\ L8
y o - .
‘ N ) i 1 MM B JL"C

/
o~ I. ANTIBODY TITRATION CURVE

‘(“’ The first step ¥ in the set-up of the radio immunoassay is to choose
an antibody concentration at which the known amount of Ag* will be pre-
cipitated in direct proportion to the amount of antibody available.

The antigen is used.at a concentration to yield approximately 10,000 -

20,000 cpm in the max%?gm‘precipitate tube supernatant. This is usually

a 1/500 dilution of I labelled antigen using our labelling technique.
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The antibody concentrations used are 1:2 dilutions beginning with mas A

total Ab present.
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QJ“ . Maximum ppt 100% is determined by count of tube to which no antiserum is

added since no ppt occurs and all radioactivity 1is in the supernatant.
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- II. STANDARD PRECIPITATION CURVE [INHIBITION ASSAY]
0
o8 Normal serum standalcl
10 ol
Inhibitors @ conc range
8 1/20 - 1/520 range of
antigen expected in normal
- serum,
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50 A Ag* ¢ 289,000 cpm
5 A& standard Ag at varying dilutions s - ¥s:.o
50 A Ab @ dilution which ppt ar 2/3 maximum number of
(_:ounts precipitable by that antiserum
s
_1__ Maximum fraction of labelled Ag precipitable
X by amount of Ab used
(}‘ Minimum Ag detectable AJ.02 mg/ml serum
e.g., Brt serum as inhibitor of MPOC245T Ag* + aetb120 @ 2/3 ppt. conc.
for 20% ppt, 1/20% = 5. Reading ugm inhib. to give 20% ppk=
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ITI. DIRECT PRECIPITATION

,f'y .

Qualitative assay where you are measuring unknown for its antigen
binding activity. Detection of antibody.
Ag conc - 1/500 of labelled goody by hand Can choose com-
1/250 " " " compupet parisons of sera's
binding ability as
Ab unknown 1/5-»1/100 or at concentration to amount necessary
determined from Quchterlony to ppt 50% counts.

strength estimates.

{

ol Mouse Ig (R65) will
show max. ppt
obtainable with
labelled preparation.
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INHIBITION ASSAY (test for presence of classes - heavy chain)

Unknown acti#ying as antigen to inhibit pptn of Ag* with Ab @ 2/3 ppt point
Quantitative

1. Series with known inhibitor = normal serum standard
2. Unlabelled Ag is plotted on 1/p scale with ugm inhibitor on
bottom scale.

It is best to use antiserum which has previously been absorbed and made
specific. However, if a purified myeloma protein is used as the labelled
antigen, an antiserum may be usable even if it has several specificities.
This is because only the reaction with the labelled protein is relevant.
However, it is extremely important in this situation to ensure that the

- Clq supply is not consumed by these irrelevant complexes.
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