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Background: S. pneumoniae remains an important pathogen despite licensure of a
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seven-valent pneumococcal protein conjugate vaccine. The appropriate clinical » 550 S. pneumoniae clinical isolates from 2004-2006 collected through the Tigecycline Evaluation and Surveillance Trial (T.E.S.T.) were tested Optlleatlon O'F PC-RS.
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Methods: 550 S. pneumoniae clinical isolates collected through the Tigecycline Molecular Capsular typing by multiplex-PCR. P P
Evaluation and Surveillance Trial (T.E.S.T.) were examined. We devised a simple . DNA : Fast boili
PCR-based assay of five sequential multiplex reactions to reliably deduce 28 specific extraction (Fast boiling) > Simple and fast DNA template preparation
pneumococcal serotypes. All PCR results were used to focus the Quellung reactions - Subculture on blood agar plates (Tryptic Soy Agar base supplement with 5% sheep blood) .- :
and allowed use of only type- or factor-specific sera for final serotype determination. - Incubation overnight at 37°C in 5% CO, » Minimal number O.f PCRs (5 reactlons)
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effective method than the conventional
* Oligonucleotides primers method

» Orients the Quellung reaction scheme by

serotype of 90% of the isolates with 100% correlation with the Quellung reaction. 10%
of isolates were non-typeable by PCR. This PCR assay allowed the testing of 92
isolates in 1 day versus 5 days by Quellung. Currently, the most promising assay

The 28 oligonucleotides pairs (8) used for this study were designed to target the following serotypes:

combines multiplex-PCR for determination of the 28 most common serotypes followed 1,3, 4, 6A/B, 7C/B, TFIA, 8, 9V/A, 10A, 11A/D, 12F/A, 14, 15A, 15B/C, 16F, 17F, 18ABCF, 19A, 19F, 20, 22F/A, 23F, 31, 33F/A, 34, 35B, 35F, = e i W5 eEsEn
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disease is directly related to the production of a capsule, a polysaccharide structure external to the | » ' 7FIA, 15A, 31, 33F/A, 38 (5) 22FIA 37 6.7
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A Quellung reaction is the result of the binding of the pneumococcal capsular




