Carta ao editor

Dr. Editor.

Segue abaixo as perguntas/sugestões dos revisores com as respectivas respostas.

Att.
Aline Belem Machado

Avaliador D:

Artigo: Evaluation of induced oxidative stress in Wistar rats by chronic
exposure to hexavalent chromium in water

Trata-se de um artigo original, bem construído metodologicamente e bem
redigido. A discussão está coerente com os resultados e as conclusões
adequadas.

Algumas alterações mínimas são necessárias para aprimorar o manuscrito

1-Resumo e abstract: Linha 21: ...em todos os tecidos, embora bem menor nos
pulmões (adicionar);
Frase adicionada
 linha 23: Os pulmões foram pouco atingidos,
possivelmente pelo menor acúmulo de cromo (adicionar).
Frase adicionada

2-Tabela 1: só tem **; tabela 2 só tem *; Tabelas 2, 3 e 4: substituir vírgulas por pontos; trocar *p<0.05; **p<0.01
Alterações nas tabelas foram realizadas

3- Discussão: 1-Explicar porque dobrando a concentração de Cromo não
dobra a concentração sanguínea nem os parâmetros de estresse oxidativo
(menor ingestão de água?); 
Adicionado na discussão: The increase of Cr (VI) concentration in the water of exposed groups did not reflect in the double of Cr concentration in the tissues as well as the alterations in the oxidative stress parameters. One of the reasons may be due to the lowest ingestion of water in Group III in comparison to Group II, probably because of the water’s taste.

2- explicar porque nos pulmões apenas SOD ficou alterada (baixas concentrações de cromo comparativamente aos outros órgãos?) 

Adicionado na discusão: In the lungs only SOD activity was altered, one of the reasons could be due to the lowest Cr concentration in this tissue in comparison to the other tissues analyzed. And also, the fact that SOD is the first antioxidant to defend the organism against ROS production, having a key role in balancing the concentration of ROS, protecting against oxidative damage (Lu et al., 2015). Although there were no alterations in the oxidative parameters, it could be avoided by the SOD activity. 


 Avaliador E:

This manuscript descrebed an expermental toxicology study that evaluate if
Cr (VI) could induce oxidative stress in Wistar rats. In this study, Wistar
rats were exposed chronically to 25 and 50 ppm of potassium dichromate in
drinking water for 30 days.
[bookmark: _GoBack]
Some topics:

- Title suggestion: Effect to chronic exposure to hexavalent chromium in
water on oxidative stress parameters in Wistar rats.
Title was accepted and altered

- This information "Cr concentration was significantly elevated in all
tissues." should be at the beginning of the description of the results in
the abstract.
Alteration accomplished: In relation to the results, Cr concentration was significantly elevated in all tissues, however it was lower in the lungs. In relation to the oxidative stress parameters, there was…

- In the introduction session, the authors could add more up-to-date
studies.
Added in the introduction: A study performed in chrome plating workers demonstrated the results that occupational exposure can occur on workers. Significant elevated Cr concentrations in blood were found in exposed group (2.02 ± 0.20 µg/L) in relation to control group (1.73 ± 0.16 µg/L) (Lacerda et al., 2018). This result reflects in how Cr can be spread in a working environment. 


- The concentration limits established by guidelines for the presence of
chromium in water samples should be added.
It was added the following sentence in the introduction session: In Brazil, Resolution nº 357/2005 of the Environment National Council (CONAMA) establishes conditions about the water quality in aquatic systems, in which the maximum permissible limit of total Cr is 0.05 mg/L. Regarding the release of Cr (VI) in industrial effluents, the Resolution n° 430/2011 of CONAMA allows the maximum concentration of 0.01 mg/L.

- How were the animals euthanized?"
Added in the methodology: …were euthanized by decapitation,…

-Why was it chosen to make a potassium dichromate solution? Explain. 
Potassium dichromate is the chemical reagent most utilized for hexavalent chromium exposure in animals, almost all protocols utilize potassium dichromate.

- The authors should describe in more detail the preparation of the samples
(blood, tissues) for analysis of Cr by atomic absorption spectrophotometer.
It was added in the methodology session: …using a graphite furnace atomic absorption spectrophotometer (Bosnak et al., 1993). The Cr concentration was determined according to Shinn and collaborators (2009) with modifications. It was weighted 0.25 g of each sample and immersed in 10% NH4NO3 using a ratio of 2 mL/g. The samples were than dried at 110 ºC until no weight loss occurred and then the water content was determined and calcined (500 ºC) for 2 h. the ashes formed were mixed with 1-2 mL of 65% HNO3 using a ratio of 2 mL/g and dried at 500 °C for 2 h. The tissues were then treated with 10 mL of 0.1% Triton and 1% HNO3.  


-- The materials and methods session remove all the abbreviation from the
test.
For example: Determination of Thiobarbituric acid reactive substances"
without TBA-RS"
The abbreviations were removed from the subtitles and added in the text.

- Table 1: The authors should add Cr unit information, the "n" information
coulb be put in the table.
Alterations accomplished. The Cr unit is added in the table caption. 

- Table 2, 3 and 4:  the results must be represented with period and not
comma.
Alterations accomplished.

- The sentence "The determination of the oxidative stress parameters of the
liver demonstrated an increase of carbonyls and the decrease of SOD
activity" this increase and decrease observed is in comparison to what?
which group?
It was added in the text: …liver demonstrated a significant increase of carbonyls and the decrease of SOD activity in exposed groups (Group II and III) in comparison to control group (Group I)…

- The sentence "In the kidneys’ tissues, there were more significant
alterations in comparison to liver and lungs" in relation to which
biomarker?

it was added in the text: …and lungs, regarding the oxidative stress parameters…

- The sentence "Two parameters (carbonyl and DCFH) were greater than the
control group and in relation to the antioxidant parameters, there was a
decrease in two enzymes activities (GPx and SOD)" again, the authors should
make clear which group or analysis is compared to another.
It was added in the text: …were greater in the exposed groups (Group II and III) than in the control group (Group I)…

- The oxidative stress biomarkers were not made in the blood samples? This
information need to writed in the methodology, which biological samples were
used for each analyzes.
It was added in the Tissue preparation session: …parameters, the tissues analyzed were liver, kidneys and lung. They were separated…

- "The possible alterations in the odor and taste in water may have caused
some resistance to the animals in drinking it" This is a limitation of the
study. The authors could be add the reason for choosing this route of
administration.
Added in the Experimental Animals and treatment session: …This exposure route was chosen to be more realistic to environmental exposure…

- Did the authors make histological analyzes of the tissues?
No, no histological analyzes were performed.





