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BMJ Open publishes all reviews undertaken for accepted manuscripts. Reviewers are asked to 

complete a checklist review form (http://bmjopen.bmj.com/site/about/resources/checklist.pdf) and 

are provided with free text boxes to elaborate on their assessment. These free text comments are 

reproduced below.   

ARTICLE DETAILS 

TITLE (PROVISIONAL) Mutation Screening for Thalassaemia in the Jino Ethnic Minority 
Population of Yunnan Province, Southwest China 

AUTHORS Wang, Shiyun; Zhang, Rong; Xiang, Guangxin; Li, Yang; Hou, 
Xuhong; Jiang, Fusong; Jiang, Feng; Hu, Cheng; Jia, Weiping 

 

VERSION 1 - REVIEW 

REVIEWER Dr Sarita Agarwal 
Sanjay Gandhi Post Graduate Institute of medical Sciences, 
Lucknow, UP, India 

REVIEW RETURNED 29-Sep-2015 

 

GENERAL COMMENTS The reviewer completed the checklist but made no further 
comments. 

 

REVIEWER George P. Patrinos 
University of Patras Department of Pharmacy, Greece 

REVIEW RETURNED 04-Oct-2015 

 

GENERAL COMMENTS Wang and coworkers report their findings from mutation screening 
for thalassaemia in the Jino ethnic minority population of Yunnan 
province, Southwest China.  
Overall the authors have determined the thalassemia causing 
variant in a small percentage of the patients analyzed (just 203 out 
of 363 individuals). Not only the study sample is small but the 
authors failed to identify the rare thalassemia variants in those 
patients that were found negative using their microarray-based 
approach.  
Overall, I believe that this article fails to meet the requirements for 
publication in BMJ Open.  

 

REVIEWER Mary Anne Tan Jin Ai 
Department of Biomedical Science  
Faculty of Medicine  
University of Malaya  
Kuala Lumpur  
Malaysia 

REVIEW RETURNED 12-Oct-2015 

 

GENERAL COMMENTS The manuscript describes the haematological and genetic 
characterisation of thalssaemia in a large sample of the Jino minority 
group in Yunnan Province, China. The results obtained will definitely 
be essential information to establish thalassaemia screening, 
prenatal diagnosis and genetic counselling for this population. In 
additional, because of the reported HbE and CD17 mutations in this 
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population, there is a possibility of inheritance of Hb-beta-
thalassaemia, a transfusion-dependent thalassaaemia. Thus, this is 
a useful and informative study 
 
However, the paper requires major revision as: 

1. More details of ethical approval should be stated – ethics 

approval from which hospital or institution? 

2. Was written and oral informed consent obtained from all the 

individuals whose blood was collected? Please state this in 

the revised manuscript. 

3. Six types of α- and β-mutations were reported in the results 

by the investigators. This is incorrect as the mutations 

reported should only be 4: --
SEA

, -α
3.7

, HbE and CD17. The 

genotypes of -α
3.7

/-α
3.7

 and HbE/HbE should not be counted 

as different mutations as these two are combinations of the 

single 4 mutations already reported. 

 

4. The remaining participants (n=1250, line 104) should not be 

considered as normal and 50 of these should not be 

selected as controls for further genetic testing as these 50 

made up the study population. 

 

5. The manuscript is a part-genetics paper and should be read 

or co-authored by an investigator in genetics before 

submission as there are quite a number of errors in this 

aspect, for example: 

 there should be no spacing between --
SEA

, -α
3.7

 and 

HbE (written correctly here).  

 HGVS notations should be included for all the 4 

mutations reported in the paper. This is the 

requirement now for all mutations cited in a paper 

as HGVS  accurately identifies the mutations. 

 Line 160: -α
4.7

 is not a mutation, should be written 

as “-α
4.7

 deletion was not observed.” 

 Line 155: “None of the three common non-deletion 

α
+
–thal genes were found...” Please state the 3 

common non-deletional α
+
–thal genes the paper is 

referring to as these can be very different in 

different populations.  

 The bands in the gel picture are distinct, it is a good 

photo. However, there is NO molecular weight 

ladder. Lane 1 showing the amplified bands should 

not be used as a molecular weight ladder or 

marker, rather a commercially purchased molecular 

ladder should be used to identify the molecular 

weights of the amplified bands. I think the authors 

 on M
ay 16, 2023 by guest. P

rotected by copyright.
http://bm

jopen.bm
j.com

/
B

M
J O

pen: first published as 10.1136/bm
jopen-2015-010047 on 29 D

ecem
ber 2015. D

ow
nloaded from

 

http://bmjopen.bmj.com/


may be mistaken to say lanes 2 and 3 represent 

heterozygous -α
3.7

 (lines 339-340). It appears that 

lanes 2 and 3 are DNA with genotype --
SEA

/-α
3.7

.  

