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July 10, 20191st Editorial Decision

July 10, 2019 

Re: Life Science Alliance manuscript  #LSA-2019-00432-T 

Prof. Luigina Romani 
University of Perugia 
Perugia 
Italy 

Dear Dr. Romani, 

Thank you for submit t ing your manuscript  ent it led "Thymosin β4 promotes autophagy and repair
via HIF-1α stabilizat ion in chronic granulomatous disease" to Life Science Alliance. The manuscript
was assessed by expert  reviewers, whose comments are appended to this let ter. 

As you will see, the reviewers appreciate your data. However, they would expect more definit ive
insight into the funct ional significance of your findings and into the potent ial causality of the
described relat ionships. Should you be able to provide such insight, we would be happy to invite you
to submit  a revised version of your manuscript  to us. Important ly, the requested quant ificat ions,
controls and stat ist ical analyses should get provided, the physiological relevance of TB4 and the
potent ial link between TB4 and Hif-1a should get further tested. 

To upload the revised version of your manuscript , please log in to your account:
ht tps://lsa.msubmit .net/cgi-bin/main.plex 
You will be guided to complete the submission of your revised manuscript  and to fill in all necessary
informat ion. Please get in touch in case you do not know or remember your login name. 

We would be happy to discuss the individual revision points further with you should this be helpful. 

While you are revising your manuscript , please also at tend to the below editorial points to help
expedite the publicat ion of your manuscript . Please direct  any editorial quest ions to the journal
office. 

The typical t imeframe for revisions is three months. Please note that papers are generally
considered through only one revision cycle, so strong support  from the referees on the revised
version is needed for acceptance. 

When submit t ing the revision, please include a let ter addressing the reviewers' comments point  by
point . 

We hope that the comments below will prove construct ive as your work progresses. 

Thank you for this interest ing contribut ion to Life Science Alliance. We are looking forward to
receiving your revised manuscript . 

Sincerely, 



Andrea Leibfried, PhD 
Execut ive Editor 
Life Science Alliance 
Meyerhofstr. 1 
69117 Heidelberg, Germany 
t  +49 6221 8891 502 
e a.leibfried@life-science-alliance.org 
www.life-science-alliance.org 

--------------------------------------------------------------------------- 

A. THESE ITEMS ARE REQUIRED FOR REVISIONS 

-- A let ter addressing the reviewers' comments point  by point . 

-- An editable version of the final text  (.DOC or .DOCX) is needed for copyedit ing (no PDFs). 

-- High-resolut ion figure, supplementary figure and video files uploaded as individual files: See our
detailed guidelines for preparing your product ion-ready images, ht tp://www.life-science-
alliance.org/authors 

-- Summary blurb (enter in submission system): A short  text  summarizing in a single sentence the
study (max. 200 characters including spaces). This text  is used in conjunct ion with the t it les of
papers, hence should be informat ive and complementary to the t it le and running t it le. It  should
describe the context  and significance of the findings for a general readership; it  should be writ ten in
the present tense and refer to the work in the third person. Author names should not be ment ioned.

B. MANUSCRIPT ORGANIZATION AND FORMATTING: 

Full guidelines are available on our Instruct ions for Authors page, ht tp://www.life-science-
alliance.org/authors 

We encourage our authors to provide original source data, part icularly uncropped/-processed
electrophoret ic blots and spreadsheets for the main figures of the manuscript . If you would like to
add source data, we would welcome one PDF/Excel-file per figure for this informat ion. These files
will be linked online as supplementary "Source Data" files. 

***IMPORTANT: It  is Life Science Alliance policy that if requested, original data images must be
made available. Failure to provide original images upon request will result  in unavoidable delays in
publicat ion. Please ensure that you have access to all original microscopy and blot  data images
before submit t ing your revision.*** 

--------------------------------------------------------------------------- 

Reviewer #2 (Comments to the Authors (Required)): 

In this manuscript  from Renga et  al, they examine the role TB4 in enhancing LAP in CGD mice to
ameliorate Aspergillus fumigatus infect ions and colit is in those mice. The data present suggest that
TB4 treated of p47 KO mice can ameliorate fungal disease and colit is symptoms. The data also
suggests that this occurs in a HIF1alpha-dependent manner. This is an interest ing observat ion, but



the manuscript  lacks some key controls to t ie everything together. Addit ionally, the quest ion of
whether TB4 acts normally in the sett ing of WT cells/mice remains important unaddressed
quest ion. Is this physiologically important for fungal control or occurring just  in the sett ing of
pharmacological provision of TB4? 

