PCNA ANTIGEN

ATP03-02 PCNA antigen 0.20 mg
ATP03-10 PCNA antigen 1.0 mg
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Description of the Product

Purified recombinant full-length human sequence protein. After
coating onto ELISA plates the product will bind autoantibodies to
PCNA.

Purity: The PCNA autoantigen (34 kDa) is more than 90% pure,
as assessed by SDS-polyacrylamide gel electrophoresis.

Storage: Store at -65°C or below (long term). Avoid repeated
freezing and thawing. Mix thoroughly before use.

Clinical and Biochemical Data

Autoantibodies to proliferating cell nuclear antigen (PCNA) in the
serum of patients with systemic lupus erythematosus (SLE) were
first described in 19782 Although anti-PCNA antibodies were
initially believed to be specific for SLE®*, they have now been
described in patients with Sjoegren's syndrome®® as well as in a
range of other clinical conditions such as hepatitis B"®, hepatitis
C’, and malignant disease®'°. Anti-PCNA antibodies in patients
with SLE have been reported to correlate with a greater
incidence of glomerulonephritis™.

PCNA is a member of the DNA sliding clamp (8 clamp) family
and has an essential role in DNA synthesis'2. The protein exists
as a homotrimer*'* and acts by encircling DNA to serve as a
scaffold on which DNA polymerases are tethered. PCNA is also
known to interact with a number of other proteins'® that are
involved in DNA replication, repair or methylation or in cell cycle
regulation. PCNA deletion mutant studies suggest that
autoantibodies in SLE sera are very heterogeneous and can
react with a range of different epitopes’®, whereas
autoantibodies present in patients with hepatitis B recognise
preferentially the C-terminal of PCNA®. Sulfhydryl groups present
in PCNA also appear to be essential for autoantibody binding'’.

Recombinant full-length human-sequence protein expressed and
purified from Sf21 insect cells constitutes AROTEC's PCNA
antigen. The use of recombinant PCNA antigen for the detection
human autoantibodies has been described elsewhere®.

Methodology

The following is an ELISA procedure which can be used to
detect anti-PCNA autoantibodies in human serum using the
ATPO3 purified PCNA autoantigen:

1. Dilute the purified antigen to 0.2-1.0 pg/ml in 10 mM Tris-
HCI, pH 7.4; 0.15 M NaCl

2. Coat ELISA plates with 100 pl of diluted antigen per well.
Cover and incubate 24 hours at +4°C.

3. Empty the plates and remove excess liquid by tapping on a
paper towel.

4. Block excess protein binding sites by adding 200 ul PBS
containing 1% BSA per well. Cover and incubate at +4°C
overnight.

5. Empty plates and apply 100 ul of serum samples diluted
1:100 in PBS / 1% BSA / 1% casein / 0.1% Tween® 20.
Incubate at room temperature for 1 hour.

6. Empty plates and add 200 pl PBS / 0.1% Tween® 20 per
well. Incubate 5 minutes then empty plates. Repeat this step
twice.

7. Apply 100 ul anti-human IgG-enzyme conjugate
(horseradish peroxidase or alkaline phosphatase) diluted in
PBS / 1% BSA / 1% casein / 0.1% Tween® 20 per well and
incubate for 1 hour.

8. Repeat step 6.

9. Add enzyme substrate and stop the reaction when
appropriate.

10. Read absorbance in an ELISA spectrophotometer.
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