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Introducao

Enzyme-linked immunosorbent assay (ELISA). Quantitative assay of immunoglobulin G.
Engvall E, Perlmann P.

Immunochemistry. 1571 Sep;3(5):871-4. No abstract available.

PMID: 5135623 [PubMed - indexed for MEDLINE]
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Exame direto ou indireto
Qualitativo ou quantitativo
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Conceitos

g SENSIBILIDADE DIAGNOSTICA = é a capacidade de um

teste classificar como positivo quem é realmente
positivo

ESPECIFICIDADE DIAGNOSTICA = é a capacidade de um
teste classificar como negativo quem é realmente
negativo

v

Tabela 2x2

CONDICAO

Sensibilidade = A/ A+C Especificidade = D/ B+D

VP+ = aA+B x 100 P= A+C / A+B+C+D x 100




Tabela 2x2

CONDICAO

Ponto de corte

nao infectados infectados

Ponto de corte
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PROTEINA ADSORVE
A PLASTICOS EM
pH ALCALINO (9.6)

IMOBILIZAGAO DE IMUNOREAGENTES
SOLUVEIS EM UMA FASE SOLIDA

Imunofluorescéncia Direta
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Fig.3-Fotomicrogratia de corte renal dehamsterinfectado
com o sorovar pomona Presenca de leptospiras principal-
mente em veolta dos tabulos e glomérulos renais. Técnica
de Imunoperoxidase Indireta, aumento (400X). Microsco-
pio Carl Ziess.
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Fig.2-Fotomicrografia deimpressdes renais em presenga
do antigeno formando aglomerados corados emmarrom
em volta dos tecidos (setas). Técnica deimunoperoxidase
indireta, aumento (400X). Microscopio Carl Ziess.

irect ELISA Method

INTRO | STOP | | conTinue

IOPTIDNS |

o 1/7

In the direct ELISA method, a specific monoclonal antibody is first
attached {absorbed) onto the walls of a microtiter plate.
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Antigens

I

Antibodies
Add Sample
Wash + Conjugate
Wash + Substrate
Stop
Read optical density

©

Enzyme labels, chromophores, and stopping conditions in ELISA

Color Reading (nm)
Enzyme System Not stopped  Stopped Not Stopped  Stop solution
label Stopped
HRP orp Green/ Orange/ 450 492 1.25 M sulfuric
orange brown acid
TMB Blue Yellow 650 450 SDS(1%)
ABTS Green Green 414 414 No stop
5-AS Brown Brown 450 450 No stop
Diami- Brown Brown N/A N/A No stop
nobenzi-
dine
AP pnpp Yellow/ Yellow/ 405 405 2 M sodium
green green carbonate
B-Galactosi- ONPG Yellow Yellow 420 420 2 M sodium
dase carbonate
Urease Urea bro- Purple Purple 588 588 Merthiolate(1%)
mocresol
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-« Microplate Readers

Multiskan™ FC Microplate Photometer

Measure absorbance in a variety of research and clinical applications with the easy-to-use
Thermo Scientific™ Multiskan™ FC Microplate Photometer. The Multiskan FC provides proven
performance and reliable results through built-in self diagnostics, IQ/0Q/PQ and verification
tools. The visual user interface and multiple language capability ensures excellent usability
The Multiskan FC (IVD model) with intemal software conforms to the European IVD (In Vitro
Medical Device) directive, making it ideal for qualitative and itative ELISA icati in
clinical laboratories. Simplify your ELISA workflow by using our eGuide to see our complete
portfolio for all your ELISA needs.

Contact Sales
800-995-2787  Submit a product question

Contact Support
+1866 984 3766 | Submit a support or service question

Product Description

Overview  Resources

Features: e
u Wide wavelength range of 340 to 850nm

Fast reading of both 96- and 384-well plates Newr dth generation Therme
Shaking and incubation up to 50°C for temperature criical assays Scientific™ Skanlt™ microplate
reader software helps simpify
data acquisition and analysis.
Learn about the ultimate

Ease of use through the large color screen and a variety of language versions
Superior usability and logical workfiow with Thermo Scientific™ Skanlt™ Software

= USB port for easy data transfer tool for microplate-reader
Recommended for: control and data-handling. >

AELISA) orotein assavs endotogine cytotoxicity and orofferafion aesay

Estudo de caso

Peste Suina Classica




4. ETIOLOGIA

=

¥ 2 (Possui 4 diferentes dominios
(Proteina mais imunogénica)
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CSFV Ab 2.0 - Bloqueio

-> Detecta anticorpos anti-dominio A da Proteina E2 do CSFV.
- Além do dominio A (mais especifico), ha o B, C e D da proteina E2.

