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March 08th, 2013
Dear Editor,

Please find enclosed the revised version of the Manuscript “MGMT and MLH1 methylation in H. pylori-infected children and adults.” by Alvarez et al. We thank you and the reviewers for the thoughtful and helpful review of our manuscript which certainly improved the manuscript. We believe we have addressed all concerns raised by the reviewer.  
We hope you will find the r version of our manuscript acceptable for publication in World Journal of Gastroenterology present format. 

Thank you very much for your attention.

Sincerely yours

Marcelo Lima Ribeiro, Ph.D.
Clinical Pharmacology and Gastroenterology Unit
São Francisco University Medical School
Av. São Francisco de Assis 218
12.916-900  Bragança Paulista, SP
Brazil
E-mail: Marcelo.ribeiro@saofrancisco.edu.br
Phone: (+55) 11 4034 8135
FAX: (+55) 11 4034 1825
Referee 52899
In this manuscript, the authors detected MGMT and MLH1 promoter methylation status, MGMT and MLH1 mRNA expression level and microsatellite instability in paediatric and adults with chronic gastritis and adults with gastric cancer, infected or uninfected with H. pylori. The results showed that enhanced methylation of MHL1 and MGMT promoter and increased MSI were observed in gastric cancer patients compared with chronic gastritis patients with or without H. pylori infection. Based on these findings, the authors summarized that the methylation of MGMT and MLH1 methylation might dependent on the duration of H. pylori infection. The novelty of the article is limited and the results show only a marginal advance in the concerned research field. Overall, the design is poor and the whole paper has not been well prepared.  

Major comments:

1.Many researchers have investigated the association between H. pylori infection and promoter methylation as well as MSI in gastritis and gastric cancer, such as Zhao et al. (2012), Kang et al. (2003) and Ferrasi et al. (2010) . The advances of this paper are limited, given lack of profound cognition and compare with other studies. 

The results of this study are in accordance with the results presented in previous studies and collaborate to better understand the gastric carcinogenesis in the Brazilian population. Even though these genes had been studied previously by others authors in cancer gastric or in chronic gastritis samples from adult patients, this is the first study that include samples from children with chronic gastritis, that represents the earlier stages of the inflammatory response, and in this setting it allowed to show that for these genes, the methylation induction may depend among others causes in duration of the H. pylori infection
2.Basic characteristics of the analysed subjects should be presented to make sure the variant cohorts are comparable. In fact, to investigate whether methylation status depend on the duration of infection, age-related methylation changes must be exclude.

Regarding the concern that the methylation could occur in an aging-related manner, the data presented here suggests that the methylation of MLH1 (and also MGMT) were not age related. In this manuscript it was studied samples from pediatrics and adults (ages ranging for 1 to 75 years), and it was not observed an increase on methylation as the age increases. Furthermore, it has been evaluated the effects of age in the methylation status of 11 genes by means of MSP (Kang et al., 2003). The authors showed that there was a progressive increase in the methylation pattern with aging; however the methylation on MLH1 and MGMT was not related age related. To address this point I enclose the data corresponding to the chronic gastritis patients, pediatrics and adults, with regards to  age and the methylation status.

Table 1. Pediatrics Hp+ patients :Methylation status  and age.

	CHILDS Hp+ CASE N°
	AGE
	MLH1
	MGMT

	02 
	11
	-
	-

	21 
	18
	-
	-

	24 
	11
	-
	-

	25 
	6
	-
	-

	31 
	12
	-
	-

	33 
	13
	-
	-

	44 
	4
	-
	-

	47 
	5
	-
	-

	56 
	3
	-
	-

	63 
	14
	-
	-

	68 
	8
	-
	-

	78 
	4
	-
	-

	79 
	6
	-
	-

	83 
	3
	-
	-

	87 
	10
	-
	-

	94 
	1
	-
	-

	100 
	4
	-
	-

	105 
	3
	-
	-

	107 
	10
	-
	-

	112 
	10
	-
	-

	120 
	16
	-
	-

	126 
	15
	-
	-


Methylation levels , Unmethylated (-), Low(+),  High (++).

Table 2. Pediatrics Hp- patients : Methylation status and age

	CHILDS Hp-

CASE N°
	AGE
	MLH1
	MGMT

	01 
	3
	-
	-

	03 
	6
	-
	-

	04 
	6
	-
	-

	05 
	11
	-
	-

	06 
	8
	-
	-

	07 
	10
	-
	-

	08 
	3
	-
	-

	09 
	9
	-
	-

	10 
	3
	-
	-

	11 
	5
	-
	-

	12 
	12
	-
	-

	13 
	11
	-
	-

	14 
	12
	-
	-

	15 
	4
	-
	-

	16 
	5
	-
	-

	17 
	6
	-
	-

	18 
	3
	-
	-

	19 
	4
	-
	-

	20 
	2
	-
	-

	22 
	4
	-
	-

	23 
	5
	-
	-

	26 
	1
	-
	-

	27 
	3
	-
	-

	29 
	6
	-
	-

	30 
	7
	-
	-

	32 
	5
	-
	-

	34 
	4
	-
	-

	36 
	10
	-
	-


 Methylation levels , Unmethylated (-), Low(+),  High (++).

