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1000ng/ml, 200ng/ml, 100ng/ml, 50ng/ml, 25ng/ml, 12.5ng/ml, 6.25ng/ml

FaReRs g ByE (K% 1:100~1:1000) FIE7K (1:10,000~1:100, 000) , A}
/INBR TG /K% 7E 25 — 80 ng/ml

The mouse—IgG ELISA shows no cross—reactivity with other Ig—classes from
mouse or bovine-IgG ( 0.1 %). Signals of all IgG-subclasses from mouse
(IgGl, TIgG2a, IgG2b and 1gG3) can be detected independently of the type
of light chains ( or ). In contrast, other Ig—subclasses (IgM, IgA,
etc.) will not be detected with this assay

In the procedure described the assay shows a detection limit of approx.
10 ng IgG/ml.
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No or too weak
color develop-
ment.

Troubleshooting

Please refer to the following table.

A further reason for a high background and/or too weak color develop-
ment may be the quality of the microplates. Possibly change the lot or the

supplier.
Possible cause Recommendation
Capture antibody is not * Use a fresh (not yet thawed) aliquot of Capture
active (e.g,, due torepeated  antibody.

thawing and freezing).

* Increase the concentration of the Capture anti-
body or of the Conjugate solution, respectively
(see "Sensitivity").

Standard graph is too shal-
low.

Use a fresh (not yet thawed) aliquot (standard).

Values of an antibody sam-
ple to be measured is obvi-
ously too low

» The antibody has been treated with denaturing
agents (see "stressed” antibodies). Also com-
mercially available antibodies may have been
produced under denaturing conditions.

Conjugate solution or Con-
jugate dilution is inacti-
vated by incorrect storage
or storage for too long peri-
ods.

* Prepare fresh Conjugate solution or Conjugate
dilution.

- Store at +2 to +8°C, do not freeze.

» Increase the concentration of the Capture anti-
body or of the Conjugate solution, respectively

(see “Sensitivity”).

Substrate solution has been
incorrectly stored or is too
old.

* Prepare fresh Substrate solution.
» Store in dark at +2 to +8°C.

High background

Substrate solution is too old
(color changes from light
green to dark green).

* Prepare fresh Substrate solution.
* E 495 nm/1 cm should be <0.16.

Inadequate blocking.

Extend Blocking step to 30 min.

The monoclonal antibodies
(e.g.. anti- collagen) bind to
the peptides in the Blocking
reagent.

Replace Blocking reagent by:
Tris-HCI, 50 mM; NaCl, 150 mM; pH 75; bovine
serum albumin, 1% (w/v)
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