July 14, 2020

Ferry Sandra
Editor-in-Chief, Indonesian Journal of Cancer Chemoprevention

Good day!

Bugnay plant (Antidesma bunius) is native and cultivated in the Philippines. It is widely distributed in the Cordillera region with its folkloric use as a wound cleansing. Notably, a study revealed its anti-angiogenic property, and cytotoxicity of leaves extract against brine shrimp and MCF-7 breast cancer cell line. There are still few literatures regarding the cytotoxic activity of the plant against human cancer cell lines; hence, a more focused study in the potentiality of this plant against other cancer cell lines is highly suggestible.

Bugnay plant showed promising potential as revealed by this study: it showed various phytochemical contents like flavonoids, significant free radical scavenging activity and in-vitro cytotoxic activity against the lung adenocarcinoma and colorectal cancer cell lines. To our knowledge, this is the first study to report about the biologic activity of the A. bunius against the mentioned cancer cell lines.

We are medical professionals and at the same time medical students who are mostly licensed medical laboratory scientists, licensed pharmacist and biologists. This study was supervised by a licensed pathologist and a physician with a fellowship on Experimental and Clinical Pharmacology. Our paper has undergone multiple reviews from research paper competitions and from scientifically proficient experts. Attached in this paper are the comments of the two experts. We have already integrated their advices in our paper. Manuscript was also processed on Plagscan and Grammarly Grammar App.

We declare that our research article is original, submitted solely to this journal, and not currently under consideration for publication or already published elsewhere. All co-authors have reviewed, approved, and consented to the submission. 

I declare to take responsibility for the submission on behalf of all authors as the corresponding author.

Thank you for considering our paper.
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OVERALL EVALUATION SHEET (PRE-PUBLICATION)
Date of Review: April 13, 2020
Reviewed by:
Gabriel Glenn Ochoa, RPh, MSPharm 
Professor, Department of Pharmacy 
School of Natural Sciences 
Saint Louis University 
Email address: gggochoa@slu.edu.ph

SPECIFIC COMMENTS: 
OVERALL WRITING 
Presentation of ideas may be further simplified. Please check cohesion of certain phrases found in the abstract and introduction. 
PREPARATION OF EXTRACTS 
Please indicate the temperature used in drying your samples. This is important because some constituents are removed from the plants if plants are subjected to certain temperatures. Also please indicate how long the plant samples were inside the oven. 
What do you mean by 1:2 ratio? If this is the ratio of the plant sample to alcohol, you need not to mention this anymore since as long as the plant samples are completely submerged in the selected solvent then it’s all good. Regardless, please be more specific on mentioning what this ratio is pertaining to. 
I think the term “crude ethanolic fraction” is misleading. Most of the time we use the term fraction if we are using several solvents to separate constituents of varying solubilities from plants but based on what is stated on your paper you only used ethanol as your extracting solvent (not including the solvent used in your rotavap). Also, I think you should mention that the ethanol component of your samples was allowed to evaporate first to get the crude ethanolic extract of your sample before phytochemical assay was performed. The presence of alcohol in your sample may give false positive or false negative results once your sample is subjected to phytochemical assay. 
FREE RADICAL SCAVENGING ANALYSIS 
I’m just wondering why the values of your sample and ascorbic acid control concentrations are “almost” proportional with each other. 625, 1250 and 5000 mcg/ml of your sample are proportional to 62.5, 125 and 500 mcg/ml of ascorbic acid, respectively. I’m just wondering why you used 2000 mcg of your sample (not 2500 mcg/ml) when the third concentration of your control is 250 mcg/ml. You may want to briefly state why this concentration was considered. 
RESULTS: MTT ASSAY 
I’m not sure if it’s just me or the values are somewhat confusing. It was mentioned in section 2.7 of your paper that your largest concentration is 1000mcg/ml (which was then reduced to 50mcg/ml) but the largest plant sample concentration on your table is 100mcg/ml. If ever downsizing was performed, it may be stated briefly. Or if its already there (and I was just not able to fully grasp it), maybe it can be restated to make it easier for external readers to understand. 
Also, I am somewhat confused with the concentrations of Doxorubicin used as a control. It was mentioned in your paper that the effects of your plant sample and the control Doxorubicin were comparable and “at par” however their concentrations/dilutions are far from each other. It really is acceptable for your control drug to be used at concentrations which are definitely smaller than that of your plant samples. It is also clear that the concentrations of your plant samples have increments of 50% (eg. 100, 50, 25, 12.5 mcg/ml, etc) however the increments of concentrations of your control is not that clear where you started with 10 and then the next value is already at 3 and then at 1. What was the basis for these concentrations? Were these values based on a previous study or were just decided upon by the group? If they were based on a standardized method then mentioning and citing the study which served as a basis would be of great help since at first glance, it seems like the values of Doxorubicin are far too small to be compared with the values of the plant sample. 


