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16th Apr 20201st Editorial Decision

Thank you for submit t ing your manuscript for considerat ion by the EMBO Journal. We have now 
received two referee reports on your manuscript , which are included below for your informat ion. 

As you will see from the comments, while both reviewers find the topic interest ing, they also 
indicate a number of aspects that would have to be strengthened before they can support 
publicat ion of the manuscript . In part icular, they indicate the unclear role of OsPRR7 as a circadian 
clock component (reviewer #1) and ask for solidificat ion of the insight into ROS regulat ion by 
OsPRR7 (both reviewers) and the role of HDAC10 in OsHKT2;1 expression regulat ion downst ream 
of OsPRR7 (reviewer #2). 

Based on the overall interest expressed in the reports, I would like to invite you to submit a revised 
version of your manuscript in which you address the comments of both referees. I should add that it 
is The EMBO Journal policy to allow only a single major round of revision and that it is therefore 
important to resolve the main concerns at this stage. We are aware that many laboratories cannot 
funct ion at full efficiency during the current COVID-19/SARS-CoV-2 pandemic, and I would be happy 
to discuss the revision in more detail via email or phone/videoconferencing. 

We have extended our 'scooping protect ion policy' beyond the usual 3 month revision t imeline to 
cover the period required for a full revision to address the essent ial experimental issues. This means 
that compet ing manuscript s published during revision period will not negat ively impact on our 
assessment of the conceptual advance presented by your study. Please contact me if you see a 
paper with related content published elsewhere to discuss the appropriate course of act ion. 

When preparing your let ter of response to the referees' comments, please bear in mind that this will 
form part of the Review Process File, and will therefore be available online to the communit y. For 
more details on our Transparent Editorial Process, please visit our website:
ht tps://www.embopress.org/page/journal/14602075/authorguide#t ransparentprocess 

Please feel free to contact me if you have any further quest ions regarding the revision. Thank you 
for the opportunity to consider your work for publicat ion. I look forward to receiving your revised 
manuscript .



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

Referee #1: 

The manuscript ent it led "OsPRR73 confers salt tolerance by regulat ing sodium homeostasis 
mediated by OsHKT2;1 in rice" describes a series of analysis to connect a rice circadian clock 
component , OsPRR73 gene with salt tolerance. In Fig1, they examined a T-DNA tag line of 
OsPRR73 in DJ background on salt tolerance. And they produced CRISPR/Cas9 lines of OsPRR73 
to check their salt tolerance. The results consistent ly obtained that OsPRR73 are required for 
normal salt tolerance under st ress condit ions. To focus on OsPRR73 gene, they examined diurnal 
expression of all OsPRR genes in Fig S1 and produced TILLING mutants of OsPRR1, 37, 59, and 95 
in addit ion to OsPRR73. In the text , they described that only osprr73 mutants exhibited a weak salt 
tolerance compared with WT. In Fig.2, t ranscriptomic analysis revealed that some OsHKT genes as 
downst ream genes of OsPRR73 under the stress condit ions. In Fig.3, they revealed that the weak 
salt tolerance is specific to Na+ response and found that Na+ ion content was increased a bit but 
significant ly in the osprr73 mutant . In Fig.4, the authors found that OsHKT2.1 mRNA was induced 
in WT by NaCl t reatment while it was more induced in osprr73 mutants. In addit ion, they 
demonst rated in N.benthamiana, OsPRR73 can repress OsHKT2;1 pro-LUC and GFP-OsPRR73 
can bind to a specific site in OsHKT2;1 promoter. After IP-MS analysis, they performed experiments 
to show HDAC10 as an OsPRR73 protein and found more H3K9ac on OsHKT2;1 promoter in 
osprr73 mutants in Fig.5. In Fig.6, the authors revealed that oshkt2;1 mutants exhibited more salt 
tolerance than WT. In Fig.7, the authors demonst rated that ROS was highly accumulated in 
osprr73. Taken together, a molecular model to connect OsPRR73 and salt tolerance is proposed in 
Fig.8. 