SPECIFIC POINTS: 

1) Figure 1: The authors needs to explain how the Western Blot  "rat io" and "pixel density" was
calculated. Especially for the "rat io", is this normalized, because the untreated groups in panels A &
B look very different but the rat io in both is 1.0, why is this? 

2) Figure 2E needs to be quant ified like done in Figure 2C. 

3) Figure 3: Panel A lacks stat ist ical analysis between the WT and p47 KO groups. In panel C, the
authors should show the exact same 3 types of pictures for the siHIF1a group (gross lungs, zoomed
out H&E, and zoomed in lesional H&E). In panel E, are the cytokine differences loss by siHIF1a
treatment of the TB4 group? 

4) Figure 4: Is the ameliorat ion of colit is symptoms by TB4 treatment also dependent of Hif-1a? 

5) Figure 5: Panel A lacks stat ist ical analysis so the authors cannot claim changes in fungal burden.
Moreover, similar to Figure 3, are there changes in the phagocytot ic and killing ability of peritoneal
polymorphonuclear cells and/or alveolar macrophages. Panel C lacks IHC staining of untreated
controls 

6) Overall, is the role of TB4 physiologically relevant. Does the loss of TB4 in WT mice result  in a
reduct ion of fungal-induced LAP and loss of control of fungal infect ion? 

Reviewer #3 (Comments to the Authors (Required)): 

1)In this mansucript , the authors describe the results of a study of the effects of thymosin B4 on
non-canonical autophagy in macrophages and HIF-1a expression, inflammation, and granuloma
format ion in CGD mice with colit is or aspergillosis. Their results clearly show that TB4 treatment
promoted macrophage autophagy and resolut ion of inflammation in colit is and aspergillosis. The
results show the potent ial for TB4 therapy in t reatment of pat ients with detrimental inflammation in
infect ion and disease. 
2) The data are strongly support ive of the conclusions, which the authors are careful not  to
overstate. 
3) The Results and Discussion in the manuscript  could be clarified in some areas: 
i) Fig. 1. One can assume the rat io of LC3-II to LC3-I is a proxy for levels of autophagy, however, this
should be explicit ly stated/explained. 
ii)Macrophages and monocytes are used exclusively in the manuscript . Why are neutrophils not
examined? This may be obvious to the authors, but not to this reviewer, and it  may be helpful to
explain the rat ionale for the uninformed. 
iii) Was there no effect  of TB4 on survival? Survival is not examined in any model. 
iv)in Fig. 3E the results for IFNg do not match the descript ion of the results. It  seems as if that  panel
should be labeled IL-10. If so, then the panel for IFNg should be added. 



v) It  might be helpful to add a model figure to show the interact ions of TB4, autophagy, HIF-1a, and
inflammatory pathways in CGD. It  is difficult  for this reviewer to picture these associat ions, and a
model figure may serve to orient  the reader to the authors' interpretat ion of the results.



Reviewer #2 (Comments to the Authors (Required)): 

In this manuscript from Renga et al, they examine the role TB4 in enhancing LAP in CGD mice to ameliorate 

Aspergillus fumigatus infections and colitis in those mice. The data present suggest that TB4 treated of p47 

KO mice can ameliorate fungal disease and colitis symptoms. The data also suggests that this occurs in a 

HIF1alpha-dependent manner. This is an interesting observation, but the manuscript lacks some key 

controls to tie everything together. Additionally, the question of whether TB4 acts normally in the setting of 

WT cells/mice remains important unaddressed question. Is this physiologically important for fungal control 

or occurring just in the setting of pharmacological provision of TB4?  

SPECIFIC POINTS: 

1) Figure 1: The authors needs to explain how the Western Blot "ratio" and "pixel density" was calculated.

