
Reviewers' comments: 

Reviewer #1 (Remarks to the Author): 

In this manuscript, the authors propose and characterize a complex network integrating ET-

1/ETAR and the miR-200b/c¬–Zeb1 feedback loop, which they suggest to be highly relevant in 

ovarian cancer metastatic progression. The pivotal role of the miR-200b/c¬–Zeb1 feedback loop in 

epithelial cancers has been extensively studied. In this study the authors demonstrate an 

association between ETAR and Zeb1 expression and disease progression in ovarian cancer. The 

inter-regulation of the members of this feedback loop is carefully characterized via numerous in 

vitro experiments, utilizing various tools to manipulate expression and block activity of the 

different members. Moreover, functional assays and in vivo xenografts are performed to suggest 

potential disease relevance of this axis. While the existence and relevance of the proposed network 

seems likely, the authors frequently draw conclusions from data with insufficient replicates. In 

order to strengthen this study, it is thus necessary that more replicates and quantification (notably 

of western blots) be included. In addition, more careful interpretation and description of the data 

would be helpful for the reader to understand a very complex regulatory network. 

Major concerns: 

1. The mechanism of how the ET-1/ETAR siganling positively regulates ZEB1 expression 

(transcriptional, translational control?) remains unknown. 

2. Western blots throughout the paper frequently only show one replicate per treatment. While this 

is fine for representative purposes, the authors should include blots with more replicates in the 

supplementary, along with quantification, especially for experiments where no additional data is 

present to support the findings (qPCR, luciferase assay, etc.), or if bands are weak or unclear. This 

is a concern for example for Fig. 6b, which has no further data for support, and for which some 

changes seem subtle. It is most notable in Fig 7, in which a large animal experiment was 

performed, but the only expression data shown for EMT genes is 1 vs. 1 in Fig 7b. The text states 

that this is a “significant reduction of ZEB1 expression,” which is impossible to conclude based on 

the provided data. The authors should include western blots with more replicates and potentially 

also perform qPCR analysis of these genes using the RNA extracted to generate Fig 7c. 

3. The data presented in Figure 6b are difficult to interpret. The authors claim that Zeb1 depletion 

inhibits ET1-induced changes in expression of E-cadherin, N-cadherin, and Vimentin. They also 

claim that miR-200b/c overexpression inhibits ET-1-dependent ZEB1 upregulation. While both of 

these statements appear true, it seems that the changes in expression induced by Zeb1-KD or 

miR-200b/c overexpression alone have a much greater effect than ET-1 treatment in the si-Ctr 

conditions, suggesting that the mechanisms for these conditions may be ET-1/ETAR-independent 

(and Zeb1 is known to repress E-cadherin expression directly, while miR-200 is a very strong 

repressor of Zeb1, as seen in Fig. 3c). What is more striking, however, is that MAC treatment 

induces such a strong upregulation of E-cadherin. Presumably this is due to reduction in 

expression of Zeb1, based on the results in Fig 7 (although this is not evident in Fig. 6b). To be 

able to better interpret these results, the authors should not only increase western blot replicates 

and provide quantification, but also show miR-200b/c expression levels. It might also be 

interesting to combine MAC treatment with mild Zeb1 overexpression or anti-miR treatment to see 

if the effects are still maintained. Furthermore, it would be helpful for the reader if the text is 

revised to account for these caveats or to better explain why they may not be of concern. 

4. The miR-200b, c, 429 subfamily is genomically and transcriptionally linked to subfamily miR-

141, 200a. The authors should comment on the role of this family on the ETAR – miR-200b/c¬–

Zeb1 feedback loop. Have they tested this? 



Minor concerns: 

1. Text should be carefully revised for errors, as there are sometimes words missing, making it 

difficult for the reader to follow, especially given the complexity of the regulatory network. 

2. In Fig. 2h and 2i, the authors overexpress ETAR lacking its 3’UTR, and state that miR-200b and 

miR-200c mimics don’t reduce its expression. This could also be due to the strong overexpression 

of the truncated ETAR and a potential lack of sufficient copies of miRNA to affect its expression; 

the best control would be to compare with similar overexpression of WT ETAR, and show that the 

miR-200b and miR-200c mimics DO reduce overexpressed ETAR in this case. 

3. Bottom of page 6: The authors state: “Unlike for the mutated ETAR 3'UTR reporter plasmid, 

ectopic miR-200b/c significantly reduced the ETAR reporter activity thereby confirming its direct 

targeting“. This should be worded more carefully since the authors show the potential of the ETAR 

3'UTR to be targeted by miR-200b/c, but no evidence is provided that this happens in OC in vivo. 

For this they would have to do demonstrate miR-200/ ETAR 3'UTR duplexes loaded into Ago by 

AgoIP. 

Reviewer #2 (Remarks to the Author): 

In this work by the Bagnato laboratory, the authors present data suggesting the existence of a 

regulatory circuit comprising the endothelin A receptor, ZEB1, and miR-200b/c. The role of miR-

200 family members in regulating ZEB1 in ovarian cancer through EMT has been well-known for 

more than a decade (Park SM Genes Dev. 2008; Bendoraite A Gynecol Oncol 2010). The authors 

have previously shown that miR-30a can also regulate EMT in ovarian cancer but through the 

endothelin-1 axis. Here, the authors describe cross-talk of endothelin with miR-200. This role for 

endothelin A in the regulation of mir-200b/c is new. Double-negative feedback loops have been 

described in multiple cell types, including ovarian cancer, with regards to EMT and stemness, so 

the existence of such a mechanism in ovarian cancer cells makes sense. Understanding these 

complex regulatory networks is very important in understanding this disease. 

Specific Comments: 

1) It is interesting that the authors suggest increased miR-200b/c expression and ZEB1 inhibition 

may be a therapeutic strategy. Others have also noted that loss of miR-200c is a marker of clinical 

aggressiveness and that restoration of miR-200c to aggressive cancer cells causes a decrease in 

migration and invasion (Cochrane DR J Oncol 2010) or that knockdown of ZEB1 slows tumor 

growth and metastasis (Chen D Int J Gynecol Cancer 2013). However, this is paradoxical as miR-

200 family members are expressed at low or negligible levels in normal cells and substantially 

increase in expression in ovarian cancer, whereas expression of ZEB1 and ZEB2 shows the 

opposite pattern (Bendoraite A Gynecol Oncol 2010). How might the authors reconcile these roles 

for low miR-200 as a marker for both normal tissue and for aggressive cancer but not for the 

transition phase? 

2) The authors chose to focus on SKOV3 and HEY 8A cells (here denoted simply as HEY). From a 

molecular biology perspective, this is fine as they express Vimentin and might be thought of as 

more mesenchymal cell lines. I think from the vantage point of illustrating a signaling pathway, 

cell line choice is less important. The authors should give the caveat, however, that the fidelity of 

these lines to high-grade serous ovarian cancer is low, as neither cell line has a tp53 mutation, 

and they likely represent a non-serous histology. The correlation with TCGA helps a little bit in this 

regard, but testing their hypotheses in a tp53 mutated line would give a better sense of the 

translational applications for targeting ZEB1 as a therapeutic approach. Is this response limited to 



mesenchymal type cells? Either way, the in vivo experiments are limited to a single cell line. 

Performing a set of in vivo experiments with a tp53 mutated cell line would be informative whether 

or not a response was seen. 

3) In a similar vein regarding translational utility, ZEB1 has been associated with chemoresistance 

in ovarian cancer (Sakata J Oncotarget 2017; Cui Y Chemotherapy 2018). What is the potential 

role of macitentan in chemoresistant ovarian cancer or in reversing chemoresistance? 

