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	ITEM
	RECOMMENDATION
	Section/Paragraph

	Title
	1
	Provide as accurate and concise a description of the content of the article as possible
	Title
Page number:1

	Abstract
	2
	Provide an accurate summary of the background, and research objectives, including details of the species or strain of animal used, key methods, and conclusions of the study.
	Abstract
Page number:3-4

	INTRODUCTION
	
	
	

	Background
	3
	a. Include sufficient scientific background (including relevant references to previous work) to understand the motivation and context for the study and explain the experimental approach and rationale. 
b. Explain how and why the animal species and model being used can address the scientific objectives and, where appropriate, the ‘study’s relevance to human biology.
	Page number: 6





Page numbers: 6-7


	Objectives
	4
	Clearly describe the primary and any secondary objectives of the study, or specific hypotheses being tested.
	Page number: 7


	METHODS
	
	
	

	Ethical statement
	5
	Indicate the nature of the ethical review permissions, relevant licenses (e.g., Animal [Scientific Procedures] Act 1986), and national or institutional guidelines for the care and use of animals, that cover the research.
	Page number: 7


	Study design
	6
	For each experiment, give brief details of the study design including: 
a. The number of experimental and control groups. 







b.  Any steps taken to minimise the effects of subjective bias when allocating animals to treatment (e.g., randomisation procedure) and when assessing results (e.g., if done, describe who was blinded and when). 










	

Page number: 7-8
Respecting the NSW Department of Primary Industries and Animal Research Review Panel. Three Rs. Available online: https://www.animalethics.org.au/three-rs
The animals were acclimatized for a period of 2 weeks. Each animal was assigned a temporary random number. Anesthetic eye drops were applied, and tonometry was performed in situ, to avoid transport stress. IOP was measured every day (at 7:00 a.m. and 4:00 p.m.) in both eyes. The animals were subjected to minimal head and neck restraint, avoiding excessive pressure on the eyelids and neck, without the use of systemic anesthetics or sedatives. The eye that was evaluated first was randomly selected.

	Experimental procedures
	7
	For each experiment and each experimental group, including controls, provide precise details of all procedures carried out. For example: 
a. How (e.g., drug formulation and dose, site and route of administration, anaesthesia and analgesia used [including monitoring], surgical procedure, method of euthanasia). Provide details of any specialist equipment used, including supplier(s). 
b. When (e.g., time of day). 
c. Where (e.g., home cage, laboratory, water maze). 
d. Why (e.g., rationale for choice of specific anaesthetic, route of administration, drug dose used).
	




Pages numbers: 8-12
Material and Methods


	Experimental animals
	8
	a. Provide details of the animals used, including species, strain, sex, developmental stage (e.g., mean or median age plus age range) and weight (e.g. mean or median weight plus weight range).
b. Provide further relevant information such as the source of animals, international strain nomenclature, genetic modification status (e.g., knock-out or transgenic), genotype, health/immune status, drug or test naïve, previous procedures, etc.
	Page number: 7-8




New Zeland rabbits, red eyes. From a rabbit farm (Sentagro E.A.T. / NIT: 900131278-7). Without previous procedures.

	Housing and husbandry
	9
	Provide details of: 
a. Housing (type of facility e.g., specific pathogen free [SPF]; type of cage or housing; bedding material; number of cage companions; tank shape and material etc. for fish). 
b. Husbandry conditions (e.g., breeding program, light/dark cycle, temperature, quality of water, type of food, access to food and water, environmental enrichment). 
c. Welfare-related assessments and interventions that were carried out prior to, during, or after the experiment.
	Controlled environment: 50 ± 20% relative humidity, the ambient temperature of 15º-23ºC, and the illumination of 12 hours of light / 12 hours of darkness. Standard maintenance diet for rabbits once a day, water, and hay ad libitum. Regarding the microenvironment, the animals are individually conditioned in cages with a surface area of 60cm front x 40cm high x 50cm wide. During the experimental period, the animal did not suffer any deprivation. 
Respecting the Code of Practice for the Housing and Care of Animals Bred, Supplied, or Used for Scientific Purposes. Available online: https://assets.publishing.service.gov.uk/government/uploads/system/uploads/attachment_data/file/388535/CoPanimalsWeb.pdf

