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Réaction antigene/anticorps
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Réaction antigene/anticorps

The reaction between
Fab and a unidetermi-
nant, multivalent
antigen.
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Reéaction d'agglutination

Antigen Antibody No
(lg) agglutination




Precipitation en milieu liquide
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Precipitation en milieu solide

Load
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Diffusion in gel .
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RIA/ELISA

Antigen Blocking

protein

Antigen-coated plastic well Block unbound sites on plastic with
unrelated protein

Enzyme-labeled
antibody
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Coat plastic wells with antibody to IL-2

Sandwich/Compétition
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Immunopreécipitation
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Immunofluorescence

Sexaiting light| | emitted light :1

Coupe de pancréas:

Anticorps « vert » dirigé contre GAD (glutamic acid decarboxylase)
marque les cellules 3 des ilots de Langerhans

Anticorps « orange » dirigé contre I’hormone glucagon marque les
cellules a




Cytometrie de flux (1)
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Cytometrie de flux (2)

One antibody

Two antibodies
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Cytomeétrie de flux (3)
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fluorescence fluorescence
intensity intensity
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Tri cellulaire par « panning »

Culture en présence de LPS
pendant 8 jours
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Tri cellulaire par cytomeétrie

Fluorescence—-Activated Cell Sorter {(FACS)
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through nozzle
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Tri cellulaire magnétique
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Cartographie epitopique (1)

cDNA fragments
— I are expressed as

recombinant proteins

Identification of
immunoreactive
recombinant fragments
by ELISA or Westernblot




Cartographie epitopique (2

1. layer of amino acids

solutions of ! + membrane support with
all 20 natural pre-activated spots

amino acids

e
_;J;J.J"

LG

MAPPSTREPRVLSAT SATESDGEMVLEGFPDADS. . .

MAPPSTREPR
PPSTREPRVL design of synthesis
STREPRVLSA ... |strategy

2. layer of amino acids

chemical synthesis
of oligopeptide arrays

incubation with
antibodies, wash
away unspecific
antibodies

_EiEIRm

H”

detection of bound,
specific antibodies




Clonage et criblage (1)

Cell expressing
Protein of interest

Bacterial
Colonies,
Each
Expressing
One ¢cDNA

cDNA — cDNA library m
Bacterial expression
vector

Bacteria
expressing
cDNA of
mterest




Clonage et Crlblage (2)

Transfect the cDNAs into
fibroblast cells where they
propagate as episomes

Clone cDNAs obtained from cell
mRNAs into expression vectors

The cells are purified and

Antibodies identify the cells | disrupted, releasing the
expressing the desired protein | vector containing the
desired cDNA clone




Clonage et criblage (3)

Cloning a random population
of variable regions gives rise fo
a mixture of bacteriophage —
a phage display library

Select phage with
desired V regions by specific
binding to antigen

Isclate population of genes Construct fusion protein
encoding antibody of V region with a
variable regions bacteriophage coat protein
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Blood Tissue biopsy
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Immuno-PCR

ELISA 'IMMUNO-PCR

Coloured TMB substrate

i

Biotin Antigen  NeutrAvidin Horseradish Forward
peroxidase primer

Reverse
primer
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Panama-blot

Immunoblotting and acquisition of densitometric profiles Monoparametric analysis
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Computer-assisted statistical comparison Multiparametric analysis
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Principal Component Analysis Peak 2
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Immunoproteomics
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Functional immunomics: Microarray
analysis of IgG autoantibody repertoires
predicts the future response of mice to
Induced diabetes.
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