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Molecular mass screening of mosquitoes
for filarial parasites in Germany –
re-interpretation of PCR xenomonitoring
results would be required
Aleksander Masny1* and Rusłan Sałamatin1,2

Abstract

Comments concerning interpretation of the PCR xenomonitoring results in the article „Molecular detection of
Setaria tundra (Nematoda: Filarioidea) and an unidentified filarial species in mosquitoes in Germany” Parasites &
Vectors 2012, 5:14.
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Dear Editor,
In the context of an evaluation of the use of xenomo-

nitoring (sensu [1]) for detecting filarial parasites in
Germany we would like to point out that the article by
Czajka and colleagues [2] suffers from partially incorrect
interpretation, and incomplete description, of PCR re-
sults. The performance of D. repens DNA detection in
mosquitoes using the primers applied in the second round
PCRs [3–5], was described neither by Czajka et al. [2] nor
such performance tests were described in papers pub-
lished prior to the one by Czajka et al. [2] (to the best of
our knowledge). Furthermore, only one [6] of the primer
pairs used in second round PCRs [3–5] perfectly matches
D. repens sequences deposited in GenBank [6] – the pri-
mer pair 16SOvC and 16SOvB [4, 5]. We asked the au-
thors which primers were used for cytochrome oxidase
(COI) gene amplification and the authors informed us that
they used, for confirmatory PCRs (second round PCRs),
self-designed primers Co1-F and Co1-R that were not
mentioned in their article [2].
The authors interpreted every positive result of the

screening real time PCR performed on DNA obtained
from mosquito pools as positive result of filaria detec-
tion. However, the positive results of real time PCR

might have been false positive; there were no positive
PCR controls described, there were no negative PCR
controls described. The sensitivity and the specificity of
the PCRs applied in the study were not reported. Con-
sidering the above mentioned deficits, the following
statement based on PCR results, seems unsupported:
“The absence of Dirofilaria spp. or other zoonotic filariae
in our sample allows the conclusion that the risk of au-
tochthonous infection in Germany is still very low, al-
though dirofilariasis is emerging and spreading in
Europe” [2]. The results of the screening PCR were used
for infection rate calculations however, it was not clearly
stated anywhere in the article what was the range of spe-
cificity of the screening real time PCR, neither it was
tested on positive and negative controls nor its products
were sequenced. What authors interpreted as the infec-
tion rate was minimum, combined true and false positive
result rate of their screening real time PCR – a value
with no biological meaning [6]. In the Table one [2] the
authors claim that there were 67 positive pools among
666 tested, while on the next page they say that only 24
of the 67 seven samples positive in real time PCR were
positive in confirmatory PCR (12S PCR) and 17 were
negative (what happened to the remaining 26 samples
remains obscure). Of the 24 positive samples 23 were se-
quenced. What was the result of sequencing of the 23
samples remains unclear to the reader. Thus, the authors
themselves admit that not all screening PCR results
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could be confirmed as filaria positive results by second
round PCR, yet they use the number of screening PCR
positive results to calculate minimum infection rate of
mosquitoes in Table one [2]. Only the samples con-
firmed to contain filaria by second round PCR and/or
sequencing should have been used for minimum infec-
tion rate calculations. Furthermore, the authors should
publish information which PCR assays were actually
used as second round PCRs for COI gene detection [2].
It would be interesting to see the data reanalyzed by the
authors which would help to understand better what did
molecular mass screening of mosquitoes for filarial para-
sites in Germany reveal?
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