A series of experiments described in this work clearly revealed that only OsPRR73, but not 
otherPRR genes is involved in salt tolerance by regulating sodium homeostasis mediated by 
OsHKT2;1 in rice. The experiments are well done and the manuscript are well written. 

However, it is still unknown how circadian clocks are involved in this homeostasis mechanisms 
although the authors tried to examine whether circadian clock-components contribute to salt 
tolerance in rice in this work (Page 6 Line 111). Furthermore, it is clear that OsPRR73 can repress 
OsHKT2;1 in order to sodium homeostasis, but it may be not a good case to conclude that 
OsPRR73 confers salt tolerance in the title of this MS. 

First of all, it is funny that only OsPRR73 among five PRR members can affect salt tolerance if 
OsPRR73 is a core member of rice circadian clocks. In fact, it is not well described whether rice 
PRR genes are core members in the circadian clocks yet. It has been clearly reported that OsGI 
gene is a core component in rice circadian clocks meanwhile the original GI may not be a critical 
component in the Arabidopsis circadian clock systems. It has been also reported that OsPRR37 is a 
flowering-time gene in rice but not reported any phenotypes specific to circadian clocks as a core 
component in rice yet. Thus, the circadian clocks in rice is not known at the level of molecular 
genetics. This example indicates that some analyses to show that OsPRR73 functions as a core 
circadian clock component are needed to answer the question raised by the authors. The 
transcriptomic analysis using osprr73 mutants can be an answer for this question, but it was not in 
this MS since they did not sample them diurnally. Even if OsPRR73 is a sub-member to control



specific downst ream genes such as HKT2;1 in rice circadian clocks, the authors can examine the 
effect of the osprr73 mutat ion to the diurnal expression of OsHKT2;1, which is not presented in this 
MS. 

Another concern in this work is the connect ion between OsHKT2;1 and ROS. The authors can 
check whether ROS was reduced in the oshkt2;1 mutant easily, but no data presented. 

Minor comments; 

As a G-box in Fig.4F, we usually have a ACGT sequence as a core in G-box. The author should 
escribe this point enough in the MS and tell the readers that their cis-element was an atypical one. 

Referee #2: 

The present report Oryza sat iva Pseudo-Response Regulator family member, OsPRR73 confers 
salt tolerance in rice through transcript ionally repressing OsHKT2;1, which is a previously reported 
plasma-membrane localized Na+ transporter. Moreover, this repression is associated with HDAC10 
as a nuclear interactor of OsPRR73 and a co-repressor of OsHKT2;1. Based on these findings, the 
authors claim salt -induced OsPRR73 confers salt tolerance by recruit ing HDAC10 to 
t ranscript ionally repress OsHKT2;1, reducing cellular Na+ accumulat ion, providing a novel molecular 
link between clock components and salt st ress tolerance in rice. 

In principle, the topic of the research is of biological interest , for the relat ionship between clock 
components and salt st ress tolerance in rice is elusive. In the present manuscript , the authors 
showed a series of experiments to t ry to display the associat ion between clock components 
OsPRR73 and salt st ress, however, the manuscript is lacking the powerful supports with vital 
experiment to get a proposed conclusion. 

What reasons are based to select the concent rat ion of 180 mM NaCl to induce the expression of

OsPRR733. In rice product ion, this salt  concentrat ion is very high that will not  be happened. In the
sect ion of Materials and Methods, it  was not ment ioned what concentrat ion of NaCl was applied to
induce the transcripts of gene profiles. 
It  is not clear whether the CAS-generated mutat ions of aprr733-C1, C2, C3 In Figure 1D are
correspond to the transgenic lines of osprr733-C-L1, L2, and L3 in Figure 1E/F/F/H. 
The authors showed the response of oshkt2;1 mutant, what is the response if overexpressing this
gene in NIP. 
In figure 7, the ROS was detected in osprr73 mutant under salt  stress, what ROS happen in
oshkt2;1 and OsHTK2;1-OX lines. 
The transcript ional repression of OsPRR733 in OsHKT2;1 has been evidenced, the genet ic linkage
of these factors should be generated to detect  whether OsPRR733 and OsHKT2;1 transcript ionally
work together in plants. 
In Lines 250-251 of page13, the authors ment ioned that "Since SDG704 was unable to methylate
H3K9 (Ding et  al, 2007), we determined if HDAC10 were a bona fide interactor of OsPRR73". It
would be much evidencable if authors provide related assays to prove the above statement. 
The Discussion did not well highlight  the novelty and key points of the research, the authors need
to strengthen this part .