4) In the discussion, the authors should note that endothelin-1 is a secondary target for 

bevacizumab. Supporting the authors hypothesis of endothelin-1 as a therapeutic target in 

mesenchymal subtype ovarian cancer, the mesenchymal subtype derives relatively greater benefit 

from bevacizumab than immunoreactive or differentiated subtypes. 

Reviewer #3 (Remarks to the Author): 

The manuscript shows relevant evidence to understand part of the mechanisms directing the EMT 

and how they are related to the OC progression. This work is based on previous findings in which 

authors determined a role of the ET-1/ETaR axis in EMT at OC. Currently, they present new data 

demonstrating the interaction of this axis with the transcription factor ZEB1, another regulator of 

EMT. 

Despite authors determined the binding and regulatory potential of miR200b/c on ZEB1, the 

experiments are especially designed to define such interactions, as reporter assay for UTR 

sequences. Therefore, it may be discussed whether such interactions are relevant in an in vivo 

context with endogenous proteins. It should be interesting to evaluate the latter by CHIP assay in 

primary cultures and/or CO cell lines. 

In Figure 4 authors show that ZEB1 regulates ETaR through repressing miR200b/c. The 

experiments are right and clearly show the regulatory feedback for expression of both proteins, 

ETaR and ZEB1, as well as miR200b/c. However, due to experimental conditions, it is necessary to 

establish the in vivo significance of the suggested mechanism considering the endogenous 

components. Authors should also discuss the latter due to the complex nature of signaling 

pathways and their diversity related to EMT in which an unique miR can have many has potential 

effects. 

In figure 6 the role of ETaR-miR200b/c-ZEB1 pathway in ET-1 activation via EMT, cell plasticity 

and invasion are quite clear. However, it is unclear why authors did not use ETaR silencing, as 

indeed previously used (eg. Figs 2g and 5a). Why did they just perform pharmacological inhibition 

(macitentan) of ETaR? 

Concluding with a glimpse of a therapeutic strategy derived from the findings is quite welcome. 

However, authors should discuss about possible pharmacological alternatives with higher 

specificity for ETaR, especially decreasing a potential side effect of macitentan. In addition, authors 

should discuss the extent that ETbR may have a role in the suggested mechanism. 
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Reviewer #1  

Comment 1[ 5B? G?=B;HCMG I@ BIQ NB? &5\ha&5"3 MCAH;FCHA JIMCNCP?FS L?AOF;N?M :&#h

?RJL?MMCIH cNL;HM=LCJNCIH;FX NL;HMF;NCIH;F =IHNLIF]d L?G;CHM OHEHIQH[

ResponseZ 8? NB;HE NB? L?PC?Q?L @IL NB?M? NBIOABN@OF ;H> =IHMNLO=NCP? =IGG?HNM JICHNCHA

ION BIQ &5\ha&5"3 MCAH;FCHA =IHNLIF :&#h ?RJL?MMCIH[ 5I JOLMO? CN Q? ;MM?MM?> :&#h

JLIGIN?L ;=NCPCNS cH?Q 'CA[ l< ;H> H?Q 4OJJF[ 'CA[ k?d OJIH &5\h MNCGOF;NCIH ?CNB?L CH NB?

JL?M?H=? IL CH NB? ;<M?H=? I@ G;=CN?HN;H c."$dX ;H> CH =?FFM >?JF?N?> @IL &5"3 ?RJL?MMCIH[ 0@

HIN?X CH )&9 ;H> 4,\07j =?FFMX CH QBC=B Q? I<M?LP?> ;H &5\h\CH>O=?> :&#h ?RJL?MMCIH ;N

JLIN?CH c'CA l; ;H> H?Q 4OJJF[ 'CA[ k=d ;H> G3/" c4OJJF[ 'CA[ k;d F?P?FMX &5\h JLIGIN?> :&#h

JLIGIN?L ;=NCPCNS QB?L?;M ."$ NL?;NG?HNX ;H> MCGCF;LFS &5"3 >?JF?NCIHX CGJ;CL?> &5\h\

CH>O=?> :&#h JLIGIN?L ;=NCPCNSX NB?L?<S MOAA?MNCHA NB;N &5\ha&5"3 ;RCM JIMCNCP?FS L?AOF;N?M

:&#h ?RJL?MMCIH ;N NB? NL;HM=LCJNCIH;F F?P?F[

Comment 2[ 8?MN?LH <FINM NBLIOABION NB? J;J?L @L?KO?HNFS IHFS MBIQ IH? L?JFC=;N? J?L

NL?;NG?HN[ 8BCF? NBCM CM @CH? @IL L?JL?M?HN;NCP? JOLJIM?MX NB? ;ONBILM MBIOF> CH=FO>? <FINM

QCNB GIL? L?JFC=;N?M CH NB? MOJJF?G?HN;LSX ;FIHA QCNB KO;HNC@C=;NCIHX ?MJ?=C;FFS @IL

?RJ?LCG?HNM QB?L? HI ;>>CNCIH;F >;N; CM JL?M?HN NI MOJJILN NB? @CH>CHAM cK1$3X FO=C@?L;M?

;MM;SX ?N=[dX IL C@ <;H>M ;L? Q?;E IL OH=F?;L[ 5BCM CM ; =IH=?LH @IL ?R;GJF? @IL 'CA[ m<X QBC=B

B;M HI @OLNB?L >;N; @IL MOJJILNX ;H> @IL QBC=B MIG? =B;HA?M M??G MO<NF?[ *N CM GIMN HIN;<F? CH

'CA nX CH QBC=B ; F;LA? ;HCG;F ?RJ?LCG?HN Q;M J?L@ILG?>X <ON NB? IHFS ?RJL?MMCIH >;N; MBIQH

@IL &.5 A?H?M CM h PM[ h CH 'CA n<[ 5B? N?RN MN;N?M NB;N NBCM CM ; _MCAHC@C=;HN L?>O=NCIH I@ :&#h

?RJL?MMCIHX` QBC=B CM CGJIMMC<F? NI =IH=FO>? <;M?> IH NB? JLIPC>?> >;N;[ 5B? ;ONBILM MBIOF>

CH=FO>? Q?MN?LH <FINM QCNB GIL? L?JFC=;N?M ;H> JIN?HNC;FFS ;FMI J?L@ILG K1$3 ;H;FSMCM I@

NB?M? A?H?M OMCHA NB? 3/" ?RNL;=N?> NI A?H?L;N? 'CA n=[

Response: 8? NB;HE NB? L?PC?Q?L @IL NBCM CHMCABN@OF =IGG?HN[ *H @;=NX CH NB? L?PCM?> P?LMCIH

I@ NB? G;HOM=LCJNX Q? CH=FO>?> L?JFC=;N?M ;H> KO;HNC@C=;NCIHM[ 3?A;L>CHA 'CA[ m<X Q? CH=FO>?>

H?Q <FINM ;FIHA QCNB NB? L?JFC=;N? ;H> L?F;N?> KO;HNC@C=;NCIH CH NB? H?Q MOJJF?G?HN;LS

@CAOL?M cH?Q 'CA[ m< ;H> H?Q 4OJJF[ 'CA[ l;d[ 'IL MIG? ?RJ?LCG?HNM Q? ;FMI CH=FO>?>

;>>CNCIH;F ?RJ?LCG?HN;F ;JJLI;=B?M NI @OLNB?L MOJJILN IOL @CH>CHAM cK1$3X FO=C@?L;M? ;MM;Sd[

*H J;L;FF?FX Q? JLIPC>?> @OLNB?L ?PC>?H=? MBIQCHA NB? F?P?FM I@ &.5 G;LE?L ;H> GC3igg<a=

?RJL?MMCIH cH?Q 'CA[ m= ;H> H?Q 4OJJF['CA[l<d ;FIHA QCNB &\=;>B?LCH JLIGIN?L ;=NCPCNS cH?Q

'CA[m>dX NI <?NN?L MOJJILN IOL =IH=FOMCIHM[ 4CGCF;LFSX NB? H?Q <FINM I@ NB? H?Q 'CA[n< GIL?

