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The paper “Adiponectin and Resistin Gene
Polymorphisms in Patients with Anorexia Nervosa and
Obesity and Its Influence on Metabolic Phenotype” by
Kfizova et al. (2008) presented original hypotheses and
taking into account that presented research was
performed on a population of the same ethnic origin, we
decided to replicate the presented findings in our cohorts
of subjects.

However, after a series of unsuccessful attempts
to carry out the experiments described by the authors of
the article, we discovered several major methodological
problems within the paper.

First and foremost, the annotation of single
nucleotide polymorphisms (SNPs) throughout the article
is misleading and confusing. The authors claim to
investigate the polymorphism —180C>G in the promoter
region of the resistin gene (NM_020415) and they also

report the —180C>G polymorphism not to have been

investigated before; mentioning only one publication on
—180C>G published so far (Smith et al. 2003).
Unfortunately, it is highly likely that the authors did not
take into account that the designation of —180C>G was
actually originating from a different count method used
by Smith et al. (2003), who employed a method of
counting the positional assignment from the site of
initiation of translation instead of the site of transcription
start at nucleotide 3.168 within the resistin sequence (the
accession number AF352730). When performing the
of the
polymorphism using the sets of primers reported in the

proper positional assignment investigated
paper, we came to conclusion that the authors were
actually investigating SNP ID rs1862513, commonly
recognized as —420C>G. However, this finding puts the
whole work presented by the authors into a different light
as plentiful of articles were published on —420C>G
before 2008 (Engert et al. 2002, Ma et al. 2002, Cho et
al. 2004, Osawa et al. 2004, Mattevi et al. 2004,
Bouchard et al. 2004, Kunnari et al. 2005, Pistilli et al.
2007). Moreover, this polymorphism seems to be one of
the most investigated SNPs within the resistin gene.
Furthermore, the authors also claim to
investigate the +62G>A SNP in resistin gene. Based on
the description provided by the authors, this
polymorphism should be located in position +62, counted
from the transcription or translation start site as it usual.
However, the readers might get easily confused if they
attempt to find such a polymorphism in +62 position of
resistin gene sequence. We suggest that +62 G>A
to +1326G>A,

translation start site, (reference cluster ID rs3745368),

actually refers counted from the

which represents a SNP mentioned by Sentinelli et al.
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(2002) in a paper focused on obesity and type 2 diabetes.

To avoid such confusions it would be highly
advisable to quote the polymorphisms along with their
valid SNP database reference cluster IDs, as it is a
recognized a standard nowadays.

Last but not least, it is highly likely that the
primer sequences for detection of polymorphisms in
adiponectin gene (Tables 1 and 2) were not derived from
the work by Xita et al. published in 2004, as the only
paper of these authors published in 2004 was focused on
a SNP in resistin, not adiponectin gene (Xita et al. 2004)
and this paper contains no original data on adiponectin. In
Table 3, the authors claim to use the set of primers for
detection of +62G>A polymorphism in resistin gene,
previously published by Tan et al. (2003). In fact, the
paper by Tan et al. was investigating the resistin gene,
unfortunately, instead of primers cited in Table 3
(forward primer 5°-GCCGAGACCACATGTCACT-3¢,
reverse primer 5°-CCTCCGGGCCTACTAAAGAA-3°),

References

Tan et al. (2003) used a completely different set of
primers (forward primer 5°-AGAGTCCACGCTCCT
GTGTT-3¢, reverse primer 5°-CATCTCCAGGTTTAT
TTCCAGC-3°) for the
polymorphism (Tan ef al. 2003).

detection of investigated

Finally, the sequence of the reverse primer
reported in Table 4 to be used for detection of —180C>G
(-420C>@G) is misleading. Instead of reported sequence
5“AGATGCAGCAAAGCCAAAGT-3¢ (which actually
does not exist within the resistin gene sequence), the
correct sequence should be 5‘-GGGCTCAGCTAACCA
AAT-3¢ as described by Smith et al. (2003).

