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This report for the first time demonstrated that alpha-lipoic acid {ALA) exerts powerfill

protective effects in cardiac hypertrophy induced by presswe overload and inhibited
hypertrophic responses in cultured cardiommyocytes treated with PE. Furthermore, ATA

treatment significantly inhibited the activation of C'EBPFP induced by PE. However when ﬁé—; 3%[5 é]\ : ﬁéﬁ %“iﬁj H}] 4’5: i@ i
cardiomyocytes were co-transfected with C/EBPP, ALA failed to inhibit hypertrophic é@ 4%_ @ , gl ﬁi 2% % -}%@ o

responses. These observations suggested that the protective effect of ALA against cardiac
hypertrophy was at least partly attnbuted to the nhibition of C/EBPR activation. We believe
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A model to control the epidemic of H5N1 influenza at the source
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M Backaround: No country is fully prepared for a 1918-like pandemic influenza. Averting a pandemic of HSN1 influenza virus depends on the successful control of its
endemicity, outbreaks in poultry and occasional spillage into human which carries a case-fatality rate of over 50%. The use of perimetric depopulation and vaccination has
failed to haltthe spread of the epidemic. Blanket vaccination for all poultry over a large geographical area is difficult. A combination of moratorium, searegation of water fowls
from chickens and vaccination have been proved to be effective in the Hong Kong Special Administrative Reaion (HKSAR] since 2002 despite endemicity and outbreaks in
neighbouring regions. Systematic surveillance in southern China showed that ducks and geese are the primary reservoirs which transmit the virus to chickens, minar poultry
and even migratery birds.

Fresentation of the hypothesis: We hypothesize that this combination of meraterium, peuliry segregation and targeted vaccination if successfully adapted to an affected
district or province in any gecgraphical region with high endemicity would set an example for the control in other regions

Testing the hypothesis: A planned one-off maoratorium of 2 weeks atthe hottest month of the vear should decrease the environmental burden as a source of re-infection.
Backyard farms will then be re-populated by hatchlings from virus-free chickens and minor poultry only. Targeted immunization of the ducks and geese present only in the
industrial farms and also the chickens would be strictly implemented as blanket immunization of all backyard poultry is almostimpossible. Freely arazing ducks and geese
would not be allowed urtil neutralizing antibedies of HS subtype virus is achieved. As a proof of concept, a simple mathematical model with susceptible-infected-recoverad
(SIR} structure of coupled epidemics between aguatic birds (mainly ducks and geese; and chickens was used te estimate transmissibility within and between these two
poultry pepulations. In the fisld the hypothesis is tested by prospective surveillance of poultry and immunocompetent patients hospitalized for severe pneumania for the virus
before and after the institution of these measuras.

Implications of the Hypothesis: A combination of targeted immunization with the correct vaccine, segregation of poultry species and moratorium of poultry in addition to the
present surveillance, hiosecurity and hygienic measures at the farm, market and personal levels could be important in the successful control of the HZNA virus in poultry and
human for an extensive geographical region with continuing outhreaks. Alternatively a lesser scale of intervention at the district level can be considered if there is virus
detection without evidence of excess poultry deaths since asymptomatic shedding is commaon in waterfowls.
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Title: Alpha-lipoic acid attermates cardiac hypertrophy via inhibition of C/EBPP
activation +
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Deareditor, +

Thank you very much for giving us the opportunity to revise our marmscript
entitled “Alpha-lipoic acid attenuates cardiac hypertrophy via inhibition of C'EBPP
activation” (MCE-D-14-00331). Based on your comment and request, we have made
extensive modification on the original manuscript. Here, we addressed all the
criticisms and concems from the reviewers in a point-by-point fashion. A revised
manuscript with the comection sections Red marked was attached for easy
checking/editing purpose.+

Here below is our description onrevision according to the reviewers’ comments.+
Kind regards,+
Very truthfully yours,+
Jianguo Lei, M.D,, Ph.D.#
Department of Pharmacy, ChengduFifth People’s Hospital, +
Chengdu, Sichuan, P.R. China .«
Tel: 86-28-82726035. «
Fax:86-28-82726035. +
E-mails: ab681679@sina.com+
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 Comment. There is a discrepancy for the treatment dose. In the methods it is
stated that ALA was administered at 200 mg/kg/day i.p. and in the discussion

it states 100 mg/kg. Please correct.