 

 Lines 341-342 is confusing, the amplified bands of 

all the different genotypes of α-thal should be 

clearly stated. 

6. In the section on “Genetic testing,” there were insufficient 

details of the methods used. Line 115 states “25 common 

mutations in globin genes in the Chinese” were determined. 

However, there is no mention of the 25 common mutations 

except for the statement that 6 were α- and 19 were β-

mutations.  All 6 α- and 19 β-mutations should be clearly 

stated in the paper as different kits/assays will contain 

different common globin gene mutations depending on the 

manufacturer. 

 

REVIEWER Dr. Michael Black 
Centre for Comparative Genomics  
Murdoch University  
Australia 

REVIEW RETURNED 20-Oct-2015 

 

GENERAL COMMENTS This proposed paper is a professional report on thalassemia 
demographics in a unique ethnic population and is recommended for 
publication. The hypotheses phenotypic ‘balancing’ effect of co-
existing α-thal and β-thal gene mutations is a certainly intriguing, 
though certainly not an original, hypothesis.  
 
The 'random selection' of 1613 individuals from a total population of 
'nearly 20,000' individuals covers 8% of the population and I suspect 
a larger percentage of the adult population who agreed to be 
sampled.This is certainly comprehensive. I would suggest any future 
investigations into the Jino include aspects population and family 
structure, including consanguinity levels, to assess the restiveness 
of gene flow and thus the occurrence and persistence of α-thal and 
β-thal gene mutations, especially co-existing α-thal and β-thal gene 
mutations within Jino individuals.  

 

VERSION 1 – AUTHOR RESPONSE 

Reviewer: 1  

Reviewer Name: Dr Sarita Agarwal  

(There are no comments.)  

 

Reviewer: 2  

Reviewer Name: George P. Patrinos  

Wang and coworkers report their findings from mutation screening for thalassaemia in the Jino ethnic 

minority population of Yunnan province, Southwest China.Overall the authors have determined the 

thalassemia causing variant in a small percentage of the patients analyzed (just 203 out of 363 

individuals). Not only the study sample is small but the authors failed to identify the rare thalassemia 
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variants in those patients that were found negative using their microarray-based approach.  

Overall, I believe that this article fails to meet the requirements for publication in BMJ Open.  

Response: Thank you for your comments. We are sorry that we failed to analyze more Jino adults to 

identify the rare thalassaemia mutations. As to the limitations of our study, we have modified the 

penultimate paragraph of “Discussion” section. We wrote, “However, there are some limitations in this 

study. First, the sample size we used in the genetic testing was relatively small and may not have the 

validity to identify the rare thalassaemia from this ethnic group. Second, investigations of population 

and family structure were not performed in this study, though α-thal and β-thal gene mutations were 

common among Jino ethnic minority.  

 

Reviewer: 3  

Reviewer Name: Mary Anne Tan Jin Ai  

This paper is a good study in that it investigates the haematologyl and genetic characteristics of 

thalassaemia in a minority Jino population in China. The data will be informative and useful for the 

implementation of thalassaemia screening, prenatal diagnosis and genetic counselling for this 

population. However, the paper requires major revision before consideration for publication (see file 

attached).  

Response: Thank you very much for your positive comments and the critical reading, which we found 

valuable and helpful for revising and improving our paper. We have made correction as followings 

according to your comments.  

1. More details of ethical approval should be stated – ethics approval from which hospital or 

institution?  

Response: Thank you for your comments. We have added “According to the Helsinki Declaration II, 

ethical approval for the study was granted by the Institutional Review Board of Shanghai Jiao Tong 

University affiliated with the Sixth People’s Hospital, Shanghai, China.” in the first paragraph of 

“Participants and clinical screening” section.  

2. Was written and oral informed consent obtained from all the individuals whose blood was 

collected? Please state this in the revised manuscript.  

Response: Yes, written and oral informed consent was obtained from all the individuals before blood 

collection. So we have added “Oral and written informed consent was obtained from all the 

individuals. Basic demographic information and fasting venous blood samples were collected by 

researchers.” in the first paragraph of “Participants and clinical screening” section.  