- Vantagem de ndo causar reagdes cruzadas com outros pestivirus.

? +
- 1
] na color:
2 p | " | )- positive
wash wash color:
negative
Incubation serum sample Incubation conjugate Dekection
1 hour 37°C 30 minutes 37°C 20 minutes RT
CSFY EZ antigen Anti-C5FY antibody Anti-CSFY E2 (A domain}
present in the sample Y HRPO conjugaste

4. ETIOLOGIA
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CSFV E™s Elisa - Bloqueio

— Diferenciagéo entre individuos Infectados x VAcinados
Vacina — contém apenas a subunidade E2 (mais imunogénica de todas)

Infectados — contém a proteina E2, E™s , NS2-3.

Infectado com o
virus de campo

f < - = K LB

o | P
o Transfer o % wash . colar:
to coated Q negative
- - plate . . - . -
Preincubation Serum Incubalion preincubation mix Datection
sample + anktigen [serum + Ag} + conjugate 30 minutes RT
30 minutes 37°C 1 hour 37°C
@ CSFY ETMF antigen Anti-CSFY ETMF pplibodies Anti-CSFY EMMS mak 35 Anli-CSFy ETNS
present in the sample HRPO conjugate

Interpretacoes

Nao vacinado - nao infectado:
(negativo em ambos testes indiretos anti-E2 e anti- ERNS)

Vacinado - nao infectado:
(positivo no anti-E2 e negativo no anti-ERNS)

Infectado:
(positivo em ambos testes, seja vacinado ou nao)




CSFV Ag - Sanduiche Simples - Direto

Utilidade:

- Rastreamento de rebanhos potencialmente infectados.

- Em areas endémicas, detecgao de focos residuais de PSC apods a vacinagao ter sido

utilizada.

Vantagem: Detecgdo mais precoce da doenga (anticorpos em niveis detectaveis

levam aproximadamente 14 dias p.i.)

-> Material clinico: sangue, plasma, soro e amostras de tecidos.

° 9= e ol
< ° B -
wash H ﬁ:_ wash H Rggﬁlﬂ:
Incubation sample Incubation conjugate Detection
3 hours 37°C 1 hour 37°C 15 minutes RT

O CSFY antigan presant Antl-CSRY pab anti-C5FY
in tha sample -‘ HHRI’G canjugate
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The Journal of Clinical Endocrinology Vol. 7, No. 8 653-658
doi~10.1210/jcem-7-9-653
Copyright @ 1947 by the Endocrine Society.
PREGNANCY TEST USING THE MALE TOAD ) ral et (200)

} Submit a related Letter to the Editor
CARLOS GALLI MAININI } Alert me when this article is cited
} Alert me when eletters are posted

Service of Endocrine Diseases of the Rivadavia Hospital Buenos Aires, Argentina } Alert me if a correction is posted

IN THIS report a new pregnancy test is described, in which the male toad (Bufo arenarum Hensel) is used as
the reacting animal.

} Alert me to new issues of the journal
Download to citation manager
} Request Copyright Parmission

The positivity or negativity of the test is determined by the presence or absence of spermatozoa in the urine
of the toad previously injected with the urine of a woman suspected to be pregnant.

The spermatozoa of the adult toad are in contact with the Sertoli cells and are grouped together. parallel o
each other, in such a way that they appear like bundles. Occasionally the spermatozoa are free and b Citing Articles via Google Scholar

detached from the wall of the tubes and can be seen as a loose skein.

} Articles by MAININL, C. G.

The relation between the pituitary and the testis of Bufo arenarum Hensel has been studied by Houssay and
} Search for Related Content

Lascano Gonzalez (2). These authors found evidence that in the toad the pituitary exerts a constant

influence upon the spermatogenetic activity of the testis, and that removal of the pituitary produces testicular
atrophy. Repeated subcutaneous implantation of foad pituitary caused testicular hypertrophy in normals and ~ * Articles by MAININL €. G.
pituitarectomized animals.