Referee #1: 

The manuscript entitled "OsPRR73 confers salt tolerance by regulating sodium homeostasis 

mediated by OsHKT2;1 in rice" describes a series of analysis to connect a rice circadian clock 

component, OsPRR73 gene with salt tolerance. In Fig 1, they examined a T-DNA tag line of 

OsPRR73 in DJ background on salt tolerance. And they produced CRISPR/Cas9 lines of 

OsPRR73 to check their salt tolerance. The results consistently obtained that OsPRR73 are 

required for normal salt tolerance under stress conditions. To focus on OsPRR73 gene, they 

examined diurnal expression of all OsPRR genes in Fig S1 and produced TILLING mutants 

of OsPRR1, 37, 59, and 95 in addition to OsPRR73. In the text, they described that only 

osprr73 mutants exhibited a weak salt tolerance compared with WT. In Fig.2, transcriptomic 

analysis revealed that some OsHKT genes as downstream genes of OsPRR73 under the stress 

conditions. In Fig.3, they revealed that the weak salt tolerance is specific to Na+ response and 

found that Na+ ion content was increased a bit but significantly in the osprr73 mutant. In 

Fig.4, the authors found that OsHKT2.1 mRNA was induced in WT by NaCl treatment while 

it was more induced in osprr73 mutants. In addition, they demonstrated in N.benthamiana, 

OsPRR73 can repress OsHKT2;1 pro-LUC and GFP-OsPRR73 can bind to a specific site in 

OsHKT2;1 promoter. After IP-MS analysis, they performed experiments to show HDAC10 as 

an OsPRR73 protein and found more H3K9ac on OsHKT2;1 promoter in osprr73 mutants in 

Fig.5. In Fig.6, the authors revealed that oshkt2;1 mutants exhibited more salt tolerance than 

WT. In Fig.7, the authors demonstrated that ROS was highly accumulated in osprr73. Taken 

together, a molecular model to connect OsPRR73 and salt tolerance is proposed in Fig.8.  

A series of experiments described in this work clearly revealed that only OsPRR73, but not 

other PRR genes is involved in salt tolerance by regulating sodium homeostasis mediated by 

OsHKT2;1 in rice. The experiments are well done and the manuscript are well written.  

However, it is still unknown how circadian clocks are involved in this homeostasis 

mechanisms although the authors tried to examine whether circadian clock-components 

contribute to salt tolerance in rice in this work (Page 6 Line 111). Furthermore, it is clear that 

OsPRR73 can repress OsHKT2;1 in order to sodium homeostasis, but it may be not a good 

case to conclude that OsPRR73 confers salt tolerance in the title of this MS.  

Response:  

Thanks for your overall positive comments and helpful suggestions. In the revised manuscript, 

we have examined the temporal transcript abundance of a few known circadian regulated 

genes including OsCCA1 and OsELF3.1 in a time course manner under constant light 

conditions, as shown in Fig. EV4. These data clearly favor a notion that OsPRR73 may 

function as a core clock component in rice, and OsPRR73 profiles the temporal expression 

pattern of OsHKT2;1, which may represent a molecular link between circadian clock and salt 

stress response in rice.  

Followed your suggestion, we have reformulated the title to “OsPRR73 positively regulates 

salt tolerance by modulating sodium homeostasis mediated by OsHKT2;1 in rice” in the 

revised manuscript. 