=F?;LFS MBIQM GIL? =F?;LFS NB;H JL?PCIOMFS NB? L?>O=NCIH I@ :&#h CH>O=?> <S NB? NL?;NG?HN

QCNB ."$ CH ;FF NB? CH PCPI M?N I@ R?HIAL;@N NCMMO?M CH j >C@@?L?HN GC=?[ *H ;>>CNCIHX ;M

L?KO?MN?>X NB? H?Q @CA[ n= MBIQ NB? ?@@?=N I@ ."$ NL?;NG?HN ;FMI IH NB? ?RJL?MMCIH I@ &.5

G;LE?LM ;N G3/" F?P?FX ;M ;H;FST?> <S K1$3 ;H;FSMCM[

Comment 3[ 5B? >;N; JL?M?HN?> CH 'CAOL? m< ;L? >C@@C=OFN NI CHN?LJL?N[ 5B? ;ONBILM =F;CG NB;N

:?<h >?JF?NCIH CHBC<CNM &5h\CH>O=?> =B;HA?M CH ?RJL?MMCIH I@ &\=;>B?LCHX /\=;>B?LCHX ;H>

7CG?HNCH[ 5B?S ;FMI =F;CG NB;N GC3\igg<a= IP?L?RJL?MMCIH CHBC<CNM &5\h\>?J?H>?HN :&#h

OJL?AOF;NCIH[ 8BCF? <INB I@ NB?M? MN;N?G?HNM ;JJ?;L NLO?X CN M??GM NB;N NB? =B;HA?M CH

?RJL?MMCIH CH>O=?> <S :?<h\,% IL GC3\igg<a= IP?L?RJL?MMCIH ;FIH? B;P? ; GO=B AL?;N?L

?@@?=N NB;H &5\h NL?;NG?HN CH NB? MC\$NL =IH>CNCIHMX MOAA?MNCHA NB;N NB? G?=B;HCMGM @IL NB?M?

=IH>CNCIHM G;S <? &5\ha&5"3\CH>?J?H>?HN c;H> :?<h CM EHIQH NI L?JL?MM &\=;>B?LCH

?RJL?MMCIH >CL?=NFSX QBCF? GC3\igg CM ; P?LS MNLIHA L?JL?MMIL I@ :?<hX ;M M??H CH 'CA[ j=d[ 8B;N

CM GIL? MNLCECHAX BIQ?P?LX CM NB;N ."$ NL?;NG?HN CH>O=?M MO=B ; MNLIHA OJL?AOF;NCIH I@ &\

=;>B?LCH[ 1L?MOG;<FS NBCM CM >O? NI L?>O=NCIH CH ?RJL?MMCIH I@ :?<hX <;M?> IH NB? L?MOFNM CH

'CA n c;FNBIOAB NBCM CM HIN ?PC>?HN CH 'CA[ m<d[ 5I <? ;<F? NI <?NN?L CHN?LJL?N NB?M? L?MOFNMX NB?

;ONBILM MBIOF> HIN IHFS CH=L?;M? Q?MN?LH <FIN L?JFC=;N?M ;H> JLIPC>? KO;HNC@C=;NCIHX <ON ;FMI

MBIQ GC3\igg<a= ?RJL?MMCIH F?P?FM[ *N GCABN ;FMI <? CHN?L?MNCHA NI =IG<CH? ."$ NL?;NG?HN



i

QCNB GCF> :?<h IP?L?RJL?MMCIH IL ;HNC\GC3 NL?;NG?HN NI M?? C@ NB? ?@@?=NM ;L? MNCFF G;CHN;CH?>[

'OLNB?LGIL?X CN QIOF> <? B?FJ@OF @IL NB? L?;>?L C@ NB? N?RN CM L?PCM?> NI ;==IOHN @IL NB?M?

=;P?;NM IL NI <?NN?L ?RJF;CH QBS NB?S G;S HIN <? I@ =IH=?LH[

ResponseZ "M G?HNCIH?> ;<IP?X Q? CGJLIP?> NB? KO;FCNS I@ NB? <FINM cH?Q 'CA[ m< ;H> H?Q

4OJJF[ 'CA[ l;dX ;FIHA QCNB L?F;NCP? KO;HNC@C=;NCIHMX ;H> K1$3 ;H;FSMCM I@ &.5 A?H?M cH?Q 'CA[

m=d B;P? <??H CH=FO>?> CH NB? L?PCM?> G;HOM=LCJN[ 5B? H?Q @CAOL?M MBIQ <?NN?L NB;H NB?

JL?PCIOM IH?M NB? ?@@?=N I@ &5\h IH :&#h ;H> &.5 G;LE?L ?RJL?MMCIH NB;N Q;M B;GJ?L?>

OJIH G;=CN?HN;H NL?;NG?HNX ;M Q?FF ;M <S >?JF?NCIH I@ :&#h ;H> <S IP?L?RJL?MMCIH I@ GC3\

igg<a=[ 0@ HIN?X NB? ?@@?=N I@ &5\h IH &\=;>B?LCH ?RJL?MMCIH Q;M J;L;FF?F?> <S CNM ?@@?=N IH &\

=;>B?LCH JLIGIN?L ;=NCPCNS NB;N Q;M =OL<?> <S G;=CN?HN;HX <S ?CNB?L &5"3 IL :&#h >?JF?NCIHX

;H> <S IP?L?RJL?MMCIH I@ GC3\igg<a= c'CA[m>d[ *H J;L;FF?FX &5\ha&5"3 ;RCM >IQHL?AOF;N?>

GC3\igg<a= ?RJL?MMCIH F?P?FM[ 5BCM ?@@?=N Q;M B;GJ?L?> <S :&#h IL &5"3 MCF?H=CHAX IL

G;=CN?HN;H NL?;NG?HN cH?Q 4OJJF[ 'CA[ l<d CH>C=;NCHA NB? =IIJ?L;NCIH QCNB &5\ha&5"3

J;NBQ;SM ;H> :&#haGC3\igg ;RCM CH &.5\L?F;N?> ?@@?=NM[ "M MOAA?MN?> <S NB? L?PC?Q?LX NI

@OLNB?L OH>?LMN;H> NB? @CH?\NOHCHA I@ &5\h3 <FI=E;>? CH NB? L?AOF;NCIH I@ GC3\igg<a=a:&#h

=CL=OCNX Q? =IG<CH?> G;=CN?HN;H QCNB ;HNC\GC3\igg<a= NL?;NG?HN cH?Q 4OJJF[ 'CA[ l=d[ 8?

@IOH> NB;N NB? CHBC<CNILS ?@@?=N I@ G;=CN?HN;H IH :&#\h IP?L?RJL?MMCIH Q;M MNCFF G;CHN;CH?> CH

OHMNCGOF;N?> ;H> &5\h\MNCGOF;N?> =?FFM[ "FNIA?NB?LX NB?M? @CH>CHAM ;LAO? @IL ;H CHN?AL;N?>

=CL=OCN <?NQ??H &5\ha&5"3 ;RCM ;H> :&#haGC3\igg FIIJ[ "FF NB?M? >;N; ;L? HIQ >CM=OMM?>

;H> <?NN?L ?RJF;CH?> CH NB? 3?MOFNM M?=NCIH N?RNX NI @OLNB?L BCABFCABN NB? CGJILN;H=? I@ IOL

@CH>CHAM >?M=LC<CHA NB? =IGJF?RCNS I@ NBCM &5\ha&5"3\>?J?H>?HN HIP?F L?AOF;NILS H?NQILE[

Comment 4: 5B? GC3\igg<X =X kip MO<@;GCFS CM A?HIGC=;FFS ;H> NL;HM=LCJNCIH;FFS FCHE?> NI

MO<@;GCFS GC3\hkhX igg;[ 5B? ;ONBILM MBIOF> =IGG?HN IH NB? LIF? I@ NBCM @;GCFS IH NB? &5"3

b GC3\igg<a=qb:?<h @??><;=E FIIJ[ );P? NB?S N?MN?> NBCM]

ResponseZ #;M?> IH NBCM MOAA?MNCIHX Q? ?P;FO;N?> NB? ?RJL?MMCIH I@ NB? INB?L G?G<?LM I@

GC3igg @;GCFS CH ;FF NB? ;H;FST?> IP;LC;H =;H=?L =?FF FCH?M ONCFCT?>[ "M MBIQ?> CH NB? H?Q

4OJJF[ 'CA[ i<X ;FF NB? 0$ =?FF FCH?M ;H;FSM?> ?RJL?MM NB? @CP? GC3\igg @;GCFS G?G<?LM[ 8?