Table 3. Adults Hp + methylated at MLH1 promoter.

	ADULTS Hp+ CASE N°
	AGE
	MLH1
	MGMT

	129
	30
	+
	-

	134
	65
	+
	++

	145
	38
	+
	+

	18
	66
	+
	++

	57
	22
	+
	-

	79
	75
	++
	-

	82
	68
	+
	+

	84
	28
	+
	+

	100
	21
	+
	-

	101
	40
	+
	+

	105
	21
	+
	-

	118
	52
	+
	++


 Methylation levels , Unmethylated (-), Low(+),  High (++).

Table 4. Adults Hp+

	ADULTS Hp+

CASE N°
	AGE
	MLH1
	MGMT

	125
	22
	-
	+

	126
	45
	-
	-

	127
	41
	-
	-

	131
	37
	-
	-

	133
	18
	-
	-

	135
	30
	-
	++

	136
	43
	-
	+

	137
	57
	-
	+

	138
	29
	-
	++

	139
	47
	-
	++

	140
	23
	-
	+

	141
	41
	-
	+

	142
	68
	-
	+

	143
	44
	-
	+

	146
	35
	-
	++

	147
	35
	-
	-

	148
	47
	-
	+

	149
	55
	-
	-

	150
	37
	-
	-

	151
	37
	-
	-

	152
	36
	-
	-

	153
	48
	-
	+

	111
	28
	-
	-

	54
	25
	-
	-

	15
	28
	-
	-

	27
	44
	-
	-

	30
	20
	-
	++

	37
	28
	-
	-

	39
	22
	-
	++

	40
	32
	-
	-

	41
	27
	-
	-

	43
	23
	-
	-

	51
	23
	-
	-

	52
	19
	-
	++

	53
	35
	-
	++

	54
	25
	-
	-

	56
	28
	-
	-

	57
	22
	-
	++

	58
	25
	-
	++

	63
	24
	-
	++

	65
	18
	-
	-

	70
	50
	-
	++

	79
	75
	-
	++

	85
	21
	-
	++

	86
	33
	-
	-

	89
	22
	-
	+

	91
	25
	-
	++

	92
	24
	-
	-

	94
	22
	-
	-

	99
	44
	-
	+

	100
	21
	-
	++

	111
	28
	-
	-

	107
	28
	-
	++

	108
	29
	-
	-

	109
	69
	-
	++

	110
	51
	-
	-

	114
	25
	-
	++

	115
	28
	-
	-

	116
	28
	-
	-

	117
	34
	-
	++

	119
	48
	-
	+

	120
	55
	-
	++

	121
	24
	-
	-

	97
	55
	-
	-

	98
	26
	-
	-

	87
	36
	-
	++

	73
	42
	-
	-

	75
	70
	-
	+

	76
	46
	-
	-

	79
	75
	-
	++

	
67
	40
	-
	-

	66
	36
	-
	-


Methylation levels , Unmethylated (-), Low(+),  High (++).

3.Samples from healthy paediatric and adult donors should be enrolled in this study. 

In this study were included samples from uninfected patients with dyspeptic symptoms, we can not submit and include asymptomatic patients to endoscopy procedures for ethical reasons.

4.Lack of figures detected by MSP and PCR-SSCP analysis make the results suspect. 

It was included in the current version of the manuscript.
5.Multivariate analysis should be done to explore the effects of H. pylori infection on gene promoter methylation and MSI.

A multivariate analysis did not show that the H. pylori infection was associated with gene promoter methylation and MSI.

Minor comments:

6.The authors wrote ml as volume unit of real-time PCR reaction mixture by mistake.

It was corrected

7.The qulity of English writing needs improving.

The English was revised by the American Journal Experts.

Referee 4093

This is overall an interesting study which analysed the relationship between HP infection and molecular changes in gastric mucosa, diseases, and cancers.  Below are points for improvement.

This analysis is interesting, because this represents a novel area of research called “Molecular Pathological Epidemiology” (described by S Ogino et al. Gut 2011), which examines aetiologic factors (H Pylori) and tumour molecular changes (MSI, MGMT, MLH1) in gastric cancer.  Please discuss the findings along with the power and promise (and caveats) of molecular pathological epidemiology.

It was included in the new version of the manuscript. 

In this respect, actually, this is a quite unique study to conduct MPE research in non-neoplastic diseases (gastritis).  The authors should emphasise this fact. 

It was included in the new version of the manuscript. 

There are typos – eg., I see MHL1 in ABSTRACT. Spell check throughout the paper. 

It was corrected. 

Only HUGO-approved official gene symbols should be used.  Check every gene and gene product (protein) at www.genenames.org Colloquial names should be only in parenthesis.  Protein names are non-italic and gene names are italic.

It was checked. 
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