First of all, it is funny that only OsPRR73 among five PRR members can affect salt tolerance 

if OsPRR73 is a core member of rice circadian clocks. In fact, it is not well described whether 

11th Jun 20201st Authors' Response to Reviewers



rice PRR genes are core members in the circadian clocks yet. It has been clearly reported that 

OsGI gene is a core component in rice circadian clocks meanwhile the original GI may not be 

a critical component in the Arabidopsis circadian clock systems. It has been also reported that 

OsPRR37 is a flowering-time gene in rice but not reported any phenotypes specific to 

circadian clocks as a core component in rice yet. Thus, the circadian clocks in rice is not 

known at the level of molecular genetics. This example indicates that some analyses to show 

that OsPRR73 functions as a core circadian clock component are needed to answer the 

question raised by the authors. The transcriptomic analysis using osprr73 mutants can be an 

answer for this question, but it was not in this MS since they did not sample them diurnally.  

Response: 

In the revised manuscript, we have performed a time course RT-qPCR to detect the temporal 

expression patterns of OsLUX, OsCCA1, OsPRR95 and OsELF3.1, which were previously 

shown to display a robust oscillating rhythm in diurnal conditions (Nagano et al., 2012, Cell), 

in both osprr73 and WT plants under constant light after entraining in 12 h light/12 h dark 

photocycles for 14 days. The results demonstrated that osprr73 mutants may have a 

lengthened circadian period as the peaks of the above reporter genes were evidently delayed 

in the constant light. These data have been incorporated into Fig EV4, and the corresponding 

description of the results has been added in the revised manuscript as well (page 8, line 

136-144).

Even if OsPRR73 is a sub-member to control specific downstream genes such as HKT2;1 in 

rice circadian clocks, the authors can examine the effect of the osprr73 mutation to the diurnal 

expression of OsHKT2;1, which is not presented in this MS.  

Response: 

We have detected the transcript level of OsHKT2;1 at serial time points, and added the data as 

Appendix Fig S7 of the revised manuscript. We also described these data in the results section 

correspondingly (page 12, line 228-232). 

Another concern in this work is the connection between OsHKT2;1 and ROS. The authors can 

check whether ROS was reduced in the oshkt2;1 mutant easily, but no data presented.  

Response: 

Thanks for your suggestion! We have detected the content of ROS in oshkt2;1 and WT plants 

with both DAB staining and H2DCFDA fluorescent signal as an indicator. We found that 

ROS content was significantly reduced in oshkt2;1 plants under NaCl stress condition 

compared with WT plants. The data is shown in appendix Fig S11 and the corresponding 

description was also added in revised main text (page 16, line 325-329). 

Minor comments; 

As a G-box in Fig.4F, we usually have a ACGT sequence as a core in G-box. The author 

should describe this point enough in the MS and tell the readers that their cis-element was an 

atypical one.  



Response: 

Thanks for your helpful suggestion. This atypical G-box element was determined by using 

PlantCARE database. We have added this information (line 241) and the following 

information “which contains an atypical G-box element (CACGAC)” (line 251) into the 

revised manuscript.  

Referee #2:  

The present report Oryza sativa Pseudo-Response Regulator family member, OsPRR73 

confers salt tolerance in rice through transcriptionally repressing OsHKT2;1, which is a 

previously reported plasma-membrane localized Na+ transporter. Moreover, this repression is 

associated with HDAC10 as a nuclear interactor of OsPRR73 and a co-repressor of 

OsHKT2;1. Based on these findings, the authors claim salt-induced OsPRR73 confers salt 

tolerance by recruiting HDAC10 to transcriptionally repress OsHKT2;1, reducing cellular 

Na+ accumulation, providing a novel molecular link between clock components and salt 

stress tolerance in rice.  

In principle, the topic of the research is of biological interest, for the relationship between 

clock components and salt stress tolerance in rice is elusive. In the present manuscript, the 

authors showed a series of experiments to try to display the association between clock 

components OsPRR73 and salt stress, however, the manuscript is lacking the powerful 

supports with vital experiment to get a proposed conclusion.  