?P;FO;N?> NB? ?@@?=NM I@ NB?M? GC3/" IH &5"3 ?RJL?MMCIH ;H>X ;M JL?>C=N?> <S <CICH@ILG;NC=

;H;FSMCMX IHFS GC3\kip CM ;<F? NI N;LA?N &5"3[ " H?A;NCP? ;MMI=C;NCIH <?NQ??H GC3\kip ;H>

&5"3 ?RJL?MMCIH Q;M I<M?LP?> CH 0$ =?FF FCH?M[ 5B? GC3\igg; ;H> GC3\hkhX ;<F? NI N;LA?N

:&#hX B;P? HI >?N?=N;<F? ?@@?=N IH &5"3 ?RJL?MMCIH cH?Q 4OJJF[ 'CA[ i=dX MOAA?MNCHA NB;N GC3\

igg<a=X ;FIHA QCNB GC3\kipX =;H L?AOF;N? <INB &5"3 ;H> :&#h ?RJL?MMCIH[

Minor concernsZ

h[ 5?RN MBIOF> <? =;L?@OFFS L?PCM?> @IL ?LLILMX ;M NB?L? ;L? MIG?NCG?M QIL>M GCMMCHAX G;ECHA

CN >C@@C=OFN @IL NB? L?;>?L NI @IFFIQX ?MJ?=C;FFS ACP?H NB? =IGJF?RCNS I@ NB? L?AOF;NILS H?NQILE[

3?MJIHM? hZ 5B;HEM @IL JICHNCHA NBCM ION[ 8? L?PCM?> NB? N?RN NI <?NN?L CHNLI>O=? NB? NIJC=

;H> NB? JIN?HNC;F CGJILN;H=? I@ IOL @CH>CHAM >?M=LC<CHA NB? =IGJF?RCNS I@ NBCM HIP?F

L?AOF;NILS H?NQILE[ 5B? ?HNCL? G;HOM=LCJN B;M <??H JLII@L?;> ;H> ?>CN?> @IL AL;GG;NC=;F

;H> MJ?FFCHA GCMN;E?M[

i[ *H 'CA[ iB ;H> iCX NB? ;ONBILM IP?L?RJL?MM &5"3 F;=ECHA CNM j^653X ;H> MN;N? NB;N GC3\igg<

;H> GC3\igg= GCGC=M >IH^N L?>O=? CNM ?RJL?MMCIH[ 5BCM =IOF> ;FMI <? >O? NI NB? MNLIHA

IP?L?RJL?MMCIH I@ NB? NLOH=;N?> &5"3 ;H> ; JIN?HNC;F F;=E I@ MO@@C=C?HN =IJC?M I@ GC3/" NI

;@@?=N CNM ?RJL?MMCIHY NB? <?MN =IHNLIF QIOF> <? NI =IGJ;L? QCNB MCGCF;L IP?L?RJL?MMCIH I@ 85

&5"3X ;H> MBIQ NB;N NB? GC3\igg< ;H> GC3\igg= GCGC=M %0 L?>O=? IP?L?RJL?MM?> &5"3 CH

NBCM =;M?[



j

3?MJIHM? iZ 8? ;AL?? QCNB NB? L?PC?Q?L NB;N NB? MN;N?G?HN NB;N GC3\igg< ;H> GC3\igg=

GCGC=M >IH^N L?>O=? IP?L?RJL?MM?> &5"3 ?RJL?MMCIH CM HIN =ILL?=N[ "M MOAA?MN?> <S NB?

L?PC?Q?L CH NB? H?RN GCHIL JICHNX Q? J?L@ILG?> ; H?Q ?RJ?LCG?HN <S OMCHA NB? <?MN =IHNLIF

=IGJ;LCHA QCNB MCGCF;L IP?L?RJL?MMCIH I@ 85 &5"3 cH?Q 'CA[ iB ;H> H?Q iCdX ;H> MBIQ?>

NB;N NB? GC3\igg< ;H> GC3\igg= GCGC=M L?>O=? IP?L?RJL?MM?> &5"3 ;H> =?FF PCN;FCNS ;FMI CH

NBCM =;M?[

j[ #INNIG I@ J;A? mZ 5B? ;ONBILM MN;N?Z _6HFCE? @IL NB? GON;N?> &5"3 je653 L?JILN?L JF;MGC>X

?=NIJC= GC3\igg<a= MCAHC@C=;HNFS L?>O=?> NB? &5"3 L?JILN?L ;=NCPCNS NB?L?<S =IH@CLGCHA CNM

>CL?=N N;LA?NCHA_[ 5BCM MBIOF> <? QIL>?> GIL? =;L?@OFFS MCH=? NB? ;ONBILM MBIQ NB? JIN?HNC;F

I@ NB? &5"3 je653 NI <? N;LA?N?> <S GC3\igg<a=X <ON HI ?PC>?H=? CM JLIPC>?> NB;N NBCM

B;JJ?HM CH 0$ CH PCPI[ 'IL NBCM NB?S QIOF> B;P? NI >I >?GIHMNL;N? GC3\igga &5"3 je653

>OJF?R?M FI;>?> CHNI "AI <S "AI*1[

3?MJIHM? jZ #;M?> IH NBCM MOAA?MNCIHX Q? L?QIL>?> NB? M?HN?H=? QCNB _?=NIJC= GC3\igg<a=

MCAHC@C=;HNFS L?>O=?> NB? &5"3 L?JILN?L ;=NCPCNS NB?L?<S CH>C=;NCHA NB? JIN?HNC;F I@ NB? &5"3

j^653 NI <? N;LA?N?> <S GC3\igg<a= _[

Reviewer #2  

Comment 1: *N CM CHN?L?MNCHA NB;N NB? ;ONBILM MOAA?MN CH=L?;M?> GC3\igg<a= ?RJL?MMCIH ;H>

:&#h CHBC<CNCIH G;S <? ; NB?L;J?ONC= MNL;N?AS[ 0NB?LM B;P? ;FMI HIN?> NB;N FIMM I@ GC3\igg= CM

; G;LE?L I@ =FCHC=;F ;AAL?MMCP?H?MM ;H> NB;N L?MNIL;NCIH I@ GC3\igg= NI ;AAL?MMCP? =;H=?L =?FFM

=;OM?M ; >?=L?;M? CH GCAL;NCIH ;H> CHP;MCIH c$I=BL;H? %3 + 0H=IF ighgd IL NB;N EHI=E>IQH

I@ :&#h MFIQM NOGIL ALIQNB ;H> G?N;MN;MCM c$B?H % *HN + (SH?=IF $;H=?L ighjd[ )IQ?P?LX

NBCM CM J;L;>IRC=;F ;M GC3\igg @;GCFS G?G<?LM ;L? ?RJL?MM?> ;N FIQ IL H?AFCAC<F? F?P?FM CH

HILG;F =?FFM ;H> MO<MN;HNC;FFS CH=L?;M? CH ?RJL?MMCIH CH IP;LC;H =;H=?LX QB?L?;M ?RJL?MMCIH I@

:&#h ;H> :&#i MBIQM NB? IJJIMCN? J;NN?LH c#?H>IL;CN? " (SH?=IF 0H=IF ighgd[ )IQ GCABN

NB? ;ONBILM L?=IH=CF? NB?M? LIF?M @IL FIQ GC3\igg ;M ; G;LE?L @IL <INB HILG;F NCMMO? ;H> @IL

;AAL?MMCP? =;H=?L <ON HIN @IL NB? NL;HMCNCIH JB;M?]