Especially for the "ratio", is this normalized, because the untreated groups in panels A & B look very

different but the ratio in both is 1.0, why is this?

Author’s response. We apologize for the inaccuracy. In Figure 1B untreated group (“0”) refers to inert beads 

which have been used as a control for LAP evaluation (Oikonomou et al, 2016). We have now better 

explained in the Material and Methods and Figure 1 legend the ratio and pixel density.  

2) Figure 2E needs to be quantified like done in Figure 2C.

Author’s response. Figure 2E has now quantification like in Figure 2C. 

3) Figure 3: Panel A lacks statistical analysis between the WT and p47 KO groups. In panel C, the authors

should show the exact same 3 types of pictures for the siHIF1a group (gross lungs, zoomed out H&E, and

zoomed in lesional H&E). In panel E, are the cytokine differences lost by siHIF1a treatment of the TB4

group?

Author’s response. The statistical analysis between the WT and p47 KO groups has been added in Panel A. 

We added the exact same 3 types of pictures for the siHif1 group (Panel D). The cytokine levels in siHif1-

treated mice are now provided (Panel F). 

4) Figure 4: Is the amelioration of colitis symptoms by TB4 treatment also dependent of Hif-1a?

Author’s response. Yes. Fig. S1 panel D show data clearly indicating that the downstream Hif1 genes were 

indeed induced by T4 treatment in the DSS colitis. As T4 lost its activity in Caco-2 cells treated with 

siHif1 (our own unpublished data), it is plausible to imply a role for HIF1 in the effects of T4 in the gut.  

5) Figure 5: Panel A lacks statistical analysis so the authors cannot claim changes in fungal burden.

Moreover, similar to Figure 3, are there changes in the phagocytotic and killing ability of peritoneal

polymorphonuclear cells and/or alveolar macrophages. Panel C lacks IHC staining of untreated controls

Author’s response. The statistic is now provided in panel A. Being the fungal burden significantly reduced, it 

is quite likely that DMOG treatment also potentiated the antifungal activity of effector phagocytes. 

Unfortunately, these effector activities have not been tested. For the IF staining of the untreated controls, 

please refer to Fig. 2C (specified in the figure legend). 

6) Overall, is the role of TB4 physiologically relevant. Does the loss of TB4 in WT mice result in a reduction

of fungal-induced LAP and loss of control of fungal infection?

1st Authors' Response to Reviewers           October 11, 2019



Author’s response. Yes. The new Fig. S1A and B clearly shows that the inhibition of endogenous T4 

resulted in loss of fungal-induced LAP and loss of control of the infection, as revealed by the increased lung 

immunopathology in infection. 



Reviewer #3 (Comments to the Authors (Required)): 

1) In this manuscript, the authors describe the results of a study of the effects of thymosin B4 on non-

canonical autophagy in macrophages and HIF-1a expression, inflammation, and granuloma formation in

CGD mice with colitis or aspergillosis. Their results clearly show that TB4 treatment promoted macrophage

autophagy and resolution of inflammation in colitis and aspergillosis. The results show the potential for TB4

therapy in treatment of patients with detrimental inflammation in infection and disease.

2) The data are strongly supportive of the conclusions, which the authors are careful not to overstate.

3) The Results and Discussion in the manuscript could be clarified in some areas:

i) Fig. 1. One can assume the ratio of LC3-II to LC3-I is a proxy for levels of autophagy, however, this should

be explicitly stated/explained.

Author’s response. Explained (second line of the Results). 

ii) Macrophages and monocytes are used exclusively in the manuscript. Why are neutrophils not examined?

This may be obvious to the authors, but not to this reviewer, and it may be helpful to explain the rationale

for the uninformed.

Author’s response. The reviewer may have missed the data in Fig. 3 panel B referring to PMN. 

iii) Was there no effect of TB4 on survival? Survival is not examined in any model.

Author’s response. The effect of T4 on survival is now provided in Fig. 2 panel C 

iv) In Fig. 3E the results for IFNg do not match the description of the results. It seems as if that panel should

be labeled IL-10. If so, then the panel for IFNg should be added.

