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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

As a method article, the manuscript titled “Tisstendards for
Aging Research” did not meet the quality of 1IJBcRRR
publication. There are some major flaws in the nsanpt that need
to be addressed.

1. There is a lack of new methods or new development o
existing methods in this manuscript. It was merely
observation based. The authors also comment o Tiie
that similar conclusions were drawn previouslyregent
publication ( Vis Exp.2013 Dec 30;(82):50948.) had
demonstrated similar results using Stain free sysie
western blot loading control. The author shouldestéearly
whether there’s any new development or improveroant
existing methods, or the work is repeating previstuslies.
If this is the first time the author apply this medology
studying tissue aging, it should also be discugsde text.

2. The title is somewhat misleading, the author shoolusider
something more directly align with the content,lsas
“comparison of reliability between western blotdozg
standards”, or something similar.

3. There is concern on the data quality and consigtenthis
manuscript. For eg., line 83, 18 well gel with séesp
triplicated, however, in Fig.1, data was shownupletate

1. This is the first application to aging

. We disagree with the comment on the

. We apologize for not making this

research which we have now
discussed. Additionally this is the firs
comparison over multiple tissues and
the first direct comparison of all thes
methods in a single study.

—

D

title, we sought to highlight the utility|
of this study in aging research. We
appreciate the suggestion of the
alternative title.

cleared in the original paper. All of the
gels used in this study used a single
tissue. To visually highlight the
remarkable variability in
housekeeping protein staining in
multiple tissues that we and others
described and numerically showed if
the tables, we ran a demonstration
blot. This demonstration blot was to
visually reveal the poor performance
of tubulin and actin as housekeeping

—
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on a 12-well gel. The blot image presented in Fig4 a high
background, especially in the Tubulin blot, whicil w
impact the accuracy of imageJ analysis. In therAlaiot of
the old liver sample, there might be transfer ishuieng
blotting since one of the band seemed partiallghad by a
bubble. The two gels on the bottom, lower molecwlaight
proteins were already run out of the gel, introdgdhe
guestion that whether the intensity analysis isiete and
sensitive enough. In both tables, no P value waw/sio
suggest whether the differences are statisticajlyificant.

The author missed a very critical point that catualty
argue for their results — in aging research, nbt on
intracellular protein, but very often extracellufaoteins are
studied. The traditional loading standards (GAPBBTIN,
etc) are not good controls for loading extracetiplateins
secreted. In this case, overall protein loadingearly
superior to these housekeeping controls.

proteins when multiple tissues were
compared. This was a demonstratiof
blot , so only a 12 well blot was used
with duplicate samples was used, ar
no Image J analysis or statistical
studies were done .

. We agree and we are thankful for th

suggestion and have included this

discussion in our revised manuscript.

d

Minor REVISION comments

2.

The language and the flow of the text need work.efp,
Line8, “surprised” should be changed to somethieggral,
such as “unexpected”. A clear conclusive staterseatild
be added to the abstract and at the end of the snapu

As a method paper, the materials and methods sdati& of
details in general.

. We have removed surprised from lin

8 as requested. The conclusion “The
best overall loading control in all
tissues, at both ages, was the Stain
Free method.” has been added to bg
the abstract and discussion as
suggested by the reviewer.

2. More details have been added to the
methods section.

h

—

Optional/General comments
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