· We have reached a decision regarding your submission to SLOVENIAN VETERINARY

RESEARCH, "Acute and sub-acute toxicity studies on  Combretum dolichopetalum

Engl. & Diels  leaves".

I am pleased that reviewers expressed favorable opinion about the content of

your manuscript.  However, they also had several comments which need to be

addressed before the manuscript could be accepted for publication at

Slovenian Veterinary research.  Below are comments from the reviewers.

Please correct the manuscript according to ALL the comments and mark all

changes in the text with red font (mark with red font, not as track

changes!) and when resubmitting the manuscript, please also send us a

separate list of all the changes in the manuscript as additional file.

You must submit your revised version of the manuscript within 90 days. If

you do not comply with this requirement, the manuscript will be rejected and

archived.

Gregor Majdič

gregor.majdic@vf.uni-lj.si
------------------------------------------------------

Reviewer C:

Comments for the author::

    In this study, acute and subacute toxicity of plant Combretum

dolichopetalum leaves in mice and rats was evaluated. Acute toxicity was

performed in mice, whereas subacute toxicity was performed in rats. To my

knowledge, it is original because there is no similar study. However, there

are some situations that need to be explained in the study.
Response: I wish to thank the reviewer for finding our study to be original

In the Abstract section, it is not clear which animal belongs to LD50.

Response: This has now been indicated. Please see Page 1, Line 20 of the abstract section for confirmation. Thanks
You said that at the end of the extraction period, the extract was collected

and concentrated to dryness after which it was weighed and thereafter used

for acute and sub-chronic toxicity testing (Line 80-82). Please indicate

which solvent you are using to collect the extract.
Response: Distilled water was used as the vehicle to collect the extract. Please check Page 4, L82 of the revised manuscript for confirmation. Thanks

Have you analyzed the contents of the plant extract? Please explain.
Response: Yes, the plant extract was analysed for its nutrient and bioactive compounds in a different study we carried out.

For acute toxicity in mice;

You said that the acute toxicity study was carried out following the OECD

guideline 4235  for testing of chemicals (Line:94-95). The OECD does not

have a 4235 guide. I think you mean OECD guide 423. Please check.
Response: We actually meant OECD guideline 423. Many thanks for pointing it out to us. We have now made the correction in Page 5, L94 of the revised manuscript. Thanks 
You did not specify the sex or strain of the mice you used. Please specify.
Response: Thirty healthy female Swiss albino mice were used for the acute toxicity study. It has now been indicated in Page 5, L95 of the revised manuscript. Thanks
Please tell us a little bit more about how you did the acute toxicity test

(age of mice, its weights, strain, administration route of extract; fasted

or not fasted, drinking water, etc.)

Response: Thirty healthy non pregnant female Swiss albino mice aged about 8 weeks old were used for the acute toxicity study. The route of administration was oral and the animals were fasted. Please check Page 5, L95 to 98 of the revised manuscript where we effected these corrections. Thanks
Why did you limit the observation period to only 24 hours? Why did you not

observe the animals for 14 days?

Response: We limited the observation to 24 hours because we did not observe any behavioral changes or signs of toxicity in the mice after administration of all the doses of the extract. The mice had normal disposition and were emotionally stable and all survived the 24 hours period of acute toxicity study. 
According to the OECD 423, the number of animals to be used in acute

toxicity tests should be three per step. (OECD Guide, Article 18). Please

explain why you use six animals at each step.
Response: The three animals to be used in the acute toxicity study according to OECD guideline is a bench mark. 
According to the OECD 423, the dose level to be used as the starting dose is

selected from one of four fixed levels, 5, 50, 300 and 2000 mg/kg body

weight. The starting dose level should be that which is most likely to

produce mortality in some of the dosed animals. When available information

suggests that mortality is unlikely at the highest starting dose level (2000

mg/kg body weight), then a limit test should be conducted. When there is no

information on a substance to be tested, for animal welfare reasons it is

recommended to use the starting dose of 300 mg/kg body weight (OECD Guide,

Article 19). Please read the OECD guidelines carefully and explain why you

do not follow these rules.

Response: Available information to us from the traditional medical practioners suggests that the plant is unlikely to cause mortality at the highest starting dose. We therefore conducted a limit test in a pilot study we carried out prior to our acute toxicity study.   
For subacute toxicity in rats

Did you analyze the animal feed for contaminants in the subacute toxicity

study?
Response: We did not analyse the animal feed for contaminants as it has been previously reported
According to the OECD guideline 407, at least 10 animals (five female and

five male) should be used at each dose level in subacute toxicity testing,

and the duration of exposure should be 28 days. However, you used only 5

female rat per group and the duration of exposure was 21 days. Please

explain.
Response: We ran short of funds to use up to 10 animals for each dose level and to extend the study to 28 days.
Please tell us a little bit more about how you did the sub-acute toxicity

test (ages and weights of rats, feed, fasted or limited drinking water).