« Response: Thank you very much for this significant reminding (FR/R4US) ,
and we are sorry for making this obvious mistake (FIAFEIZR) . “100 mg/kg”

in discussion section has been changed to “200 mg/kg”. The corresponding

revision is on Page 12, Line 7. (Fx)E{22X) . O
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* Comment : The authors of this work are trying to propose that C/EBP beta
knockdown protects cardiomyocytes from hypertrophy using just a cellular
model but Bostroem et al 2010 demonstrated that C/EBP reduction leads to
a condition similar to physiological hypertrophy in mice. In order to make
this conclusion, the authors may need to perform transverse aortic banding
on a C/EBP beta-reduced animal such as a conditional knockout (cardiac) of

C/EBP beta in mice to investigate the consequences.
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Response: We would like to express our sincere thanks for your constructive advice

(ZR/E%5]) . Bostrom and his colleagues (Bostrom et al., 2010) demonstrated an
exciting new paradigm that C/EBPP repress cardiomyocyte growth and proliferation
in adult mammalian heart and that reduction in C/EBPP is a central signal in
physiological hypertrophy and proliferation. However, the potential role of C/EBPf
in pathological cardiac hypertrophy has not yet been determined. Therefore, it will
be important to elucidate the potential role and molecular pathways of C/EBP in
regulating pathological cardiac hypertrophy (5|FE3#A) . Since complete loss of
C/EBPf resulted in pre- and perinatal lethality, and heterozygous knockout of
C/EBPP leaded to physiological hypertrophy, it must be very interesting to
investigate the phenotype of the mice with cardiac specific knockout of C/EBPP and

more importantly, the consequence when they are subjected to transverse aortigo

banding or abdominal aortic constriction (FERENYE) . o 'l
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“~ Thus, we plan to focus on these issues and conduct in-depth and systematic study. In

the present study, we revealed that C/EBPJ played an important role in mediating
PE-induced cardiac hypertrophy, and the knockdown of C/EBPf inhibited NFkB-
dependent transcriptional activity, thereby inhibited PE-induced cardiac
hypertrophy. However, current study is only a part of our research proposals,
further investigations are still required to confirm this point especially in animal
models (JFIATRPFEE) . Studies utilizing genetic mouse models (transgenic and
knockout) will be essential in our future study. Nevertheless, as part of our project,
the in-vivo experiments by interfering C/EBPP in rats with cardiac hypertrophy are

being carried out, which would be a complement to this in-vitro studies (E‘@%i@
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From: Raymond Rodgers ray.rodgers@adelaide.edu.au
Subject: Your Submission

Ms. Ref. No.: MCE-D-14-00331R1
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E Dear Dr. Jian Zou, E
* I am pleased to confirm that your paper "Alpha-lipoic acid attenuates cardiac hypertrophy via =
* inhibition of C/EBP<beta> activation” has been accepted for publication in Molecular and Cellular §
= Endocrinology. .
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When your paper is published on ScienceDirect, you want to make sure it gets the attention it
deserves. To help you get your message across, Elsevier has developed a new, free service called
AudioSlides: brief, webcast-style presentations that are shown (publicly available) next to your
published article. This format gives you the opportunity to explain your research in your own words
and attract interest. You will receive an invitation email to create an AudioSlides presentation
shortly. For more information and examples, please visit http://www.elsevier.com/audioslides.

Thank you for submitting your work to this journal.
Wwith kind regards,
Raymond ] Rodgers

Managing Editor
Molecular and Cellular Endocrinology
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