Response: 5B;HEM @IL JICHNCHA NBCM ION[ 5B? Q?FF\>?M=LC<?> >IO<F?\H?A;NCP? @??><;=E FIIJ

<?NQ??H GC3\igg @;GCFS G?G<?LM ;H> :&#h CH 0$ CM CGJFC=;N?> ;M GIF?=OF;L MQCN=B

L?AOF;NCHA NB? @CH?\NOHCHA ;H> L?P?LMC<CFCNS I@ &.5 c#L;<F?NT 4X #L;<F?NT 5[ &.#0 3?J ighgd[

"M MOAA?MN?> <S NB? L?PC?Q?LX CH NB? L?PCM?> P?LMCIH Q? >??JFS >CM=OMM NB? J;L;>IRC=;F LIF?M

I@ GC3igga:&# =CL=OCN CH HILG;F ;H> NL;HM@ILG?> 0$ =?FFM[ "M L?JILN?> <S #?H>IL;CN? " ?N ;F[X

HILG;F =?FFM IH NB? IP;LC;H MOL@;=? ;L? I@ G?MINB?FC;F ILCACHX >CMJF;SCHA G?M?H=BSG;F ;H>

?JCNB?FC;F =B;L;=N?LCMNC=M[ 5B?M? IP;LC;H MOL@;=? G?MINB?FC;F =?FFM CHCNC;FFS OH>?LAI ;

G?MINB?FC;F\NI\?JCNB?FC;F NL;HMCNCIH c.?MI\&5dX ;=KOCLCHA =B;L;=N?LCMNC=M I@ ?JCNB?FC;F =?FFM

;=KOCLCHA =B;L;=N?LCMNC=M I@ ?JCNB?FC;F =?FFM MQCN=BCHA @LIG ; GC3\igg-08 ;H> :&#hai)*() MN;N?

NI ; GC3\igg)*() ;H> :&#hai-08 JB?HINSJ?[ 4O<M?KO?HNFSX &.5 G;S I==OL ;N F;N?L MN;A?M I@

IP;LC;H =;H=?L JLIAL?MMCIH[ *H FCH? QCNB NB?M? L?MOFNMX 0$ =?FFMX >CMJF;SCHA ;AAL?MMCP? NL;CNMX

?RJL?MM GC3\igg-08 ;H> :&#h)*()X ;FIHA QCNB &5"3)*() ;H> &\=;>B?LCH-08X =IHMCMN?HN QCNB ;

G?M?H=BSG;F =?FF JB?HINSJ?X JL?>IGCH;HN CH ;AAL?MMCP? =;H=?LM c%C?J?H<LO=E V $BLCMNI@ILCX

ighmd[ *H NBCM =IH=?JNO;F @L;G?QILEX CN CM CH=L?;MCHAFS ?PC>?HN NB? ?RCMN?H=? I@ ; H?NQILE I@

@;=NILM <?CHA ;@@?=N?> <SX ;H> ;@@?=NCHAX NB? =LCNC=;F J;NBQ;SM I@ NB? JL?\=;H=?L IL =;H=?L =?FFMX

QBC=B =B;HA? =?FF @;N? QCNB G;DIL CGJFC=;NCIHM I@ E?S &.5 @;=NIL CHN?L;=NCIHM ;H>

CHN?L=IHH?=NCIHM CH =;H=?L JLIAL?MMCIH[ "==IL>CHAFSX Q? I<M?LP?> NB;N NB? GONO;FFS ?R=FOMCP?

L?F;NCIHMBCJ <?NQ??H GC3\igg<a= ;H> :&#h CM L?AOF;N?> <S &5\ha&5"3 ;RCM CH G?M?H=BSG;F

0$ =?FFMX CH )(\40$ =?FFMX NB;N =;LLS ; BIN MJIN GCMM?HM? 51lj GON;NCIHX ;H> CH JF;NCHOG

L?MCMN;HN 0$ =?FFM[ " @OFF OH>?LMN;H>CHA I@ NB? L?AOF;NILS ?@@?=NM I@ GC3\igga:&# ;H> NB?

JLI=?MM?M OH>?LFSCHA ;=KOCMCNCIH I@ NB?M? L?AOF;NILS =IHNLIFM QCFF <? ?MM?HNC;F NI NB?

MO==?MM@OF @ONOL? =FCHC=;F ;JJFC=;NCIHM I@ GC3igga:&# =CL=OCN CH =;H=?L[



k

Comment 2: 5B? ;ONBILM =BIM? NI @I=OM IH 4,07j ;H> )&9 o" =?FFM cB?L? >?HIN?> MCGJFS ;M

)&9d[ 'LIG ; GIF?=OF;L <CIFIAS J?LMJ?=NCP?X NBCM CM @CH? ;M NB?S ?RJL?MM 7CG?HNCH ;H> GCABN

<? NBIOABN I@ ;M GIL? G?M?H=BSG;F =?FF FCH?M[ * NBCHE @LIG NB? P;HN;A? JICHN I@ CFFOMNL;NCHA ;

MCAH;FCHA J;NBQ;SX =?FF FCH? =BIC=? CM F?MM CGJILN;HN[ 5B? ;ONBILM MBIOF> ACP? NB? =;P?;NX

BIQ?P?LX NB;N NB? @C>?FCNS I@ NB?M? FCH?M NI BCAB\AL;>? M?LIOM IP;LC;H =;H=?L CM FIQX ;M H?CNB?L

=?FF FCH? B;M ; NJlj GON;NCIHX ;H> NB?S FCE?FS L?JL?M?HN ; HIH\M?LIOM BCMNIFIAS[ 5B? =ILL?F;NCIH

QCNB 5$(" B?FJM ; FCNNF? <CN CH NBCM L?A;L>X <ON N?MNCHA NB?CL BSJINB?M?M CH ; NJlj GON;N?> FCH?

QIOF> ACP? ; <?NN?L M?HM? I@ NB? NL;HMF;NCIH;F ;JJFC=;NCIHM @IL N;LA?NCHA :&#h ;M ; NB?L;J?ONC=

;JJLI;=B[ *M NBCM L?MJIHM? FCGCN?> NI G?M?H=BSG;F NSJ? =?FFM] &CNB?L Q;SX NB? CH PCPI

?RJ?LCG?HNM ;L? FCGCN?> NI ; MCHAF? =?FF FCH?[ 1?L@ILGCHA ; M?N I@ CH PCPI ?RJ?LCG?HNM QCNB ;

NJlj GON;N?> =?FF FCH? QIOF> <? CH@ILG;NCP? QB?NB?L IL HIN ; L?MJIHM? Q;M M??H[

Response: 8? NB;HE NB? L?PC?Q?L @IL NBCM NBIOABN@OF ;H> =IHMNLO=NCP? =IGG?HN JICHNCHA NI

MNL?HANB?H NB? =FCHC=;F L?F?P;H=? I@ NB? <FI=E;>? I@ &5\h3 MCAH;FCHA ;H> :&#h CH BCAB\AL;>?

