ARRIVE Essential 10 Checklist
Animal use limited to primary rat MSC isolation for in vitro experiments
Applicability notes: Animal use in this study was limited to terminal tissue procurement from one donor rat to establish primary mesenchymal stromal cells (MSCs). No animal was assigned to an in vivo treatment group, and no animal-level outcome analysis was performed. Therefore, items concerning allocation, randomization, blinding, outcome measures, statistical analyses, and results are addressed as not applicable to the animal component where appropriate; the study comparisons were performed in vitro using cultured cells.
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	Section/line number, or reason for not reporting

	1
	Study design
	Animal use was limited to terminal collection of inguinal adipose tissue from a single donor rat for primary MSC isolation. No in vivo intervention, animal grouping, control group, or animal-level outcome analysis was performed. The experimental comparisons were in vitro cell-culture/passaging groups, as described in the Methods and Results.

	2
	Sample size
	Total animals used: one donor rat. No animal-level sample-size calculation was applicable because there were no animal treatment groups or animal-level hypothesis tests.

	3
	Inclusion and exclusion criteria
	No animal was excluded. 

	4
	Randomization
	Not applicable to the animal component: only one donor rat was used and no animals were allocated to experimental groups. 

	5
	Blinding
	Not applicable to the animal component because no animal-level group allocation or animal-level outcome assessment was performed. 

	6
	Outcome measures
	No animal-level outcome measures were assessed.

	7
	Statistical methods
	No animal-level statistical analysis was performed because there were no in vivo treatment groups, animal-level outcome measures, or animal-level hypothesis tests. Statistical analyses for the in vitro cell-culture experiments are reported in the manuscript.

	8
	Experimental animals
	The donor animal is a male Sprague-Dawley rat (Jcl;SD; 280–400 g; CLEA Japan). 

	9
	Experimental procedures
	The manuscript describes housing conditions, free access to food and water, terminal inguinal adipose tissue collection under 5% isoflurane anesthesia for primary MSC isolation, and euthanasia by exsanguination under anesthesia. No recovery procedure or pre-terminal in vivo intervention was performed.

	10
	Results
	There were no animal-level experimental results because no in vivo treatment, animal grouping, or animal-level outcome measurement was performed. The Results report the in vitro cell-culture comparisons derived from the primary rat MSCs.







	