To conclude, we presume that most of these
confusions resulted from the improper work with
information resources and therefore we would like to
highlight the importance of verification of the previously
published methods in order to avoid the persistent
transmission of incorrect and misleading information
confusing the future generations of investigators.
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We thank Hlavna and colleagues for their
comments to our paper. We are sorry that the authors
were confused by our methodological part and we would
have been certainly more than happy to provide any
additional explanations to our methodology at any time if
we were asked to which nevertheless was not case.

The authors criticize numerous part of our
methodology. Unfortunately, they do not provide any
concrete data from their laboratory to support their
conclusions. Furthermore, although the authors certainly

have some publication record to support their expertise in
testing adiponectin gene polymorphism in patients with
obesity or atherosclerosis they to our best knowledge did
not publish any papers either on resistin gene
polymorphisms or in a cohort of patients with anorexia
nervosa which one would have expected in the light of
strong conclusions they made with respect to our paper
and its scientific significance.

In our paper, we used the term for resistin
polymorphism —180C>G according to the study by Smith
et al. (2003) this polymorphism can also be termed
—420C>G. We are sorry to disagree with Hlavna and his
colleagues that scientific value of our findings is low in
the view of this clarification. To our best knowledge there
are no published papers studying this polymorphism in
patients with anorexia nervosa to date and comparing its
frequency in these patients with patients with obesity as
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we did in our work.

We indeed investigated the +62G>A SNP in
resistin gene and this position actually refers to
+1085G>A and not to +1326G>A as Hlavna and
colleagues are suggesting. The set of used primers and
entire methodology are correctly described in our work in
Table 3. On the other hand we acknowledge some
confusion in our Methods description since the set of
primers was designed in our laboratory and the method
was also optimized in our laboratory and this was not
clearly enough described in our paper.

The primer sequences for detection of
polymorphisms in adiponectin gene (Tables 1 and 2)
were not derived from the work by Xita et al. (2004), but
from the work by the same authors published a year later
(Xita et al. 2005) as Hlavna and colleagues correctly
pointed out and we appreciate this correction. The
sequence of reverse primer for determination of SNP
—180C>G in resistin gene in Table 4 of our paper was in
fact the primer sequence for detection of SNP +276 G>T
in adiponectin gene. We apologize for this mistake that
was a result of improper copying of primer sequences
within the text. Determination of SNP —180C>G in
resistin was designed as it was published in the work by
Smith ez al. (2003).

We would like to stress that our study was meant
as a pilot one and all of the results were certainly affected
by the relatively low number of subjects in our cohort for
the standards of gene polymorphism studies. However,
we have clearly identified these limitations in the last
paragraph of the Discussion of our paper. It should also
be mentioned that while there is a number of papers
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published on this topic in patients with obesity and/or
type 2 diabetes mellitus, there is a lack of information on
this topic in patients with anorexia nervosa. With respect
to this issue, we did not find any citation in Hlavna's
letter related to studies in patients with anorexia nervosa
that would support their conclusion about low originality
of our results.

We certainly appreciate if any of our papers is
cited and stimulates a fruitful scientific discussion. We
also acknowledge above described methodological
incorrectness on our site and we again thank Hlavna and
colleagues for identifying it. On the other hand, we do
have to insist that any criticism of previously published
data has to be based either on a strong previous
publication record or on the concrete data of the opponent
(or in the very least of others) showing clearly that the
criticized paper was wrong or not original enough. Only
if these conditions are met and the authors of original
paper have access to complete results, methodology,
groups of subjects, their characterization and all other
standard features of their opponents” work the fair final
conclusion can be drawn. We do agree with Hlavna and
colleagues that such properly derived conclusion might
be very useful to avoid the persistent transmission of
incorrect and misleading information confusing the future
generations of investigators.
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