M?LIOM IP;LC;H =;H=?L c)(\40$d =B;L;=N?LCT?> <S 51lj GON;NCIH[ 5I N?MN IOL BSJINB?M?M CH ;

51lj GON;N?> )(\40$ =?FF FCH? I@ ;H> NI JLIPC>? ; AL;N?L P;FO? I@ NB? NL;HMF;NCIH;F

;JJFC=;NCIHM @IL N;LA?NCHA :&#h ;M ; NB?L;J?ONC= ;JJLI;=BX Q? J?L@ILG?> ; H?Q M?N I@ H?Q CH

PCNLI ;H> CH PCPI ?RJ?LCG?HNM QCNB ; =IGGIH )(\40$ =?FF FCH?X 07$"3\jX NB;N =;LLC?M ; BIN

MJIN GCMM?HM? 51lj GON;NCIH c3iko2d[ 5B? H?Q L?MOFNM CH=FO>?> CH NB? L?PCM?> P?LMCIH I@ NB?

G;HOM=LCJN >?GIHMNL;N? NB;N G;=CN?HN;H CHBC<CNM NB? ?RJL?MMCIH I@ :&#h ;H> ?HB;H=?M NB?

GC3igg\<a\= CH NB?M? =?FFM cH?Q 4OJJF[ 'CA[ m;X<d[ /IN;<FS CN L?>O=?M NB? HOG<?L I@ NOGIL

HI>OF?M CH )(\40$ 07$"3\j R?HIAL;@NM c'CA[n;d[ 5BCM ?@@?=N Q;M J;L;FF?F?> <S ; LI<OMN

CH=L?;M? I@ &\=;>B?LCH JLIN?CH ?RJL?MMCIH F?P?FMX ;H> <S L?>O=?> F?P?FM I@ :&#hX ;M ?PC>?H=?>

<S CGGOHI<FINNCHA ;H;FSMCM I@ G?N;MN;NC= HI>OF?M I@ 07$"3\j R?HIAL;@NM cH?Q 'CA n< ;H>

4OJJF[ 'CA[ m>d[ 5BCM BCABFCABNM NB? NB?L;J?ONC= L?F?P;H=? I@ <FI=ECHA &5\h3aGC3igga:&#h

=CL=OCN <S G;=CN?HN;H CH )(\40$ QCNB BIN MJIN GCMM?HM? 51lj GON;NCIHM[ 5B? F?P?FM I@ &.5

G;LE?L ;H> I@ GC3igg<a= ;H> :&#h ?RJL?MMCIH CH NB? G?N;MN;NC= HI>OF?M I@ 07$"3\j

R?HIAL;@NM OHNL?;N?> ;H> NL?;N?> QCNB G;=CN?HN;H B;P? <??H HIQ CH=FO>?> CH H?Q @CA[ n= ;H>

H?Q 'CA[n>[

Comment 3: *H ; MCGCF;L P?CH L?A;L>CHA NL;HMF;NCIH;F ONCFCNSX :&#h B;M <??H ;MMI=C;N?> QCNB

=B?GIL?MCMN;H=? CH IP;LC;H =;H=?L c4;E;N; + 0H=IN;LA?N ighnY $OC 9 $B?GINB?L;JS ighod[

8B;N CM NB? JIN?HNC;F LIF? I@ G;=CN?HN;H CH =B?GIL?MCMN;HN IP;LC;H =;H=?L IL CH L?P?LMCHA

=B?GIL?MCMN;H=?]

Response: 8? ;JJL?=C;N? NB? L?PC?Q?L @IL NBCM CHMCABN@OF =IGG?HN[ *GJLIP?> OH>?LMN;H>CHA

I@ BIQ J;NBQ;SM IJ?L;N? ;H> CHN?L;=N CH NB? =IGJF?R H?NQILE AIP?LHCHA NB? &.5 ;H>

=B?GIL?MCMN;H=? I@ 0$ =?FFMX G;S JLIPC>? H?Q MNL;N?AC?M NI >?P?FIJ GIL? ?@@?=NCP? NL?;NG?HNM

c%C?J?H<LO=E V $BLCMNI@ILCX ighmd[ 8? JL?PCIOMFS >?GIHMNL;N?> NB? CHBC<CNILS ?@@?=N I@

G;=CN?HN;H IH NB? NOGIL ALIQNB I@ =B?GIL?MCMN;HN IP;LC;H =;H=?L =?FF FCH?MX ;M "inog $*4

=?FFM NB;N IP?L?RJL?MM &5"3X L?\M?HMCNCTCHA NOGIL =?FFM NI =CMJF;NCHOG c3IM;HU - ?N ;F[ $;H=?L

3?M[ ighkd[ 5I N?MN NB? NL;HMF;NCIH;F JIN?HNC;F I@ G;=CN?HN;H CH =B?GIL?MCMN;HN IP;LC;H =;H=?LX

Q? J?L@ILG?> ; H?Q M?N I@ CH PCNLI ;H> CH PCPI ?RJ?LCG?HNM QCNB "inog =?FFM M?HMCNCP? ;H>

L?MCMN;HN NI =CMJF;NCHOG c"inog $*4d[ 5B? H?Q L?MOFNM CH=FO>?> CH NB? L?PCM?> P?LMCIH I@ NB?

G;HOM=LCJN >?GIHMNL;N? NB;N G;=CN?HN;H B;GJ?LM NB? &5\h\CH>O=?> ?RJL?MMCIH I@ :&#h ;H>

?HB;H=?M NB? F?P?FM I@ GC3igg\<a\=X ?P?H CH "inog $*4 =?FFM NB;NX ;M ?RJ?=N?> MBIQ?> BCAB?L

F?P?FM I@ :&#h cH?Q 4OJJF[ 'CA[ m;X<d[ 0@ HIN?X G;=CN?HN;H CM ;<F? NI L?>O=? NB? HOG<?L I@

NOGIL HI>OF?M CH "inog ;H> "inog $*4 R?HIAL;@NM c'CA[n;d[ 5BCM CHBC<CNILS ?@@?=N Q;M

J;L;FF?F?> <S >?=L?;M?> :&#h JLIN?CH ?RJL?MMCIH F?P?FMX ;M ?PC>?H=?> <S CGGOHI<FINNCHA

;H;FSMCM c'CA[ n< ;H> 4OJJF[ 'CA[m>dX ;H> CH=L?;M?> F?P?FM I@ GC3\igg<a= ;H> &.5 G;LE?LMX ;M

I<M?LP?> CH 35\1$3 ;H;FSMCMX I@ G?N;MN;NC= HI>OF?M I@ "inog ;H> "inog $*4 R?HIAL;@NM cH?Q



