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ARIVE The ARRIVE guidelines 2.0: author checklist

These items are the basic minimum to include in a manuscript. Without this information, readers and reviewers
cannot assess the reliability of the findings.

Section/line
Item Recommendation number, or reason
for not reporting
Study design 1  For each experiment, provide brief details of study design including: roup, ETY group was 50 ol G-
Th : : ; ks T 200 makg o teeated
a. The groups being compared, including control groups. If no control group has group Conrol group was ncded o
been used, the rationale should be stated. esiablish baseine body weight changes.
X X : . ) : 5 mice/cage was hogs_ed_, treated,
b. The experimental unit (e.g. a single animal, litter, or cage of animals). and measured to minimize cross-
Sample size 2 a. Specify the exact number of experimental units allocated to each group, and the n=20 mice/group
total number in each experiment. Also indicate the total number of animals used.
b. E_prain how _the _sample size was decided. Provide details of any a priori sample L’,‘fs;’;gg;’\‘l";f‘i‘gf,;;gg‘:iﬂ},g;‘;‘g;Vg;?f;ij{”’
size calculation, if done. *é‘l:ﬁ}i“w‘e“;ﬁéz.z‘:f:d"f:::;if:‘iq“u?iéi::{Fc;.s‘
g
Inclusion and 3 a. Describe any criteria used for including and excluding animals (or experimental O o mce (528
exclusion units) during the experiment, and data points during the analysis. Specify if these | infecionechnicalaire and missing
criteria criteria were established a priori. If no criteria were set, state this explicitly. ANl aninals and data points
. . . . ) were included in the analy
b. For each experimental group, report any animals, experimental units or data points |sis.
not included in the analysis and explain why. If there were no exclusions, state so. - .
No exclusions. Final
c. For each analysis, report the exact value of n in each experimental group. n = 20 per group.
Randomisation 4 a. State whether randomisation was used to allocate experimental units to control Yes. Mice_wc_ere r
and treatment groups. If done, provide the method used to generate the andomly divided
randomisation sequence. after modeling.
b. Describe the strategy used to minimise potential confounders such as the order Igaggxggﬁmggg rotated dai
of treatments and measurements, or animal/cage location. If confounders were n Latin square order.
not controlled, state this explicitly.
. - . . . Grouping was performed by Li Jingling; e
Blinding 5 Describe who was aware of the group allocation at the different stages of the st proaires i s v
experiment (during the allocation, the conduct of the experiment, the outcome R otindea remer Y 211 partictpants
assessment, and the data analysis).
. Outcomes include: ovarian weight, follic
Outcome 6 a. Clearly define all outcome measures assessed (e.g. cell death, molecular markers, :g;gug;;ssggmgqﬁ,;gv;;;)ﬁgfngg:'g,m;;g
measures or behavioural changes). 80 Cosony, Nacvopniags polarisation
b. For hypothesis-testing studies, specify the primary outcome measure, i.e. the Key indicators: ovarian
outcome measure that was used to determine the sample size. 3‘;’5;;"309'93' and functional
Statri‘st(ijcal 7 a Pr(;vide detailjs of the statistical methods used for each analysis, including o Wb thon s eas
methods software used. t, ANOVA.
b. Describe any methods used to assess whether the data met the assumptions of | & hiSclshed "t laninfrey §
the statistical approach, and what was done if the assumptions were not met.

- . . . . . . . . . Female C57BL/6J female mice (5-8 weeks;
Experimental 8 a. Provide species-appropriate details of the animals used, including species, strain 13.;.%22 vere obtained.fron Zneliano
animals and substrain, sex, age or developmental stage, and, if relevant, weight. y o

b. Provide further relevant information on the provenance of animals, health/immune hgizulféausckdy: S hamidity
status, genetic modification status, genotype, and any previous procedures.