Author’s response. We apologize for the inaccuracy. We have eliminated the incorrect label. 

v) It might be helpful to add a model figure to show the interactions of TB4, autophagy, HIF-1a, and

inflammatory pathways in CGD. It is difficult for this reviewer to picture these associations, and a model

figure may serve to orient the reader to the authors' interpretation of the results.

Author’s response. A model figure is now shown in Fig. 5 panel E.



October 28, 20191st Revision - Editorial Decision

October 28, 2019 

RE: Life Science Alliance Manuscript  #LSA-2019-00432-TR 

Prof. Luigina Romani 
University of Perugia 
P.le Gambuli, 06132 Perugia, Italy 
Perugia 06132 
Italy 

Dear Dr. Romani, 

Thank you for submit t ing your revised manuscript  ent it led "Thymosin β4 promotes autophagy and
repair via HIF-1α stabilizat ion in chronic granulomatous disease". As you will see, a few issues
should st ill get  addressed prior to acceptance of your art icle here. We would thus like to invite you
to submit  a final version, addressing the following: 

- Please address the remaining concerns of the reviewer by text  changes
- Please link your ORCID iD to your profile in our submission system, you should have received an
email with instruct ions on how to do so
- Please add a callout  in the manuscript  text  to Fig S1A
- Please describe the blot  in Figure 2A in the legend
- Please re-arrange the panels in figure 1E, 2I, 3E, S2B to have the single channel / the individual
experiments that the reader should compare side-by-side. The current display suggests that you
are showing magnificat ions of inserts, which is not the case
- Please add the number of replicates in the descript ion for the RT-PCR analysis performed
- Please add the stat ist ical test  used direct ly in the figure legends where you ment ion the p-values
- Please make sure that the number of replicates is apparent for each figure (eg, see figure 1 legend
where n is unclear for panel A-E and I; it  is also unclear whether n=x mice refers to the total number
of mice or to the number of mice used for each representat ive result ).

If you are planning a press release on your work, please inform us immediately to allow informing our
product ion team and scheduling a release date. 

To upload the final version of your manuscript , please log in to your account:
ht tps://lsa.msubmit .net/cgi-bin/main.plex 
You will be guided to complete the submission of your revised manuscript  and to fill in all necessary
informat ion. Please get in touch in case you do not know or remember your login name. 

To avoid unnecessary delays in the acceptance and publicat ion of your paper, please read the
following informat ion carefully. 

A. FINAL FILES:

These items are required for acceptance. 



-- An editable version of the final text  (.DOC or .DOCX) is needed for copyedit ing (no PDFs). 

-- High-resolut ion figure, supplementary figure and video files uploaded as individual files: See our
detailed guidelines for preparing your product ion-ready images, ht tp://www.life-science-
alliance.org/authors 

-- Summary blurb (enter in submission system): A short  text  summarizing in a single sentence the
study (max. 200 characters including spaces). This text  is used in conjunct ion with the t it les of
papers, hence should be informat ive and complementary to the t it le. It  should describe the context
and significance of the findings for a general readership; it  should be writ ten in the present tense
and refer to the work in the third person. Author names should not be ment ioned. 

B. MANUSCRIPT ORGANIZATION AND FORMATTING: 

Full guidelines are available on our Instruct ions for Authors page, ht tp://www.life-science-
alliance.org/authors 

We encourage our authors to provide original source data, part icularly uncropped/-processed
electrophoret ic blots and spreadsheets for the main figures of the manuscript . If you would like to
add source data, we would welcome one PDF/Excel-file per figure for this informat ion. These files
will be linked online as supplementary "Source Data" files. 

**Submission of a paper that does not conform to Life Science Alliance guidelines will delay the
acceptance of your manuscript .** 

**It  is Life Science Alliance policy that if requested, original data images must be made available to
the editors. Failure to provide original images upon request will result  in unavoidable delays in
publicat ion. Please ensure that you have access to all original data images prior to final
submission.** 

**The license to publish form must be signed before your manuscript  can be sent to product ion. A
link to the electronic license to publish form will be sent to the corresponding author only. Please
take a moment to check your funder requirements.** 

**Reviews, decision let ters, and point-by-point  responses associated with peer-review at  Life
Science Alliance will be published online, alongside the manuscript . If you do want to opt out of
having the reviewer reports and your point-by-point  responses displayed, please let  us know
immediately.** 

Thank you for your at tent ion to these final processing requirements. Please revise and format the
manuscript  and upload materials within 7 days. 