l

'CA n=X>dX BCABFCABNCHA NB? NB?L;J?ONC= L?F?P;H=? I@ <FI=ECHA &5\h3aGC3igga:&#h =CL=OCNLS <S

G;=CN?HN;H CH =B?GIL?MCMN;HN IP;LC;H =;H=?L[

Comment 4: *H NB? >CM=OMMCIHX NB? ;ONBILM MBIOF> HIN? NB;N ?H>INB?FCH\h CM ; M?=IH>;LS

N;LA?N @IL <?P;=CTOG;<[ 4OJJILNCHA NB? ;ONBILM BSJINB?MCM I@ ?H>INB?FCH\h ;M ; NB?L;J?ONC=

N;LA?N CH G?M?H=BSG;F MO<NSJ? IP;LC;H =;H=?LX NB? G?M?H=BSG;F MO<NSJ? >?LCP?M L?F;NCP?FS

AL?;N?L <?H?@CN @LIG <?P;=CTOG;< NB;H CGGOHIL?;=NCP? IL >C@@?L?HNC;N?> MO<NSJ?M

Response: 8? NB;HE NB? L?PC?Q?L @IL NBCM MOAA?MNCIH NB;N CM HIQ ;>>?> CH NB? %CM=OMMCIH

M?=NCIH[ 5B? CHN?L\L?F;NCIHMBCJ <?NQ??H &5\h ;H> 7&('\" Q;M >??JFS MNO>C?> >?GIHMNL;NCHA

NB;N <?P;=CTOG;< CH@FO?H=?M &5\h JF;MG; F?P?F c,;M?< "0 ?N ;F[ 0H=IFIAS ighiY %CLC=;H " ?N

;F[ .?> 0H=IF ighkd[ *N B;M <??H JL?PCIOMFS L?JILN?> NB;N NL?;NG?HN QCNB <?P;=CTOG;< CM I@

AL?;N?L <?H?@CN @IL NBIM? J;NC?HNM QCNB NB? G?M?H=BSG;F MO<NSJ? I@ IP;LC;H =;H=?L c,IGGIMM

4[ ?N ;F[ $FCH $;H=?L 3?M[ ighndX CH QBC=B &5"3 ;H> :&#h ;L? IP?L?RJL?MM?>[ 5B?M? L?MOFNM L;CM?

NB? KO?MNCIH ;M NI QB?NB?L NB? =IG<CH;NCIH I@ ;H ;HNC\7&(' NB?L;JS QCNB ;H &5\h3 ;HN;AIHCMN

GCABN CGJLIP? JLIAHIMCM I@ NBCM MO<ALIOJ I@ 0$ J;NC?HNMX L?JL?M?HNCHA ;H CGJILN;HN

NB?L;J?ONC= IJNCIHM @IL NB?M? J;NC?HNM[ 8? =;H ?HPCM;A? NB;N <?P;=CTOG;< G;S <? GIL?

?@@?=NCP? CH =IG<CH;NCIH QCNB &5\h3 ;HN;AIHCMN CH NBCM GIF?=OF;L MO<NSJ?X N;LA?NCHA NB?

GC3igga:&#h H?NQILE QBC=B B;P? ; =LCNC=;F LIF? CH NB? ;AAL?MMCP?H?MM I@ 0$[

Reviewer #3 

Comment 1: %?MJCN? ;ONBILM >?N?LGCH?> NB? <CH>CHA ;H> L?AOF;NILS JIN?HNC;F I@ GC3igg<a=

IH :&#hX NB? ?RJ?LCG?HNM ;L? ?MJ?=C;FFS >?MCAH?> NI >?@CH? MO=B CHN?L;=NCIHMX ;M L?JILN?L

;MM;S @IL 653 M?KO?H=?M[ 5B?L?@IL?X CN G;S <? >CM=OMM?> QB?NB?L MO=B CHN?L;=NCIHM ;L?

L?F?P;HN CH ;H CH PCPI =IHN?RN QCNB ?H>IA?HIOM JLIN?CHM[ *N MBIOF> <? CHN?L?MNCHA NI ?P;FO;N?

NB? F;NN?L <S $)*1 ;MM;S CH JLCG;LS =OFNOL?M ;H>aIL $0 =?FF FCH?M[ *H 'CAOL? k ;ONBILM MBIQ

NB;N :&#h L?AOF;N?M &5;3 NBLIOAB L?JL?MMCHA GC3igg<a=[ 5B? ?RJ?LCG?HNM ;L? LCABN ;H>

=F?;LFS MBIQ NB? L?AOF;NILS @??><;=E @IL ?RJL?MMCIH I@ <INB JLIN?CHMX &5;3 ;H> :&#hX ;M Q?FF

;M GC3igg<a=[ )IQ?P?LX >O? NI ?RJ?LCG?HN;F =IH>CNCIHMX CN CM H?=?MM;LS NI ?MN;<FCMB NB? CH

PCPI MCAHC@C=;H=? I@ NB? MOAA?MN?> G?=B;HCMG =IHMC>?LCHA NB? ?H>IA?HIOM =IGJIH?HNM[

"ONBILM MBIOF> ;FMI >CM=OMM NB? F;NN?L >O? NI NB? =IGJF?R H;NOL? I@ MCAH;FCHA J;NBQ;SM ;H>

NB?CL >CP?LMCNS L?F;N?> NI &.5 CH QBC=B ;H OHCKO? GC3 =;H B;P? G;HS B;M JIN?HNC;F ?@@?=NM[

ResponseZ "M MOAA?MN?> <S NB? L?PC?Q?LX Q? J?L@ILG?> $B*1 ;MM;S NI ?P;FO;N? NB? <CH>CHA I@

:&#h IH NB? JLIGIN?L I@ GC3igg<[ "M MBIQH CH NB? H?Q 4OJJF[ 'CA[kGX &5\h JLIGIN?M NB?

L?=LOCNG?HN I@ :&#h IH GC3\igg< JLIGIN?LX CH>C=;NCHA NB? L?AOF;NILS CHN?L;=NCIHM JLIGIN?>

<S &5\h IH NB? NL;HM=LCJNCIH;F ;=NCPCNS I@ GC3\igg<[ .IMN L?F?P;HNFSX Q? ;>>L?MM?> QB?NB?L

MO=B CHN?L;=NCIHM ;L? L?F?P;HN CH ;H CH PCPI =IHN?RN QCNB ?H>IA?HIOM JLIN?CHMX <S ;H;FSMCHA

NBCM CHN?L;=NCIH CH NB? HI>OF?M NCMMO?M I@ IP;LC;H =;H=?L R?HIAL;@NM NL?;N?> ;H> OHNL?;N?> QCNB

G;=CN?HN;H cH?Q 'CA n?d[ /IN;<FSX $B*1 ;MM;SM IH HO=F?;L ?RNL;=NM @LIG G?N;MN;NC= HI>OF?M I@

4,07j R?HIAL;@NMX L?P?;F?> NB? L?=LOCNG?HN I@ :&#h IH GC3igg< JLIGIN?L ;H> NL?;NG?HN

QCNB G;=CN?HN;H CGJ;CL?> NBCM L?=LOCNG?HN L?MNL;CHCHA NB? L?AOF;NILS CHN?L;=NCIH I@ :&#h IH

NB? NL;HM=LCJNCIH;F ;=NCPCNS I@ GC3\igg cH?Q 'CA[ n?d[ 5B?M? CH PCPI L?MOFNMX ;FIHA QCNB H?Q CH

PCPI L?MOFNM I<N;CH?> CH NB? G?N;MN;NC= HI>OF?M I@ >C@@?L?HN 0$ R?HIAL;@NMX MNL?HANB?H NB?

=FCHC=;F L?F?P;H=? I@ NB? CHN?AL;N?> MCAH;FCHA H?NQILE <?NQ??H &5"3a:&#\h ;H> GC3\igg<a=

CH IP;LC;H =;H=?L NB;N =;H <? B;GJ?L?> <S G;=CN?HN;H[

"M MOAA?MN?> ;FMI <S NB? L?PC?Q?Lfi CH =IGG?HN hX Q? BCABFCABN?>X CH NB? %CM=OMMCIH M?=NCIHX

NB? J?=OFC;L =IGJF?R ;H> CHN?L>?J?H>?HN H;NOL? I@ NB? :&#haGC3\igg H?NQILE <?CHA

CHN?AL;N?> QCNB NB? &5\ha&5"3 J;NBQ;SMX QCNB G;DIL CGJFC=;NCIHM CH NB? =B;HA? I@ 0$ =?FF

@;N?[

Comment 2: *H @CAOL? m NB? LIF? I@ &5;3\GC3igg<a=\:&#h J;NBQ;S CH &5\h ;=NCP;NCIH PC;

&.5X =?FF JF;MNC=CNS ;H> CHP;MCIH ;L? KOCN? =F?;L[ )IQ?P?LX CN CM OH=F?;L QBS ;ONBILM >C> HIN



m

OM? &5;3 MCF?H=CHAX ;M CH>??> JL?PCIOMFS OM?> c?A[ 'CAM iA ;H> l;d[ 8BS >C> NB?S DOMN J?L@ILG

JB;LG;=IFIAC=;F CHBC<CNCIH cG;=CN?HN;Hd I@ &5;3]

Response: 5B;HEM @IL JICHNCHA NBCM ION[ 8? ;>>?> CH NB? H?Q 'CA[ m =\@ ;H> H?Q 4OJJF[ l<\?X

NB? L?MOFNM I@ NB? ?RJ?LCG?HNM =;LLC?> ION OJIH &5"3 MCF?H=CHA[ .IL?IP?LX ;M MBIQ?> CH NB?