How did you choose the doses in the subacute toxicity study?
Response: The rats we used for the subacute toxicity study were fasted matured female rats weighing (weighing between 87.66 to 95.82 g) and they had access to drinking water and their feeds as reported in Page 5, L 111 to 112 of the revised manuscript. At the end of the administration of the extract, the rats were fasted overnight (with access to only drinking water) (Please see page 5, L 113 to 114 of the revised manuscript where this has been reported.

The doses for the subacute toxicity study was chosen based on the results of the pilot study and acute toxicity study we carried out
How did you euthanize rats?
Response: The rats were anesthetized under mild ether and their blood was harvested from the orbital route into anticoagulant tubes for the analysis of hematological parameters while the rest were poured into plain tubes for the assay of electrolytes, urea, creatinine, total and direct bilirubin, alkaline phosphatase (ALP), aspartate amino transaminase (AST) and alanine amino transaminase (ALT) activities respectively. The rats were later sacrificed by cervical dislocation and the liver and the kidneys were harvested
Did you determine the NOAEL (no-observed-adverse-effect level) of plant?

Why?
Response: We did not determine the no-observed-adverse-effect level of the plant due to paucity of funds. But your points have been noted and we will do that in subsequent studies. Thanks

According to the OECD guidelines, test substance (physical nature, purity

and physicochemical properties, identification data, test animals

(species/strain used, age of animals; housing conditions, diet, etc.;

individual weights of animals at the start of the test), test conditions

(rationale for dose level selection; details of test substance

formulation/diet preparation, achieved concentration, stability and

homogeneity of the preparation; details of the administration of the test

substance must be clearly identified.
Please provide information about the contents of the plant extract and

discuss accordingly.
Response: The extract that we analysed was found to contain significant quantities of proximates, minerals (phosphorous, calcium, magnesium, potassium, sodium, zinc, manganese), and some important bioactive compounds including: 3-fluoro-5-[1-hydroxy-2-(methylamino) ethyl] phenol (3.577%), dextroamphetamine (3.607%), 3-aminopropanol (4.226%), 2- (methylamino) ethanesulfonic acid (N-methyltaurine) (4.407%), N- β (aminoethyl) ethylenimine (4.033%) and 1, 2- benezenedicarboxylic acid, bis (2-methylpropyl) ester (35.062%), ethaneperoxic acid, 1-Cyno-1, [2-(2-phenyl-1, 3-dioxolan-2-yl) pentyl ester (4.273%), I-Guanidinosuccinimide (11.350%) and p, α-dimethylphenethylamine (aptrol) (3.696%). We reported it in another manuscript that is currently under review. Thanks
Please read the OECD guidelines carefully, and give a result accordingly
Response: We have reported our results as suggested. Many thanks for your very constructive criticisms.
------------------------------------------------------

Reviewer D:

The authors investigated acuthe and subacute toxicity of Combretum

dolichopetalum leaves in mice and rats. The LD50  of methanol extract

Combretum dolichopetalum of was low, more than 5g/kg of body weight. The

subacute dosing of 100 -800 mg/kg of methanol extract of Combretum

dolichopetalum resulted in increases of body weights, white blood cell

number, red blood cells number and other standard hemogram parameters (PCV,

MCV, MCH) and hemoglobin levels, but did not affect standard biochemical

parameters, determined in blood (Na+, K+, HCO2-, urea, creatinin, bilirubin,

AST, ALT) liver and kidney weight. Authors conclude that Combretum

dolichopetalum leaves has a therapeutic potential as a stimulator of

hematopoesis.

Anyhow I still have a couple of comments.

Major concern – authors should justify why have they performed acute

toxicity experiment OECD guideline 4235 instead OECD Guideline 425 Acute

Oral Toxicity – Up-and-Down-Procedure (UDP), by which just 5 animals are

needed and not 30.
Response: We used OECD guideline 423 that stipulated the number of animals to be used in acute

toxicity tests should be three per step as the bench mark.
Add age and weight of animals.

Response: We have added it. Please check Page 5, L 106 for confirmation. Thanks
Minor concerns.

p.4, line 52…. traditional and not folkloric medicine
Response: The suggested correction has been carried out. Please check page 3, L52 of the revised manuscript for confirmation. Thanks. 

I wish to thank all the reviewers for their very useful and constructive criticisms that have helped to improve the scientific quality of this manuscript.  
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