3. Six types of α- and β-mutations were reported in the results by the investigators. This is incorrect as 

the mutations reported should only be 4: --SEA, -α3.7, HbE and CD17. The genotypes of -α3.7/-α3.7 

and HbE/HbE should not be counted as different mutations as these two are combinations of the 

single 4 mutations already reported.  

Response: We are very sorry for our incorrect writing of the mutation types. According to your 

suggestion, we have modified the “results” paragraph of “abstract” section. We wrote, “Four types of 

α- and β-thalassaemia mutations were detected in 203 out of 363 individuals”. In addition, we have 

modified the “Mutations identified in Jino” paragraph of “results” section. We wrote, “Four different 

thalassaemia mutations were detected in 203 individuals among 363 suspected cases”.  

4. The remaining participants (n=1250, line 104) should not be considered as normal and 50 of these 

should not be selected as controls for further genetic testing as these 50 made up the study 

population.  

Response: Firstly, we felt so sorry for making mistaken to say “The remaining participants (n=1250) 

were considered normal, and controls (n=50) were randomly selected from this group for further 

genetic testing.” As we all known, it is necessary to establish primary screening tests, which should be 

absolutely reproducible, fast, sensitive, cheap, and portable. Here haematological parameters 

measurement and haemoglobin analysis by HPLC were done to screen the individuals with abnormal 

haemoglobin. Then further genetic testing was performed. Our original description has been 

misleading, and we have modified the second paragraph of “Participants and clinical screening” 

section. We wrote, “In order to evaluate the validity of primary screening approaches for detection of 
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thalassaemia carriers, part of the individuals with negative screening results (n=50) were randomly 

selected from remaining participants (n=1250) for further genetic testing.”  

5. The manuscript is a part-genetics paper and should be read or co-authored by an investigator in 

genetics before submission as there are quite a number of errors in this aspect, for example:  

 There should be no spacing between --SEA, -α3.7 and HbE (written correctly here).  

Response: We are very sorry for our incorrect writing of “--SEA, -α3.7 and HbE”. We have corrected 

them in the revision article.  

 HGVS notations should be included for all the 4 mutations reported in the paper. This is the 

requirement now for all mutations cited in a paper as HGVS accurately identifies the mutations.  

Response: According to your suggestion, HGVS notations have been added for all the 4 mutations 

reported in this paper. They were “CD17 (HBB:c.52A > T), CD26 (HBB:c.79G>A), --SEA 

(g.26264_45564del19301) and -α3.7(g.34164_37967del3804)”.  

 Line 160: -α4.7 is not a mutation, should be written as “-α4.7 deletion was not observed.”  

Response: We have modified “-α4.2 mutation” as “-α4.2 deletion was not observed.”  

 Line 155: “None of the three common non-deletion α+–thal genes were found...” Please state the 3 

common non-deletional α+–thal genes the paper is referring to as these can be very different in 

different populations.  

Response: We have added the explanation of “the three common non-deletion α+–thal genes” in 

“mutations in the α-thal gene” section. We wrote, “None of the three common nondeletional α+-thal 

mutations, Hb Constant Spring (HBA2:c.427T > C), Hb Quong Sze [HBA2:c.377T > C (or HBA1)] and 

Hb Westmead (HBA2:c.369C>G), were found in the 203 participants with thalassaemia mutations.”  

 The bands in the gel picture are distinct, it is a good photo. However, there is NO molecular weight 

ladder. Lane 1 showing the amplified bands should not be used as a molecular weight ladder or 

marker, rather a commercially purchased molecular ladder should be used to identify the molecular 

weights of the amplified bands. I think the authors may be mistaken to say lanes 2 and 3 represent 

heterozygous -α3.7 (lines 339-340). It appears that lanes 2 and 3 are DNA with genotype --SEA/-α3.7.  

Response: We appreciate your comments. In our study, three α-thal deletions [i.e., the Southeast 

Asian deletion (--SEA), rightward deletion (-α3.7), and leftward deletion (-α4.2)] were conformed via 

multiplex gap-polymerase chain reaction assays. Primers and PCR conditions were designed as 

described in classical literatures. According to your suggestion, we have revised Fig.2 by using a 

commercially purchased molecular ladder (200 bp DNA Ladder, Takara Bio) to identify the molecular 

weights of the amplified bands. We are sorry that we failed to make us clearly to describe the gel 

electrophoresis of PCR amplifying results. The lanes shown in Fig.2 were the PCR products amplified 

from DNA samples with different genotypes of α-thal deletions.  