Response: 

We appreciate this reviewer for the encouraging comments and helpful suggestions. In the 

revised manuscript, we have made related attempts using RT-qPCR to detect the expression 

rhythm of other known circadian clock factors in continuous light conditions. These new 

results may initially indicate that OsPRR73 belongs to the circadian clock component. The 

data have been incorporated into Fig EV4, and the corresponding description of the results 

has also been added in the revised manuscript (page 7, line 136-144). 

What reasons are based to select the concentration of 180 mM NaCl to induce the expression 

of OsPRR73. In rice production, this salt concentration is very high that will not be happened. 

Response: 

We had conducted a preliminary test with a series of NaCl concentration ranging from 75 to 

200 mM. Among the tested concentration, we found the salt tolerance phenotype between WT 

and osprr73 mutant are more evident with 180 mM NaCl treatment. Consequently, we 

adopted 180 mM NaCl in this study for the seedlings treatment as it could clearly distinguish 

the salt sensitive phenotype of osprr73 mutant. It is true that this concentration is very high 

for continuous growth of rice plants. Thus, we lowered the concentration to 75 mM NaCl for 

the treatment of both WT and osprr73 mutant adult plants for whole growing cycle to 

simulate the salt stress environment. Consistently, we found osprr73 mutant displayed an 

increased sensitivity to NaCl treatment as shown in appendix figure S2 of the revised 

manuscript. 

In the section of Materials and Methods, it was not mentioned what concentration of NaCl 



was applied to induce the transcripts of gene profiles. 

Response: 

Thanks for pointing out this missing. We have added the detailed description “the 

two-week-old seedlings were treated with 180 mM NaCl to check the gene expression level 

under salt stress” into the section of Materials and Methods (Line 513-514). 

It is not clear whether the CAS-generated mutations of osprr733-C1, C2, C3 In Figure 1D are 

correspond to the transgenic lines of osprr733-C-L1, L2, and L3 in Figure 1E/F/F/H.  

Response: 

Thanks for pointing out this inconsistency. They were actually the same lines. In the revised 

manuscript, we have uniformly named them as opsrr73-C1, osprr73-C2 and osprr73-C3 in 

figure 1 to avoid misleading. 

The authors showed the response of oshkt2;1 mutant, what is the response if overexpressing 

this gene in NIP.  

Response: 

Previously, Ardie at al., had shown that the overexpression of OsHKT2;1 in rice could 

accumulate more sodium ion, which resulted in an elevated sensitivity to salt stress. That is 

why we did not generate our own OsHKT2;1 overexpressing line. We cited this reference and 

described it as “overexpression of OsHKT2;1 resulted in reduced salt stress tolerance in both 

rice and Arabidopsis (Ardie et al., 2009)” in the revised manuscript (Page 4 Line 57-58). 

In figure 7, the ROS was detected in osprr73 mutant under salt stress, what ROS happen in 

oshkt2;1 and OsHTK2;1-OX lines.  

Response: 

Thanks for your helpful suggestion. Followed your suggestion, we have detected ROS content 

in oshkt2;1 mutant plants with DAB staining and H2DCFDA method. Briefly, we found ROS 

content was lower in oshkt2;1 mutant upon NaCl treatment relative to in WT plants. We have 

added these data into appendix Fig S11 and described this results in the revised manuscript 

(page 16, line 325-329). Currently, we have no OsHKT2;1-OX lines available yet, which 

could be detected in the future study.  

The transcriptional repression of OsPRR73 in OsHKT2;1 has been evidenced, the genetic 

linkage of these factors should be generated to detect whether OsPRR73 and OsHKT2;1 

transcriptionally work together in plants.  

Response: 

Thanks for your constructive suggestion. We agree that genetic evidence with osprr73 

oshkt2;1 double mutant will be helpful. However, it is possible that OsPRR73 can also 

regulate salt response through an OsHKT2;1-independent pathways in part, given the 

transcript levels of other sodium transporters including OsHKT1;5 and OsNHX1 were altered 

in osprr73 mutant and they are not direct transcriptional targets of OsPRR73. In addition, the 

generation evidence could not be easily obtained in a limited time. We therefore leave the 



genetic crossing for the future study to further decipher the comprehensive network mediated 

the OsPRR73-regulated salt tolerance, and extended our discussion about other potential 

downstream mechanisms. We are grateful for your understanding. 

