BRAIN-REVIEW

The manuscript entitled “TLR4 mediates inflammatonjury via MyD88/TRIF signaling pathway in intraedral

hemorrhage” by Sen Lyn et al, explores the rol@ldR4 in ICH-induced inflammation. In order to eldatie this
guestion, in the first, step the authors analygEeB4 mRNA expression at different times after ICHhe results
demonstrated that TLR4 mRNA is up-regulated inlparmiatomal brain regions. The authors next assestiedar

expression of TLR4 and found that TLR4 is up-retgdan neurons, astrocytes and CD11b+ cells of &dkhals.
Next, Sen Lyn and coworkers induced ICH in TLR4miee and found less edema and a lower neurolodefatit

in these animals when compared to wild types. énstlame animals (TLR4 -/-), the authors also obseaviower
amount of proinflammatory cytokines and macrophiafjéiration. The authors explored which signal lpaay is
involved in TLR4-inflammatory response after ICH€l found that both MyD88 and TRIF were implicated.
the same way, it was shown that MyD88 and TRIFigp#te in TLR4 mediated inflammation in responséGH

via activation of NF-kB. After a set @i vitro experiments, Sen Lyn and coworkers showed thaeterd F&" are
capable of potentiating microglial activation amtlucing a TLR4-mediated inflammatory injury. Fiyalthe
authors demonstrate that monoclonal antibodiesxag@lLR4 promote neuroprotection following ICH.

The authors’ final conclusion was that heme and’ Fégger a TLR4-mediated inflammatory injury viaeth
MyD88/TRIF signaling pathway in ICH. This conclusionly involves the last part of the experimentfqrened!
The only novel contribution, the participation oyBI88/TRIF signaling in ICH, has already been report

It is worthwhile to mention that despite the work&ésge set of well designed and executed experisnent
concern about the novelty of the manuscript wasagbdatent. A large part of the work examines thie of
diverse factors that have already been exploredthier models of cerebral diseases and even in iexgetal
models performed under the same context. For iostatime role of TLR4 after subarachnoid hemorrhbae
already been described by Zhou and coworkers (Bras 2007, 1173:110-6). In this case, even thtglanimal
model is different (subarachnoid vs. intracerebehorrhage), the final conclusion regarding the il TLR4 in
inflammation is the same. What moved the authothitik that the role could be different? This slibloé clarified

in order to understand the new contributions. Ofimelings of the work have already been descrilb®d.example,

it has been reported that blood components likbesrbglobin can induce the expression of TLR4 (BRés.
2010;1322:102-8). Moreover, in the present worlky Bgn and coworkers discussed that TLR4 has alréady
identified as being capable of binding with hemd arducing TNk secretion. Therefore, Sen Lyn is reporting the
same phenomenon but in a different model. Anotlercern arises from the finding related to’Fanith this
regard, the authors discuss that, in a previoudystinly heme but not Eécould activate macrophages via TLR4
to produce TNE. To explain the discrepancy, the authors clain itheould be due to the different cell type used
for the experiment; however, they do not providg &gical or convincing argument as to underline ths a
possible cause of the discrepancy. This topic shbelrevised.

Aside from the above observations, there are somgernand minor issues that must be clarified oriedrout
before it can be considered for publication.

Major issues:

1. The CD11b marker was used to identify microgligissue samples. With this regard, the authomulshbe
aware that CD11b is not a specific marker for nmgtey it is also expressed by peripheral macropbage
granulocytes, natural killer cells and CD8+ lympytes. Therefore, several of the labeled cells ctade not
been microglia.

2. An interesting approach was the administratidnaoti-TLR4 antibodies (already reported in ischami
reperfusion models). This approach allows for aapeutic translation of the laboratory into thenidal setting;
however, the antibodies were administered 3 dafgd¢he ICH. This makes it difficult to evaluateetusefulness
of this therapy from a clinical standpoint. Why idficthe authors administer the antibodies immedjaéer blood



infusion? or, why not administer the antibodieslifferent times after infusion? This could provia®re relevant
information for potential clinical studies.

Minor issues:
1. The entire manuscript presents language probldmese tare typographical, spelling and grammar errors
which make the meaning of many sentences difftoultnderstand. For instance:
Page 8: A blunt 26-“guage”
Page 13: ILB
Page 21: intracetoplasmic
Page 24: Above data showed that TLR4 was signifigapregulationin ...
Page 30: accumulation of heme in perhematorma....

agrwnNpE

COMMENTS TO THE EDITOR

The manuscript is well executed; however, the neaklty is not clear, almost all the findings hameady been
described in the same or other models of neurodegtve diseases. Considering that original papebdished in
Brain represent more than just an increment in kadge and are likely to be definitive articles as$ting value in
their field | do not recommend the publication lmstmanuscript.
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