H?Q 4OJJF[ 'CA[ k>X Q? ;H;FST?> NB? ?@@?=N I@ M?F?=NCP? &5"3 ;HN;AIHCMN TC<IN?HN;H c:%kglkdX

;H> I@ M?F?=NCP? &5#3 ;HN;AIHCMN #2nooX IH NB? ?RJL?MMCIH I@ :&#hX =F?;LFS >?GIHMNL;NCHA NB?

MJ?=C@C= LIF? I@ &5"3 CH NB? MOAA?MN?> G?=B;HCMG I@ 0$ =?FFM[

Comment 3: $IH=FO>CHA QCNB ; AFCGJM? I@ ; NB?L;J?ONC= MNL;N?AS >?LCP?> @LIG NB? @CH>CHAM CM

KOCN? Q?F=IG?[ )IQ?P?LX ;ONBILM MBIOF> >CM=OMM ;<ION JIMMC<F? JB;LG;=IFIAC=;F ;FN?LH;NCP?M

QCNB BCAB?L MJ?=C@C=CNS @IL &5;3X ?MJ?=C;FFS >?=L?;MCHA ; JIN?HNC;F MC>? ?@@?=N I@ G;=CN?HN;H[ *H

;>>CNCIHX ;ONBILM MBIOF> >CM=OMM NB? ?RN?HN NB;N &5<3 G;S B;P? ; LIF? CH NB? MOAA?MN?>

G?=B;HCMG. 

Response: "M L?JILN?> CH NB? H?Q 4OJJF[ 'CA[ k>X NB? M?F?=NCP? &5#3 ;HN;AIHCMN M??GM NI B;P?

IHFS G;LACH;F LIF? CH NB? CHBC<CNCIH I@ :&#hX MOAA?MNCHA NB;N &5"3a&5\h ;RCM L?JL?M?HNM NB?

G;CH AOC>;H=? =O? CH IP;LC;H =;H=?L =?FFM[ "M MOAA?MN?> <S NB? L?PC?Q?LX Q? >CM=OMM?> NB?

JIMMC<F? JB;LG;=IFIAC=;F ;FN?LH;NCP?M QCNB BCAB?L MJ?=C@C=CNS @IL &5"3 =IGJ;L?> NI NB? >O;F

&5"3a&5#3 ;HN;AIHCMNM[ 4?F?=NCP? &5"3 ;HN;AIHCMNM B;P? <??H ?P;FO;N?> @IL NB?CL ;HNCNOGIL

;=NCPCNS CH BOG;H =FCHC=;F NLC;FMX QCNB HI G?;MOL;<F?X MN;NCMNC=;FFS MCAHC@C=;HN ;>P;HN;A?MX ?P?H

NBIOAB NB? >LOAM Q?L? Q?FF\NIF?L;N?> c3IM;HU -[ ?N ;F[ /;NOL? 3?P[ $;H=?L ighjY &H?PIF>M?H

'$[ ?N ;F[ + $FCH .?>[ igigY #;LNIHX .[ ;H> 9;H;ACM;Q;X .[ )SJ?LN?HMCIH ighpd[ *H NBCM L?A;L>X

CN CM JIMMC<F? NB;N >O;F ;HN;AIHCMNM ;L? GIL? ;JJLIJLC;N? NB;H MCHAF? ;HN;AIHCMNM CH =;H=?L

NL?;NG?HN[ 5OGIL GC=LI?HPCLIHG?HN c5.&d ?F?G?HNMX CH=FO>CHA =;H=?L\;MMI=C;N?> @C<LI<F;MNM

;H> NOGIL\;MMI=C;N?> G;=LIJB;A?MX ;L? G;H>;NILS @IL BOG;H NOGIL JLIAL?MMCIHX ;H> NB?M?

=?FFM ?RJL?MM <INB &5"3 ;H> &5#3[ 5B?M? ;MJ?=NM Q?L? HIN =IHMC>?L?> CH NB? NLC;FM[ *H>??>X NB?

NB?L;J?ONC= <?H?@CN I@ NB? >O;F &5\h3 ;HN;AIHCMN CM NI N;LA?N HIN IHFS 0$ =?FFM ?RJL?MMCHA

G;CHFS &5"3X B;GJ?LCHA NB? :&#haGC3igg H?NQILEX <ON ;FMI NI CHN?L@?L? QCNB 5.& ?F?G?HNMX

MO=B ;M P;M=OF;LX FSGJB;NC=X @C<LI<F;MNM ;H> CH@F;GG;NILS =?FFMX QBC=B G;CHFS ?RJL?MM &5#3X

L?JL?M?HNCHA NB?L?@IL? ;H ?HB;H=?> NB?L;J?ONC= <?H?@CN =IGJ;L?> NI M?F?=NCP? &5"3

;HN;AIHCMNX NB;N =;H CGJ;CL :&#haGCLigg NL;HM=LCJNCIH;F G;=BCH?LS ;H> NB? =IGJF?R

L?AOF;NILS =CL=OCNM CH NB? MNLIG;F ;L=BCN?=NOL?[ 'ONOL? JL?=FCHC=;F MNO>C?M MBIOF> <? =IH>O=N?>

NI >?MCAH MO==?MM@OF NLC;FM L?@F?=NCHA NB? @OFF NB?L;J?ONC= JIN?HNC;F I@ &5\h3 ;HN;AIHCMNM[



REVIEWERS' COMMENTS: 

Reviewer #2 (Remarks to the Author): 

The role of EMT in ovarian cancer pathogenesis and progression remains a fascinating topic and 

one in need of continued work. In this manuscript, the authors posit a novel feedback loop 

between two previously identified signaling pathways, ET-1/ETAR and miR-200/ZEB1. The data 

delineating the complex double negative feedback loop are well-presented and the experiments 

flow well in description. I am satisfied that the authors have addressed my key concerns, namely 

the addition of the OVCAR3 and ChIP experiments adds considerably to the level of evidence 

displayed in the paper and strengthens the findings. I now think that the work is acceptable for 

publication. 

Reviewer #3 (Remarks to the Author): 

Authors have comprehensively responded to all my comments.



1

Reviewer #2  

Comment: The role of EMT in ovarian cancer pathogenesis and progression remains a 

fascinating topic and one in need of continued work. In this manuscript, the authors posit a 

novel feedback loop between two previously identified signaling pathways, ET-1/ETAR and 

miR-200/ZEB1. The data delineating the complex double negative feedback loop are well-

presented and the experiments flow well in description. I am satisfied that the authors have 

addressed my key concerns, namely the addition of the OVCAR3 and ChIP experiments adds 

considerably to the level of evidence displayed in the paper and strengthens the findings. I 

now think that the work is acceptable for publication. 

Response: Thanks for your great suggestions. It helps us a lot to improve our work. 

Reviewer #3  

Comment: Authors have comprehensively responded to all my comments. 

Response: Thank you for your previous helpful suggestions. It definitely improved our 

manuscript. 