In Lines 250-251 of page13, the authors mentioned that "Since SDG704 was unable to 

methylate H3K9 (Ding et al, 2007), we determined if HDAC10 were a bona fide interactor of 

OsPRR73". It would be much evidencable if authors provide related assays to prove the 

above statement. 

Response:  

As suggested, we conducted additional transient co-expression assay to detect whether 

HDAC10 can enhance the transcriptional inhibition activity of OsPRR73 to repress the 

expression of OsHKT2.1 in planta. We found that the inhibitory effect of OsPRR73 on 

OsHKT2;1 transcription was modestly augmented by co-transforming with HDAC10, 

indicating that the interaction between OsPRR73 and HDAC10 can effectively inhibit the 

transcription of OsHKT2;1. The data were shown in appendix Fig S8 of the revised 

manuscript, and the corresponding description were also provided in main text (page 14, line 

282-288).

The Discussion did not well highlight the novelty and key points of the research, the authors 

need to strengthen this part. 

Response:  

Thanks for your helpful suggestion. We have extended and refined the discussion part. 



16th Jul 20201st Revision - Editorial Decision

Thank you for submit t ing a revised version of your manuscript for considerat ion by The EMBO 
Journal. I apologise for the prot racted handling of your manuscript due to delays in referee report 
submission. Both original referees have now seen your manuscript , and their comments are 
included below for your informat ion. 

As you can see, both reviewers indicate that some issues that were indicated in their reviews have 
not been addressed in the revised manuscript , especially regarding the evidence of the role of 
OsPRR73 as a circadian clock component . Since this aspect was also highlighted as crucial from 
the editorial side upon invit ing the revision, I am afraid that we cannot offer to cont inue further 
processing of the manuscript for publicat ion in The EMBO Journal.

That being said, I have discussed your work with my colleague Deniz Senyilmaz Tiebe at our sister 
journal EMBO Reports, and she would like to offer publicat ion of your manuscript after a minor 
revision. Deniz requests a point -by-point response where you textually respond to the remaining 
referee concerns. She also asks to tone down the claims on circadian cont rol of OsHKT2;1 
expression, and the statements regarding OsPRR73 being a circadian clock component (referee
#1). Furthermore, she requests to acknowledge in the text that epistasis between OsPRR73 and 
OsHKT2;1 in regulat ion of salt resistance remains to be established (referee #2).

I regret to have to disappoint you, especially after a lengthy revision process, but I nevertheless 
hope that you will view the possibilit y of a t ransfer favourably. If this is the case, please use the link 
below

 to t ransfer the manuscript direct ly.

**************************************************** 

Referee #1: 

According to appropriate responses to review's comments to the first manuscript s, this version of 
manuscript has been much improved. However, the change of circadian clock genes in osprr73 are 
not so clear, thus the authors should t ry other clock related genes. As in the case of osgi, it is quite 
possible to see such biased effects. Otherwise, the author should change the abst ract and the text 
to tell that the roles of OsPRR73 as a circadian clock compoment are not clear based on the 
effects to key transcript s and to remove any descript ion to suggest that PRR37 is a circadian clock 
compomnent . Even though, I think that the data in this work is valuable. 



Referee #2: 

The revised manuscript reports that salt -induced OsPRR73 confers salt tolerance by recruit ing 
HDAC10 to t ranscript ionally repress OsHKT2;1, subsequent ly reducing cellular Na+ accumulat ion. 
These findings evidence the molecular link between clock components and salt st ress tolerance in 
rice. The authors have addressed most of my quest ions, except the genect ic relat ionship of 
OsPRR73 and OsHKT2;1. I have no further concerns. The present manscript is acceptable for 
publicat ion in EMBO J. 