 Lines 341-342 is confusing, the amplified bands of all the different genotypes of α-thal should be 

clearly stated.  

Response: According to your suggestion, we have revised the legends of figure 2 as “Fig. 2: Gel 

electrophoresis of PCR amplifying α-thal deletions. M: marker, 200 bp DNA Ladder; Lane 1: rightward 

deletion (genotype of -α3.7/-α3.7); Lane 2 and Lane 3: rightward deletion (genotype of -α3.7/αα); 

Lane 4 and Lane 5: Southeast Asian deletion (genotype of --SEA/αα).”  

6. In the section on “Genetic testing,” there were insufficient details of the methods used. Line 115 

states “25 common mutations in globin genes in the Chinese” were determined. However, there is no 

mention of the 25 common mutations except for the statement that 6 were α- and 19 were β-

mutations. All 6 α- and 19 β-mutations should be clearly stated in the paper as different kits/assays 

will contain different common globin gene mutations depending on the manufacturer.  

Response: Details of the 25 common mutations have been added in the “Genetic testing” section. We 

wrote, “Among them, there were three α-thal deletions [i.e., Hb Constant Spring (HBA2:c.427T > C), 

Hb Quong Sze (HBA2:c.377T > C or HBA1) and Hb Westmead (HBA2:c.369C>G)]. Nineteen β-thal 

gene mutations were CD14/15 (HBB:c.45_46insG), CD27/28 (HBB:c.84_85insC), CD41/42 

(HBB:c.126_129delTCTT), CD71/72 (HBB:c.216_217insA), -32 (HBB:c.-82T>C), -30 (HBB:c.-80T>C), 

-29 (HBB:c.-79A>G), -28(HBB:c.-78A>G), CD17 (HBB:c.52A>T), CD26 (HBB:c.79G>A), CD30 

(HBB:c.91A>G), CD37 (HBB:c.113G>A), CD43 (HBB:c.130G>T), IVS1-1 (HBB:c.92+1G>T), IVS1-5 
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(HBB:c.92+5G>T), IVS2-5 (HBB:c.315+5G>C), IVS2-654 (HBB:c.316-197C>T), Int (HBB:c.2T>G), 

CAP (HBB:c.-11_-8delAAAC).”  

 

Reviewer: 4  

Reviewer Name: Dr. Michael Black  

This proposed paper is a professional report on thalassemia demographics in a unique ethnic 

population and is recommended for publication. The hypotheses phenotypic ‘balancing’ effect of co-

existing α-thal and β-thal gene mutations is a certainly intriguing, though certainly not an original, 

hypothesis.  

The 'random selection' of 1613 individuals from a total population of 'nearly 20,000' individuals covers 

8% of the population and I suspect a larger percentage of the adult population who agreed to be 

sampled. This is certainly comprehensive. I would suggest any future investigations into the Jino 

include aspects population and family structure, including consanguinity levels, to assess the 

restiveness of gene flow and thus the occurrence and persistence of α-thal and β-thal gene mutations, 

especially co-existing α-thal and β-thal gene mutations within Jino individuals.  

Response: Special thanks to you for your constructive suggestion. We have added these contents in 

the penultimate paragraph of “Discussion” section of this revision, which will help readers to better 

understand this article. We wrote, “However, there are some limitations in this study. First, the sample 

size we used in the genetic testing was relatively small and may not have the validity to identify the 

rare thalassaemia from this ethnic group. Second, investigations of population and family structure 

were not performed in this study, though α-thal and β-thal gene mutations were common among Jino 

ethnic minority. As a result, further studies about the inbreeding levels and consanguinity structure are 

warranted to reveal the underlying mechanism of gene flow and then assess the occurrence and 

persistence of α-thal and β-thal gene mutations, especially co-existing α-thal and β-thal gene 

mutations within Jino individuals.” 

 

VERSION 2 – REVIEW 

REVIEWER Michael Black 
Centre for Comparative Genomics  
Murdoch University 

REVIEW RETURNED 19-Nov-2015 

 

GENERAL COMMENTS A straightforward paper reporting thalassemia mutation profiles in a 
rare minority population.  
 
This adds to the collection of data on thalassemia mutation profiles 
in SE asia and southern China and certainly overlaps, and adds, to 
previous knowledge on those profiles from an area of the world were 
more data is needed. 
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