immunoassay

Wondershare

EdrawMind

a mixture of proteins is separated based on:imolecular
weight through gel electrophoresis

then transferred to a membrane producing a band for The position of the protein antigen on the membrane is
each protein depending on molecular weight

an antibody conjugated to an enzyme such as
horseradish peroxidase, that generate signals and leave
images on photographic film

protein is then is dentified by

western blot radiolabeled Ab

used for identification of HIV Ab }

other blot

southern blot detect DNA }
nothern blot detects RNA }

the antigen or antibody is labeled with a radioisotope }

quantified by instruments that detect radiosctive decay
events

—[ radio- immune assay (RIA)

can measure - Tumour markers }

-Viral and bacterial antigens }

/—{ Done in 96 well microtitre plates }

~[ detect the presence of a protein and its quantity }

For Ab detection,

Ag coated wells used }

indirect ELISA

Add patient serum then wash }

Add goat anti-human Ig@ntibody enzyme linked and
substrate

If there is color means positive }

For Ag detection,

wells coated with Sp. Ab. }

—[ Enzyme linked immunosorbent assay ]» types H‘{ sandwich ELISA( most common)

[Jadd patient specimen then wash, Ag in specimen binds
to coated Ab

JAdd antibody enzyme linked Ig antibody enzyme linked
and substrate

If there is color means positive }

Ag coated wells

[ITwo specific Abs, added simultaneously then wash }—{

competitive

(enzyme linked Ig antibody enzyme linked and
substrate& patient serum)

[)More specific tested Abs attach to Ag

[Positive test- no colour }
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analyzing the cell surface or intracellular expression of
different molecules.

The maturation stage, cytokine secretion (inside cells

and bound) or cell cycle, apoptotic cell and numerating
B, T and other leukocyte cells

can detect fluorescence on individual cells in a
'_[ flow cytomentry ]‘ suspension and thereby determine the number of cells

expressing the molecule

\{ cytoplasmic molecules can be stained by

—[ Ag-Ab binding affinity ]»

,—{ surface plasmon resonance

steps

temporarily permeabilizing cells }

permitting the labeled antibodies to enter through the
plasma membrane.
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lipophilic Fluorescent dyes like CFSE H to study proliferation of T and B cells in vivo }

an antibody passed over an antigen that is fixed over a
metal film .

A light source is focused on this film before passing

(| antibody through a prism at a specific angle (resonance),

U

|| the reflected light provides a surface plasmon resonance

readout

Adsorption of an antibody to the antigen alters the
surface plasmon resonance readout

makes an angular shift and as it increase means increase
antibody affinity

measure the kinetics of antigen-antibody interactions }

{ equilibrium dialysis H steps

, the antigen with radioactive material in the bathing
solution enters compartments becomes exactly the same (the same

until the concentration of antigen within the two
membrane-side (semi-permeable for antigen)

radioactivity))

. a solution of antibody is confined in one compartment. ‘

the net amount of antigen inside the antibody

when antibody is present in one compartment

compartment increases ‘

the radioactivity increases by the quantity that is

depending on antibody affinity ‘