16th Jul 20202nd Authors' Response to Reviewers

Thank you for handling our manuscript very much during these uncertain and unprecedent times. 
As you know, due to the outbreak of COVID-19, many things were significantly delayed in the 
routine lab works. However, as our lab members are allowed back to lab, actually, we have 
gotten the genetic evidence that OsHKT2;1 is a major downstream component to mediate the 
salt hypersensitivity in osprr73 mutant. I enclosed this new evidence in this email.

Regarding the circadian phenotypes of osprr73 mutant, we used three hours as interval for time 
course RT-qPCR. As the data shown in expended figure 4, we can find a clear phase change 
which usually caused by lengthened circadian period. As the reviewer 1 pointed out "the change 
of circadian clock genes in osprr73 are not so clear, thus the authors should try other clock 
related genes. As in the case of osgi, it is quite possible to see such biased effects." Could you 
please give us an opportunity to perform OsGI temporal expression pattern in osprr73 mutant? If 
so, we would like to repeat this time course experiments with more high resolution, such as 2 
hours as interval. In addition, rice OsPRR73 has very similar expression pattern with OsPRR37. 

The less pronounced circadian phenotype in osprr73 mutant could be also caused by the 
functional redundancy. We have generated osprr37 osprr73 double mutant. We are planning to 
use this double mutant to perform time-course RT-qPCR as well, to address whether they are 
redundant in the regulation of circadian clock, which can definitely enhance our argument that 
OsPRR73 is a clock component in rice. Similarly, even Arabidopsi prr7 mutant alone has very 
modest circadian phenotype. However, in either prr9 prr7 or prr7 prr5 double mutants, the period 
changes were dramatically.

We believe the genetic evidence and the circadian phenotype of osprr37 osprr73 double mutant 
will significantly strengthen this manuscript and clarify your concerns.
We hope you can evaluate our appealing and understand our efforts to improve the significance 
of this research. Hereby we sincerely plea that you can give us one more chance to address the 
remaining questions. Your understanding is highly appreciated.



21st Jul 20202nd Revision - Editorial Decision

Thank you for contact ing me regarding the recent decision on your revised manuscript . I appreciate 
that you might be able to obtain the required data to address the remaining issues indicated by the 
reviewers. Therefore, I would be open to reconsidering the revised manuscript , which will then be 
sent back to the original reviewers. I would like to point out that the final acceptance will depend on 
their posit ive evaluat ion of the final version. 

We have extended our 'scooping protect ion policy' beyond the usual 3 month revision t imeline to 
cover the period required for a full revision to address the essent ial experimental issues. This means 
that compet ing manuscript s published during revision period will not negat ively impact on our 
assessment of the conceptual advance presented by your study. Please contact me if you see a 
paper with related content published elsewhere to discuss the appropriate course of act ion. 

When preparing your let ter of response to the referees' comments, please bear in mind that this will 
form part of the Review Process File, and will therefore be available online to the communit y. For 
more details on our Transparent Editorial Process, please visit our website:
ht tps://www.embopress.org/page/journal/14602075/authorguide#t ransparentprocess 

Please feel free to contact me if have any further quest ions regarding the revision. Thank you again 
for giving us the chance to consider your manuscript for The EMBO Journal. I am looking forward to 
receiving the final revised version. 



Referee #1: 

According to appropriate responses to review's comments to the first manuscripts, this 

version of manuscript has been much improved. However, the change of circadian 

clock genes in osprr73 are not so clear, thus the authors should try other clock related 

genes. As in the case of osgi, it is quite possible to see such biased effects. Otherwise, 

the author should change the abstract and the text to tell that the roles of OsPRR73 as 

a circadian clock component are not clear based on the effects to key transcripts and 

to remove any description to suggest that PRR37 is a circadian clock component. 

Even though, I think that the data in this work is valuable.  