DISCUSSION: PHYTOCHEMICAL CONSTITUENTS 
It is obvious that the group was able to link the medicinal properties of the plant to the phytochemical constituents present. However, I think this part of the paper may me made even stronger if more specific discussions will be given. Since the paper wants to focus on specific cancer cell lines, I personally think that having a discussion at a cellular level will make the entire paper more consistent. The methods were done at a cellular level so finishing the paper at the same level will definitely make it stronger.

Date of Review: April 16, 2020
Reviewed by:
Kevin Christian V. Olarte, RMT, MS MBB 
National Institute of Molecular Biology and Biotechnology 
University of the Philippines - Diliman 
Email address: kvolarte@up.edu.ph
SPECIFIC COMMENTS:
The following are my remarks/comments/questions regarding the paper: 
1. Include all concentrations of the solvents used, and if possible, do a separation/fractionation of the extracts. a. Please state the exact concentrations of the solvents used in all experiments. Both ethanol and DMSO concentrations can affect downstream assays and may interfere with your results. 
b. Using crude extracts are problematic since you really cannot control/determine the identity or exact measurements of each chemical component of the extract. 

2. Free Radical Scavenging Analysis 
a. DMSO can scavenge free radicals on its own, so the use of DMSO as a solvent in this assay can be problematic. It would be better to include a DMSO-only control set-up using the final concentrations of DMSO in your serial dilutions just to remove possible interferences. 
b. Another option would be to use a complementary assay or experiment with a different chemistry/principle. Your assay is based on redox reactions. This is problematic since based on your phytochemical analysis, some reducing agents are already present in your crude extract, to begin with, such as reducing sugars. Maybe it is also possible to remove such reducing chemicals through fractionation. 
c. Please use appropriate blanks to correct for background absorbance. 
d. What is the negative control for this assay? I am not that familiar with this assay, but I think the best way to do stats on this is to compare the readings of the extract and ascorbate treatments with a negative control. 
a. It would be better to also use complementary normal human cell lines. A good candidate drug source/extract should have a selective effect against cancer cell lines and no/minimal effect on normal cell lines. It would be better if you demonstrate this relationship. 
a. Again, DMSO has known cytotoxic effects at higher concentrations. Please state the exact concentrations used in this assay. It would also be better if you include a kill curve using DMSO, just to check that the concentrations used in this assay is within the acceptable range. 
b. The treatments were done for 72 hours, as mentioned in the paper. Were there media changes/culture checks done within this period? Cell culture media with treatments should be replenished/changed on a regular basis just to make sure that the observed effects are caused by the treatment and not just that the cells are dying due to insufficient nutrients and metabolic wastes present in the media. 
c. Please include a Day 0 reading as well. Day 0 would be the day before starting the treatment. This would make sure that you have equal cell distribution/density across the treatment wells. It would eliminate the possibility of false results due to erroneous cell seeding. 
d. What is the purpose of adding 150 uL of DMSO in each well before the readout? The amount of DMSO in this step is too much for the cells to handle. At this concentration, I think most of the cells would be dead. 
e. Again, the MTT assay is based on dye reduction. The presence of reducing agents on your crude extracts can interfere in this assay and cause a false positive reading. Other cell assays which have a different principle and use direct measurements, such as cell viability counts or DNA-based tests, are more appropriate to use. 
f. Also, include a vehicle/solvent only control for every dilution used. 
Please include all important details in the manuscript such as, but not limiting to the concentrations of all treatment and solvents used, the specific brand and catalog number of all kits or reagents used, the weight of the leaves used, etc. Please be more specific in your methodology. Remember, a great study with concrete conclusions is one which can be replicated/reproduced. Be more specific with all measurements and revise your methodology accordingly. 
b. Review your experimental conditions and set-ups. Proper controls must be used every time. 



N.B. 
Our paper has undergone multiple reviews from research paper competitions and from scientifically proficient experts. We have integrated their advices in our paper. 

Actions taken:
Prof. Gabriel Glenn Ochoa, RPh, MSMT: We already integrated all his respective suggestions in our paper.

Kevin Christian V. Olarte, RMT, MS MBB: We already integrated his respective suggestions in our paper.

Manuscript was also processed on Plagscan and Grammarly Grammar App.


