and wash 5x with each well
300 pyl Wash Buffer WP

100 pl Antibody-POD-Conjugate AK each well

Incubation: 1 h at RT, 350 rpm

5x 300 pl Aspirate the contents of the wells and wash 5x with each well
300 pl Wash Buffer WP

100 pl Substrate Solution S each well

Incubation: 30 min in the Dark at RT
100 pl | Stopping Solution SL | each well

Measure the absorbance within 30 min at 450 nm with 2590 nm as reference wavelength.
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E091-M [:E] International Test description

A -F 1ml VP
Control KS1 & KS2 250 Wl VP [1:10000 DILU| VP
WASHBUF |ox| | WP 1:20 A. dest.
SPE 1:10 000 DILUVP
20-25 °C
100 pl VP Al/2
100 pl Al (0.025 ng/ml) B1/2
100 pl (0.075 ng/ml) C1/2
100 pl (0.15 ng/ml) D1/2
100u |[cAllD] (0.3 ng/ml) E1/2
100 (0.65 ng/ml) F1/2
100 pl (1 ng/ml) G1/2
100 pl KS1 1:10 000 VP H1/2
100 pl KS2 1:10 000 VP A3/4
100 pl 1:10 000 VP
TAPE]
1h [Pc20-25 | <> |350 rpm
5x 300 l 5x WP
100 pl AK
TAPE
1h 20-25 | <> | 350 rpm
5x 300 pl 5y WP
100 pl ISUBST] [TMB| S
0.5h 20-25 |2
100 pl SL
IMEASURE|
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