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The most frequent causative agents

of sepsis
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Numbers of cases of sepsis in the United States,
according to the causative organisms
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Recent approaches In the diagnosis
of sepsis

Method Time (h) Instrumentat Adaptibility
ion

Blood culture

Molecular technics
from blood

1. FISH

2. PCR/LCR/NASBA

3. Real Time PCR

Molecular from blood

1. PCR+sequencing

2. Real Time PCR
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Differentiation of the fungal and bacterial
pathogenes
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- Bacterial primer

- Primers PLK1 PLK2 are highly

conserved in different groups of
eubacteria.

- The primers amplify conserved

regions of the bacterial 16S rRNA
gene.
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Melting peaks of the fungal pathogenes

Melting Point Analysis

High Resolution Melting Point
Analysis (HRM)
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Amplification with 1TS86; ITS4 primer pair.
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C. krusei grey.
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Gram strain classification with FRET

Emitted light from hybridization probes: Emitted light from

or
705 nm from gram-positive probe ISP2
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Summary

We applied the fungal PCR for the detection of the
bacterias.

The sensitivity of the PCR was less than 5 CFU/ml.
The multiplex reaction is working with extrem dilution
of the templates.

The Melting Point Analysis and High Resolution
Melting Point Analysis were approriate to discriminate
the most common pathogen fungus.

All bacteria tested were correctly classified
as gram positive or gram negative with FRET



Further aims:

|dentification of all bacterial pathogens

We would like to perform a Real Time PCR without DNA

purification from whole blood or serum - and save more
time

Grow up the reliability of the method with internal control.



Acknowledgement

Yvette Mandi MD PhD DSc
Ferenc Somogyvari PhD
Zoltan Peto MD PhD

Adrienn Bajczi, Déra Abraham

Csaba Vagvolgyi PhD

Sandor Kocsubé

Gyorgyi Mullerné Deak

IR (3

The Project named ,TAMOP-4.2.2/B-
09/1/KONV-2010-0005 — Creating the
Center of Excellence at the University
of Szeged” is supported by the
European Union and co-financed by
the European Regional Development
Fund.




THANK YOU FOR YOUR ATTENTION!

DZIEKUJE ZA UWAGE!