Thank you for this interest ing contribut ion, we look forward to publishing your paper in Life Science
Alliance. 

Sincerely, 

Andrea Leibfried, PhD 
Execut ive Editor 
Life Science Alliance 



Meyerhofstr. 1 
69117 Heidelberg, Germany 
t  +49 6221 8891 502 
e a.leibfried@life-science-alliance.org 
www.life-science-alliance.org 

------------------------------------------------------------------------------ 
Reviewer #2 (Comments to the Authors (Required)): 

I am st ill concerned about the authors failing to link together the role of Hif1-alpha in the DSS colit is
model. Yes, the authors indeed demonstrate that genes typically downstream of Hif1-alpha are
elevated in that model (Supp. Figure 2D & 4D), but they do not show those genes are dependent
on Hif1-alpha using the siRNA in their model. The authors rebuttal let ter states it  is "...plausible to
imply a role for HIF1a in the effect  of TB4 in the gut...", but  in their discussion they at  the start  of
their second paragraph of the discussion they state "...effects of TB4 were dependent on HIF1a...".
This type of strong wording on the dependency in the DSS model needs to be softened throughout
the manuscript , and be more in line with their rebuttal let ter, that  it  is plausible, unless they conduct
the siRNA studies in the DSS model too. 

Minor Point : In the methods, explicit ly showing the formula for the pixel density and LC3 rat io would
be helpful. Shouldn't  1.0 mean the two band are of the same intensity or has everything been
normalized back to the untreated control (which is set  as 1)? 



November 4, 20192nd Revision - Editorial Decision

November 4, 2019 

RE: Life Science Alliance Manuscript  #LSA-2019-00432-TRR 

Prof. Luigina Romani 
University of Perugia 
P.le Gambuli, 06132 Perugia, Italy 
Perugia 06132 
Italy 

Dear Dr. Romani, 

Thank you for submit t ing your Research Art icle ent it led "Thymosin β4 promotes autophagy and
repair via HIF-1α stabilizat ion in chronic granulomatous disease". It  is a pleasure to let  you know
that your manuscript  is now accepted for publicat ion in Life Science Alliance. Congratulat ions on
this interest ing work. 

The final published version of your manuscript  will be deposited by us to PubMed Central upon
online publicat ion. 

Your manuscript  will now progress through copyedit ing and proofing. It  is journal policy that authors
provide original data upon request. 

Reviews, decision let ters, and point-by-point  responses associated with peer-review at  Life Science
Alliance will be published online, alongside the manuscript . If you do want to opt out of having the
reviewer reports and your point-by-point  responses displayed, please let  us know immediately. 

***IMPORTANT: If you will be unreachable at  any t ime, please provide us with the email address of
an alternate author. Failure to respond to rout ine queries may lead to unavoidable delays in
publicat ion.*** 

Scheduling details will be available from our product ion department. You will receive proofs short ly
before the publicat ion date. Only essent ial correct ions can be made at  the proof stage so if there
are any minor final changes you wish to make to the manuscript , please let  the journal office know
now. 

DISTRIBUTION OF MATERIALS: 
Authors are required to distribute freely any materials used in experiments published in Life Science
Alliance. Authors are encouraged to deposit  materials used in their studies to the appropriate
repositories for distribut ion to researchers. 

You can contact  the journal office with any quest ions, contact@life-science-alliance.org 

Again, congratulat ions on a very nice paper. I hope you found the review process to be construct ive
and are pleased with how the manuscript  was handled editorially. We look forward to future excit ing
submissions from your lab. 



Sincerely, 

Andrea Leibfried, PhD 
Execut ive Editor 
Life Science Alliance 
Meyerhofstr. 1 
69117 Heidelberg, Germany 
t  +49 6221 8891 502 
e a.leibfried@life-science-alliance.org 
www.life-science-alliance.org 
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