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BACKGROUND

 Accurate diagnostic tools as well as markers of
parasitological response to treatment, are priorities in
Chagas disease research and development.

 Real-Time PCR (qPCR) testing is an increasingly
recommended diagnostic endpoint in clinical trials of
drug candidates in Chagas disease.

 Recent studies have assessed performance
characteristics of qPCR methods, but no formal external
quality control program has provided performance
assessment of the assays in use in clinical trials.

AIM

This study aimed to characterize the performance of
the qPCR method as a diagnostic endpoint in the E1224
clinical trial through the analysis of an external quality
control specially devised forthis purpose.

R E S U L T S

CONCLUSIONS

 There was a high within (Accordance) and between (Concordance) laboratory agreement in the qualitative results of this study, independently of the T. cruzi DTU and stock used.

 The results obtained for the QC panels after nine months of preparation evidenced the high stability of Guanidine-EDTA-blood samples (no statistical differences between panels).

 An External Quality Control Program for molecular diagnosis of Chagas disease is feasible and informative, allowing broader implementation of qPCR testing in clinical trial settings.

MATERIALS AND METHODS

DNA extraction:
300 µL of Guanidine-EDTA-Blood samples spiked with 200 pg 
of an Internal Amplification Control (IAC) were processed 
using of High Pure PCR Template Preparation kit (Roche, 
USA) and eluted in 100 µL of elution buffer.

qPCR procedure:
Duplex qPCR targets the satellite T. cruzi DNA and the IAC 
DNA sequences. The qPCR reactions were carried out using 
FastStart Universal Probe Master Mix (Roche, Germany) with 
5 μL of DNA in a final volume of 20 μL.

Cycling: 10 minutes at 95 ºC 
40 cycles: 15 seconds  at 95 ºC

1 minute at 58 ºC

qPCR devices:
ABI7500 (Applied Biosystems, USA) >>> Core Lab 
Rotor-Gene Q (Corbett Life Science, UK) >>> LabB

Table 1. Design of Quality Control Panels for E1224 trial.

Table 1. Accordance and Concordance analysis of qualitative qPCR results.

Accordance: Intra-laboratory agreement
Concordance: Inter-laboratory agreement
COR: Concordance Odds Ratio
COR= Accordance * (100 - Concordance)

Concordance * (100 - Accordance)

Figure 1. Analysis of 
inter-laboratory 
precision for all T. 
cruzi stocks.

Figure 2. Analysis of QC 
Panels’ stability after 9 
months of preparation.
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There were statistical 
differences between 
both laboratories but 
not between both 
operators from LabB
for all T. cruzi stocks.
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