	Sample size
	10
	a. Specify the total number of animals used in each experiment, and the number of animals in each experimental group.
 b. Explain how the number of animals was arrived at. Provide details of any sample size calculation used.
 c. Indicate the number of independent replications of each experiment, if relevant.
	Page number: 7 and 11

Statistical method for convenience


N/A

	Allocating animals to experimental groups
	11
	a. Give full details of how animals were allocated to experimental groups, including randomisation or matching if done. b. Describe the order in which the animals in the different experimental groups were treated and assessed.
	Page numbers: 8
Animals were randomized, using a computer-based random order generator.

	Experimental outcomes
	12
	Clearly define the primary and secondary experimental outcomes assessed (e.g., cell death, molecular markers, behavioural changes).
	Page numbers: 8-11


	Statistical methods
	13
	a. Provide details of the statistical methods used for each analysis. 
b. Specify the unit of analysis for each dataset (e.g., single animal, group of animals, single neuron). 
c. Describe any methods used to assess whether the data met the assumptions of the statistical approach
	Page number: 11


	RESULTS
	
	
	

	Baseline data
	14
	For each experimental group, report relevant characteristics and health status of animals (e.g., weight, microbiological status, and drug or test naïve) prior to treatment or testing. (This information can often be tabulated).
	The assessment of animal welfare was carried out by controlling the symptoms, behavioral changes, and signs of pain.
Any animal with ocular surface diseases such as: chronic keratitis or conjunctivitis of any etiology, including dry eye syndrome; Presence of opacity of the lens; Presence of systemic inflammatory diseases. Presence of retinal lesion that may subsequently influence the study data and severe weight loss (≥10% of initial weight) were excluded from the study.

	Numbers analyzed
	15
	a. Report the number of animals in each group included in each analysis. Report absolute numbers (e.g., 10/20, not 50%2).
 
	Animals of each group included in each analysis: Induction of OH 10/15 animals; 10/15WJ-MSCs; 15/15Immunohistochemistry. Study and 15/15 analysis aqueous and vitreous humor

	Outcomes and estimation
	16
	Report the results for each analysis carried out, with a measure of precision (e.g., standard error or confidence interval).
	Pages numbers: 12-16


	Adverse events
	17
	a. Give details of all important adverse events in each experimental group. 
b. Describe any modifications to the experimental protocols made to reduce adverse events.
	No adverse effects were observed with the use of WJ-MSCs


	
	
	
	

	DISCUSSION
	
	
	

	Interpretation/ scientific implications
	18
	a. Interpret the results, considering the study objectives and hypotheses, current theory, and other relevant studies in the literature. 
b. Describe any implications of your experimental methods or findings for the replacement, refinement, or reduction (the 3Rs) of the use of animals in research.
	Pages numbers: 16-21



It was a study with minimal risk for the proposed experimental model. The assessment of animal welfare was carried out by making controls of the symptoms and signs of pain; in addition, procedures considered standard will be carried out: physical examinations, ophthalmological examination of the ocular annexes and the anterior and posterior segment, IOP measurement. For the induction of the experimental model of chronic glaucoma, the Declaration of Helsinki, 1989 was respected, with the safety of the animals prevailing. With the statistical method used, we managed to reproduce the study, respecting one of the 3Rs principles.

	Generalizability/ translation
	19
	Comment on whether, and how, the findings of this study are likely to translate to other species or systems, including any relevance to human biology
	In this way, it is expected to contribute to the study of the immune response in glaucomatous pathology, evaluating the effect of intravitreal injection of human Wharton jelly-derived mesenchymal stromal cells(hWJ-MSCs) on the intraocular immune response in a model of ocular hypertension(OH) by measuring cytokine levels and other markers such as glial fibrillary acid protein(GFAP) and T cell expression. The intravitreal application of hWJ-MSC act in the regulation of intraocular cytokine imbalance and inducing lymphocyte infiltration of predominantly TCD3+/TCD8+ cells. However, the therapy can induce glial cell activation, suggesting further studies.


	Funding
	20
	List all funding sources (including grant number) and the role of the funder(s) in the study.
	Declarations, Funding
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