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Reviewer’s comment

Author’s comment (if agreed with reviewer,
correct the manuscript and highlight that part in
the manuscript. It is mandatory that authors
should write his/her feedback here)

Compulsory REVISION comments

1# The authors need check the B-actin primers. The
forward and reverse primer there are some gaps, and
there are two gaps in 3" and 5 side. This gaps can be a
limitation for the Taq polymerase, mainly because the
authors evaluate the expression with a end point PCR.
Probably will be better evaluate the expression with a
quantitative PCR.

2# The other problem with the B-actin primer, is that
there are not specific for g-actin. The primers can
amplifying ACTG2 variant 1 too, forward primer link
970 to 995 and reverse primer link 1362 to 1368 with
the same gaps that for p-actin. The amplicon size is
different for g-actin and ACTG2, but reduce the
sensibility of the technique, especially in a end point
PCR. The authors need revise the primer design and
repeat the PCR for -actin using the same cDNA.

Minor REVISION comments

1# The authors don’t treat the RNA samples with a specific
DNAsa previously to the reverse transcription. By other side,
the primers design is specific for amplifying only cDNA, and
some DNA contaminats don’t affect to the quantification of
the genes evaluated. Indicate it in methods.

2# The authors need indicate 25 cycles in each PCR reaction
in methods. This date appear only in the figure 2.

3# The authors need indicate in the lipid treatments if add
the same concentration of ethanol absolute in the control
group. Small amounts of ethanol will be toxic for so much
cell culture.

Created by: EA Checked by: ME Approved by: CEO

Version: 1.6 (07-06-2013)




SDI Review Form 1.6

SCIENCEDOMAIN international

www.sciencedomain.org

h
- \
GICIENCEODMAIN

=1

4# Probably, the authors base the cholesterol efflux assay in
some article. Indicate it. In this point, need indicate the
numbers of repetitions for each condition and assay (RNA
expression, protein, cholesterol efflux,...). The date appear in
some figure, but is better indicate it in methods too.

5# The authors need indicate with more detail the lipid
extraction. [s interesting know the time with the
hexanes:isopropanol solvent, if require shaking, volume for
a 12-well plate (probably the end volume is 500 pl/well),
number of washes, centrifugation conditions for eliminate
the cellular rest, ... complete this section.

6# In the figure 2 B, the authors indicate that the data are
representative of at least tree experiments with similar
results. Indicate the standard deviation in the graph.

7# The authors study the dose of PC that induce maximum
effect after 24 hours. This information will be interesting for
others researchers, and can be included in supplementary
data.

If there any ethical issue, please clarify.
If there any competing interest issue, please clarify.

Optional /General comments

The authors made a good study in cell culture with PC. Will
be interesting study the sphingomyelin, the other important
phospholipid in HDL. The cell culture requires small amount
of reactive and the authors can obtain results in not much
time with a low cost.
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