Response: Thanks very much for your comments and suggestions. Followed your 

suggestion, we have taken additional eight clock-related genes, as shown by previous 

reports (Bendix et al., 2015; Izawa et al., 2011; Matsuzaki et al., 2015), including 

OsGI itself, to examine their temporal expression patterns by RT-qPCR in 

free-running condition which is usually used for assaying circadian phenotypes 

(Millar et al., 1995; Wang & Tobin, 1998). Overall, we found that their circadian 

phases were shifted, similar to the former four tested genes, as demonstrated by the 

delayed peak or trough phase in the second subjective day. We have updated these 

data as Fig EV4 and cited the above references in the revised manuscript. Moreover, 

we also detected their temporal expression patterns in natural diurnal condition, with 

2 hours interval over a whole day-night cycle, as did in osgi case (Izawa et al., 2011). 

We found that the expression levels or phases of OsPRR1, OsPRR37, OsPRR59, 

OsPRR95, OsGI, OsFKF1 and OsLUX were evidently altered in osprr73 plants. 

Noticeably, the transcript level of OsGI was up-regulated in osprr73 under both 

free-running and natural diurnal conditions (Fig EV4F and Appendix Fig S3F). 

Additionally, the expression levels of OsCCA1, OsLHY, OsELF3.1 and OsLKP2 were 

marginal changed in osprr73 mutant, suggesting that OsPRR73 may not directly 

regulate these genes in this natural diurnal condition. Collectively, these data 

suggested that OsPRR73 is a clock component in rice. In addition, we also discussed 

the possibility that OsPRR73 regulates clock at the post-translational level in the 

revised manuscript. In Arabidopsis, PRR proteins had been shown to form 

heterodimer either with other PRRs or with key regulators of plant growth and 

development such as CONSTANS (Wang et al., 2010; Hayama et al., 2017). 

Consistently, we identified OsPRR59 from the immunoprecipitated complex by 

GFP-OsPRR73 in our IP-MS assay (Appendix Table 1). Hence, it will be fascinating 

to fully address the underlying mechanisms of OsPRR73 in regulating rice clock at 

both transcriptional and post-translational levels in the future. We appreciate your 

understanding and thank you for your efforts to strengthen this manuscript. 

26th Aug 20203rd Authors' Response to Reviewers



Referee #2: 

The revised manuscript reports that salt-induced OsPRR73 confers salt tolerance by 

recruiting HDAC10 to transcriptionally repress OsHKT2;1, subsequently reducing 

cellular Na+ accumulation. These findings evidence the molecular link between clock 

components and salt stress tolerance in rice. The authors have addressed most of my 

questions, except the genetic relationship of OsPRR73 and OsHKT2;1. I have no 

further concerns. The present manuscript is acceptable for publication in EMBO J. 

Response: Thank you for your supportive comments. We agreed with you that the 

clarification of the genetic relationship between OsPRR73 and OsHKT2;1 can further 

strengthen this manuscript. During the final revision period, we have obtained the 

genetic data. Hence, we have incorporated it into the revised manuscript. Briefly, 

oshkt2;1 osprr73 double mutant is more tolerant to salt stress than osprr73 single 

mutant, with much less ROS accumulation, similar to that of oshkt2;1 plant (Fig EV5). 

This evidence suggests that oshkt2;1 is genetically epistatic to osprr73 in response to 

salt stress, consistent with our statement that OsHKT2;1 is a major downstream 

component of OsPRR73 to mediate salt tolerance. We appreciate your valuable 

comments and efforts to improve our manuscript.  



21st Oct 20203rd Revision - Editorial Decision

Thank you for submit t ing a revised version of your manuscript . I sincerely apologise for the 
unusually delayed assessment of your revised manuscript . Since reviewer #1 was ult imately not 
able to re-evaluate your study, I have looked at the added data myself. To my assessment, the 
added informat ion sufficient ly extends the manuscript , and I will be happy to accept the manuscript 
for publicat ion once the following editorial issues are addressed.



27th Oct 20204th Authors' Response to Reviewers

The  a u tho r s  p e r f o rmed  t he  r eques ted  changes .



13th Nov 20204th Revision - Editorial Decision

Editor accepted the manuscript.
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