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Infended tse

The ELEGANCE Chiamydta prieumoniae IgM ELISA has been designed for the in vitro diagnostic measurement of
anti-C preumoniae 1gM In the screening of human serurn.

Principles of the ELEGANCE Chiamydia pneumnoniae igM ELISA

The Chlamydia preumoriae lgM ELISA measures ant-Chlamydia preumoniae 1gM in human serum by an enzyme-linked
immunosorbent assay method {ELISA). Highly puriied Chiamydia prreumonize-specific ouler membrane protein complex, bound fo
the microwells, reacts with the anti-Chlamydia prievmoniae 1gM in the sample. After a wash, any bound Igh is further reacted with
anti-human IgM polyclonal antibody tabelled with alkaline phosphatese. A substrate solutfon, containing p-nitrophenol phosphate (p-
NPP}, reacts with alkaline phosphatase 1o praduce colour comelating with the presence of anti-Chlamydia pneumoniae IgM in the
sample. The result is determined by calculating an index value from oplical density (0D) values rafative fo control material.

Clinicat Significance

Until recent years, it was thought that Chiamydia pneurmoniae was a subspecies of Chifamydia psittaci, but in 1929 the edstence of
this third Chiamydia species was astablished.' Depending on the host, Chlamydia preumonize can bring about acute chronic upper
respiratory infection, bronchitis, and pneumonia-based lung disease. Depending on the site of inflammation, these can lead to very
serious com;:alications.z‘a'4 Research resufts are also suggesting the involvement of Chfamydia preumoniae in asthma, lung infections

and other chronic diseases.

Sample Preparation

Immediately before use, bring samples to room temperature
and mix thoroughly by vortexing. Using = sample dilution
plate, pipette:

2, 10 pb of sample and add 200 pl of Latex Solution®.
Sheke plate (for ighd). incubate {or 10 minutes at
room temperature.

This is a final dilution factor of 1 in 21 ([gh}, to be used in
the assay. Do not dilute control samples.

Protoco! {for Igh)
Al reagents at room femperaiure & gently mixed before use.
1. Pipette 100 ul of
a. Wash Solution™ (1 wel - "blank’)
b. Chiamydia preumoniae Negative Control (2 wells)
¢. Chlamydia preumoniae tgM Positive Control (2
wedls) Mofe: Do not dilute control selutions.
d. Diluted sample {Into remaining wells).

2, Cover the piate with the lid and incubale at 37°G for
B0 minutes.

¢ pneumaoniae IgM ELISA Kit Components

{Stare af 4°C)

Kit Components Sath#

C pneumoniae Ighd ELISA Kit 98 Wells 40CPMG005
Coated Microwells 1 plate CPAgE
Latex Solution 26ml CPmMLES
Ight Antibody Reagent 10.5ml CPMESE
Negative Contral 1.4ml CN1
IgM Pasttive Control 1.4mi CPMP1
Wash Concentrate! 50mi cwos
Substrate Salution +0ml CsLes
Stop Solution &ml £50Hg8

" crystallized warm to 37°C bedfore dilution.

3. After incubation, aspirate the liquid and rinse each
well three times with 300 pl of wash solution™. Afier
the final wash, invert the plate and fap fimnly an an
abgorbent lint-free tissue to remove any remaining
wash solution.

4. Pipette 100 pl of Chlamydia pneumontas g
Antibady Reagent into each weill.

5, Cower the plate with the lid and incubate at 37°C for
60 minutes.

6 After incubation, aspirate the liguid and rinse each
weil three times with 300 pl of wash solution™. After
the final wash, invert the plate and tap firmly on an
absorbent lint-free tissue to remove any remaining

wash solution.
7. Pipette 100 pl: of substrate solution to each well,
8. Cover the plate with the iid and incubate at room

. temperaturg (20-25°C) for i 0 minutes.

=N After the 10 minutes, pipetie 25 pl. of Chiamydia Stop
Soluffon info each wel.

10, Mix gently with a plate shaker for 10 seconds.

11.  Using a microplate reader, measure the OD at 405
nm. Correct for “blank’ (subtract D of microwell io
which 100 pt of Wash Solwtion was pipetiad).

* This is a 8-fold dilufion of a concentrate.
** This is & 10-old dilufion of wash concentrate in water.

Sample Ranges (Children)

{ Norma!l Shildren Histegram

{ Chlamydia preumoniza 1gM)
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Comparison to Micro-F
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Comparison fo Micro-IF Method
{Acute Respiratory Patients {(n=418}}

Intraassay / Interassay Coefficient of
Variation

Intraassay coefficient of veralion is typically <10% for
the lgM ELISA.

Interassay coefficient of vartation is typically <10% for
the lgM ELISA

interassay

Sample 1 2 3

n= 10 10 1G
Average OD[ D.364 0.602 1.000
50 0.032 0.053 0.058
oV A8 8.7 58

(Antigen Positive Pafients {n=51})

Micro-IF Method Micro-4F Method
Igid Total 1o Total
+ - + -
g + 43 &1 (14.6%) § 24 (47.1%)
i i
i - 313 357 (85.4%) ] 27 (52.8%)
Total s (22 2%) 325 (77.8%) 418 {100%) Totat 31 (80.8%) 20 (39.2%) 51 (100%}
Positive Rate: 48/93 =527% Positive Rate: 23/3 =T742%
Negative Rate: 3137325 =986.3% Negative Rate: 19120 =95.0%
Total Rate: 3E2/418 =868% Total Rate: 42151 =82.4%
oM Western Blot Method (analysis of above) oM Westem Biot Method (analysis of above)
8 - Total g
ELEGANCE + iz ELEGANCE +
Misro-IF - Micro-iF -
ELEGANCE - ELEGANCE -
Micro-IF + 4 MGG IE + 1(12.5%)
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