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“*Immune system: protect against disease

“»Major target: detect and distinguish pathogens
(virus, bacteria, fungi, parasite, others)

<+ Innate/[# 4 immune system: nonspecific rapid
(leukocyte, NK cell, complement)
scavenge recruit activate

<+ Adaptive/i& W74 immune system: specific slow
(lymphocyte, antibody)
recognize tag memory
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B cell
T cell

Macrophage  Dendritic cell
Neutrophil NK cell

1 2 3 4 s 6 7 8 9
time after viral infection (days)
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< IR RESE (epitope / antigenic determinant) :
YRR BB IR R IR A K L6 N B FREUE

FLAH RS i

determinants

S

An antigen may have more than one determinant,
each binding a specific antibody molecule 15

B BT

< B (monoclonal antibody) : H—Fh
KA AER, HRA—MHR oo e P,

< ZREEEDLA (polyclonal antibody) : HEME
=AY, R E—HUR K 2 AN PR e R
ZHPERIES.
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ELISA (Enzyme-Linked Immuno Sorbent Assay)
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@

Antigen is added to the solid phase and adsorbs
passively on incubation.

(i)
After incubation, any non-bound antigen is
washed away leaving the ‘coated’ solid phase.

(iii)
Antibodies specific for the antigen and labeled
with an enzyme {conjugate) are added, and
incubated.

@iv)
The conjugate binds with antigen on solid
phase.

Any unbound (free) conjugate is washed away.

$2)
A substrate/chromoephore solution is added and
the enzyme catalyses the reaction to give a
colored product.

The reaction is terminated after a certain time
(Stopped) and the colour quantified (read)
using a spectrophotometer.

1. Antigen is passively absorbed
to solid phase by incubation

2. Antibodies are added and incubated with solid-phase
attached antigen. Those which are specific will bind to
antigen

3. Antibodies labeled with enzyme(conjugate)
directed against the particuLar species in which
the original antibodies were produced(anti-
species).

4.These bind to any antibodies which are
attached to antigen. Excess conjugante is
washed away after a period of incubation

5. Substrate/chromophore is added and color
develops as a respLt of enzyme present.
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(i (i)
I@D@ Antibodies are :.D@ O Free antibodies are
l | passively attached to < washed away and then
==Z solid phase by | =2 O antigen added.
i incubation in buffer. - : 5
== =€ ()
(iii)
[ Antigen is captured by coating
| O antibodies during incubation.
! 2 Unbound antigen is then washed
| O away.
(iv)

Conjugated antibodies directed
against antigen are added. These
antibodies can be the same
preparation as used on the solid phase

QQ\% or from a different source (species).
)
Binding of the conjugate during
o~ ENZ incubation completes the 'sandwich’.
7 Free conjugate is washed away.

(vi)

Chromophore/substrate is added and

— ™ colour allowed to develop for a

| ¢ O defined time.

| == O

| - .. O

i i e O The reaction is stopped and colour
i ™Y OC D quantified in a spectrophotometer.
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http://en.wikipedia.org/wiki/File:Polystyrene_formation.PNG
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< PUEALBETR: 50ug/ml OVA in 0.05MRk i £h4E 114, pHO.6

< B 5%MEYH in PBS pH7.4

< PR PBS pH7.4

< 2Pt HRPARICEDTRPTLiE, 1:5000 ke

< Yl (PBST): 0.1%Tween-20 in PBS pH7.4

o BV 0.04%O0PD. 0.15%H202 in ¥ Ha- T 22 p pH5.0
o OB 2MERIR
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ELISASE B

< 41 4 OVAHLR (50ug/ml) 100uL/fL, 4 Cit’. (E5880)

e B P FFRE, INNEATR 150uL/4L, 37°C, 30min.

Vb P FEPW, nEE200ul/fL, FETE, YRk

<o i RIE, AN [EIREREBE AR 175 51448 100 uL/AL
37°C, 30min.

o UE VT FEP. hndei200ul/fL, FEETE, =K.
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