" Chief: Dr. Enrique B. del Castillo, Buenos Alres, Argentina.

THE JOURNAL OF CLINICAL ENDOCRINOLOGY AND METABOLISM Q’ —

1) Colher urina da mulher com suspeita de gravidez
(evitar a ingestdo de liquidos — dilui¢do).

2) Em um sapo (bufo) macho, >100 gramas de peso,
inocular 10 mL de urina na via subcutanea de modo
a atingir o saco linfatico do-animal.

3) Se gravida, ha hCG, induz a liberagdo de
espermatozoides, detectados na urina do
animal ap6s um determinado periodo.

Dr. carlos galli Mainini.1914-1961

“El diagnostico del
embarazo con batracios
machos”
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1. Swab sample and place 2. Sguasze and raleass
swab tip into tube. Bend bulb 3 times to mix
bulb to brezk s=al and sample and conjugate.

release conjugate.

activation circle

Positive 2 ’
Control Parvovirus Ag 4. When color first appears 5. Read the test rasult
in the activation circle, 8 minutes from the

oress firmly to activate. time of activation.

t You will hear a distinct
"snap.”

3. Squasze bulb to
dispense 5 drops into
tha sample well of 2
SHAR® device.

Blue dot=positive
Any color development
in the sample spot
indicates a positive
result.

The SNAP CPL Test is the
exception because it
provides comparative
results.
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preg-testv03.swf

Antigen @ Conjugale S Anlibody e

Sample and Conjugate

!

1. Sample and conjugate are combined in sample
tube. Conjugate contains antibody with an en-
zyme “linked” to it. Enzyme antibody complex
binds to antigen in an infected sample

2. Sample tube’s contents are
*— added to SNAP device and

H begin to flow across matrix.
Conjugate/antigen complex
binds to antibody spotted
on the matrix.

3. Device is activated -

I L with a “SNAP” Sample
flows back across matrix

* *  Bidirectional flow provides
a second opportunity for

conjugate/antigen to bind

to the antibody.

4. Wash solution clears
matrix of debris that
could interfere with

& the results

6. Colorless substrate
solution interacts with
conjugate enzymes.
Each enzyme converts
multiple substrate mol-
ecules from colorless to
blue, amplifying signal.

>

This reaction forms blue
[ W | dots in device window
for easy reading of
positive result.

Any color development in
the sample spots indicates
the presence of FIV
antibody or FeLV antigen
in the sample.

&*

Soluble Giardia antigen 4 Conjugate Y Fecal material ()  Giarcia antibody e

Sample and Conjugate

s

I+®

. a2

-

o'

1. Fecal sample and
enyzme-linked antibody
conjugate are combined,
binding the antigen.

2. The test is pre-coated
with antigen-specific
antibodies.

3. The conjugate and
the antigen bind to the

bound antibody

forming a “sandwich.”

4. Device is activated -
with a “SNAR”

5. The wash step removes
nonspecific, unbound
conjugate and fecal
sample components
from the background
layer, clearing the way
for the final step.

6. The substrate moves

across the cleared matrix.

A blue color is generated
and then amplified when
the substrate and conju-
gate interact, heightening
the ability to detect
positive animals.

ELISA - outras apresentacoes

© USO DE BIOTINA - AVIDINA
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21



ELISA QUANTITATIVO

ELISA - Quantitativo

Quantikine®

Canine IL-6 Inmunoassay

PRINCIPLE OF THE ASSAY

This assay employs the quantitative sandwich enzyme immunoassay technique. A polyclonal
antibody specific for canine IL-6 has been pre-coated onto a microplate. Standards, control,
and samples are pipetted into the wells and any canine IL-6 present is bound by the
immobilized antibody. After washing away any unbound substances, an enzyme-linked
polyclonal antibody specific for canine IL-6 is added to the wells. Following a wash to remove
any unbound antibody-enzyme reagent, a substrate solution is added to the wells. The enzyme
reaction yields a blue product that turns yellow when the Stop Solution is added. The intensity
of the color measured is in proportion to the amount of canine IL-6 bound in the initial step. The
sample values are then read off the standard curve.
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Optical Density

200pL 200uL  200uL 200 uL 200 uL

9300
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10000

250 125 62.5 31.3
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0.046
0 0.056
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0.088
0.129
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0.392
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0.086
0.130
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0.397
0.741
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2.343

Corrected
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video softwarequantitativo.mp4
Elisa Tips.pdf
Elisa Technical Guide.pdf

Proper Pipetting

Proper position to dispense reagents into
emply wells using a multichannel pipette;
in the lower comer of each well

Proper position to dispense reagents into
wells containing liquid using a
multichannel pipette, above the liquid

24
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ELISA — Pratica
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Pareamento dos soros .