. . . . . . omly divided into three groups: the cont
Experimental 9  For each experimental group, including controls, describe the procedures in enough ;:érgggtgsgﬁ;;zg ;;iﬂgggagggugg$;;;egﬁé
procedures detail to allow others to replicate them, including: Rarke novtommin trested arocpy.

AI: the groupﬁ wege tregted :-a i p mJ
a. What was done, how it was done and what was used. “for 28 consecutive dys
b. When and how often. Jinan University Laboratory
Animal Management Center;7
c. Where (including detail of any acclimatisation periods). -day adjustment period
Based on literature and pre
d. Why (provide rationale for procedures). liminary experiments.
Results 10 For each experiment conducted, including independent replications, report: PRaures Euamles! Toliicie canis, for

a. Summary/descriptive statistics for each experimental group, with a measure of
variability where applicable (e.g. mean and SD, or median and range).

b. If applicable, the effect size with a confidence interval.

mone levels, protein expression.

regularity
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	Study design - 1a: Three groups: Control was saline-treated group, CTX group was 50 mg/kg CTX-treated group,  metformin group was 50 mg/kg CTX + 200 mg/kg metformin -treated group. Control group was included to establish baseline body weight changes.
	Study design - 1b: 5 mice/cage was housed, treated, and measured  to minimize cross-contamination.  
	Sample size - 2a: n=20 mice/group
	Sample size - 2b: The ovarian tissues from each group were used for follicle count (n=5), protein extraction (n=7), RNA extraction (n=3) and gene expression analysis(n=5) . Groups were balanced to ensure equal statistical weight.
	Inclusion and exclusion criteria - 3a: Inclusion: Female C57BL/6J mice (5‒8 weeks; 18.1±0.1 g). Exclusion:signs of infection,technical failure and missing data. 
	Inclusion and exclusion criteria - 3b: All animals and data points were included in the analysis.
	Inclusion and exclusion criteria - 3c: No exclusions. Final n = 20 per group.
	Randomisation - 4a: Yes. Mice were randomly divided after modeling.
	Randomisation - 4b:  Cage positions rotated daily, experiments conducted in Latin square order.
	Blinding - 5: Grouping was performed by Li Jingling; experimental procedures and result evaluation were conducted by Nie Ping; data analysis was performed by all participants in a blinded manner.
	Outcome measures - 6a: Outcomes include: ovarian weight, follicle counts, hormone levels (E2, FSH), fibrosis (Masson, Sirius Red), protein/mRNA expression (e.g., COL1A1, CTGF, MIF, CD86, CD206), macrophage polarization.
	Outcome measures - 6b: Key indicators: ovarian morphological and functional changes 
	Statistical methods - 7a: GraphPad Prism 9; unpaired t-test, Mann–Whitney U test, ANOVA.
	Statistical methods - 7b: Levene's test for homogeneity of variances; if not satisfied, use Mann-Whitney U test
	Experimental animals - 8a: Female C57BL/6J female mice (5-8 weeks; 18.1±0.1 g) were obtained from Zhejiang Vital River Laboratory Animal Technology Co., Ltd.
	Experimental animals - 8b: The mice were maintained at a constant temperature of 25 °C, 35%–75% humidity and a 12:12 light/dark cycle.
	Experimental procedures - 9a: POF was induced by intraperitoneally injecting CTX (50 mg/kg) for 14 days. After successful modeling, the mice were randomly divided into three groups: the control group (saline-treated group), the CTX group (50 mg/kg CTX-treated group) and the metformin group (50 mg/kg CTX + 200 mg/kg metformin -treated group). 
	Experimental procedures - 9b: All the groups were treated via i.p. injection every day.Every day at 9:00 a.m., for 28 consecutive days
	Experimental procedures - 9c: Jinan University Laboratory Animal Management Center;7-day adjustment period
	Experimental procedures - 9d: Based on literature and preliminary experiments.
	Results - 10a: Data presented as mean ± SEM throughout figures. Examples: follicle counts, hormone levels, protein expression.
	Results - 10b: regularity