Titulo
de Ac

Dificil deteccao

ELISA - Vantagens

o AUTOMATIZAVEL
o LEITURA NAO SUBJETIVA

e BAIXO LIMIAR DE DETECCAO
e CUSTO (RELATIVO)

e SENSIBILIDADE ELEVADA
eVERSATIL

e TRIAGEM
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e PODEM OCORRER RUIDOS
o AMPLIFICACAO DE SINAIS INESPECIFICOS

« EXIGE ALGUNS EQUIPAMENTOS (relativo)
(LEITOR/ MULTICANAL)

Thermo FISher Q) @ Contato (& | Signin~ Quick Order ﬂ

Recently Viewed ltems

Applications & Techniques Shop All Products Services & Support About Us &y, Cloud

Home - Industrial & Applied Science » Animal Health

Free on-d d webinar - diagnostic tools for the identification, surveillance and characterization of swine influenza virus (SIV) >

Animal Health

Solutions by species & disease
Bovine / Cattle disease solutions
Bovine / Cattle

Porcine / Swine “ _ 3 =
Porcine / Swine disease solutions
Small Ruminants

Avian / Poultry

Aquaculture / Fish

Pre-Harvest Food Safety Solutions

Other Species & Diseases
Nofifiable Diseases
Pre-Harvest Food Safety Natifiable diseases solutions
Tuberculosis

2016

Animal Health

Major disease solutions l
| brochure

VetMAX™-Gold Trich
Detection Kit

4 h
VetMAX™-Gold BVDV " W i

Detection Kit . o : . f - s
i Meeting today’s diagnostic needs—innovating for tomorrow’s
VellAX ™-Gold SIV. ol

Download now »
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™ |DEXX Online Orders

L United States Change Country | Contact Us Q

Products and Services About Us

| Education | Support

for Healthier Pet

‘View‘

IDEXX INNOVATION

IDEXX Businesses

Small Animal Health

Equine Health

Livestock and Poult SDMA: Diagnose kidney Reduce risk and increase ROl Eliminating water-borne
Y disease earlier with the IDEXX SNAP BVDV diseases in Kenya

Diagnostics Antigen Test

Dairy Testing

Product Search

TOMER SERVICE ABOUT US: 1 k=yword, oatsiog £, or molecule

TECHNICAL INFORMATION

Products

Home > Products > Product Categories > ELISAs > 0

Product Category

Quantikine® HS Colorimetric Sandwich ELISAs, High Sensitivity

Search for Products

Brovss by Melaculs = Complets Listing of Quantikine HS ELISA Kits

Product Categ: Quantikine HS ELISA Kits are complete assays generally used where very low levels of the

targst protein srs expacted. Thass kits use =n smplification system in which an alksline

Prat

rorens phosphatase-based amplification leads to the formation of 2 colored product.
Antibodies

Features
ELISAs = Detect femtogram levels of protein
ELispot Kits = Complete ready to use kits
= Exhaustively tested for superior quality and reproducibility

Multiples

= Detailed protocol booklets include inter- and intra-assay precision, recovery, linearity,

Assays/Arays
sensitivity, and sample value data

:F:‘DIT' Cytometry B = Colorimetric detection
<
Selaction/Datsction Kit Contents
ctem Call & Call Kit contants may vary slightly. Please refer to Assay Principle
Culture Products product-specific inserts for = complete list of lif

contents for each individual assay. AP Amplifier
Assay Services N

= Pre-coated 96-well Microplate

General Laboratory = Conjugated Detection Antibody é &
Rezgents ¢

= Calibrated Immunoassay Standard

Activity Assays &
Reagents

Assay Diluent
Calibrator Diluant(s)
Wash Buffer

= Substrate =nd Substrate Diluent ~— 7

Browse by Ressarch
Topic

Amplifisr and Amplifisr Dilusnt \

. A"'?’.‘
= Stop Solution | (P |
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The ELISA
Guidebook

Second Edition

JohnR. Crowther
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