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The ARRIVE Essential 10

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: :
y desig P P pesly 9 section 2.1

a. The groups being compared, including control groups. If no control group has
been used, the rationale should be stated.

b. The experimental unit (e.g. a single animal, litter, or cage of animals). section 2.1

Sample size 2 a. Specify the exact number of experimental units allocated to each group, and the section 2.1
total number in each experiment. Also indicate the total number of animals used. '

b. Explain how the sample size was decided. Provide details of any a priori sample Sample size was determined based on the
size calculation, if done. frore than 500 adceoaul TAG surgeries),

Inclusion and 3 a. Describe any criteria used for including and excluding animals (or experimental gy

exclusion units) during the experiment, and data points during the analysis. Specify if these | i nibwrapo

criteria criteria were established a priori. If no criteria were set, state this explicitly. e TAC o "m'dd -
. . . . . heart failure within 30 minutes after surgery

b. For each experimental group, report any animals, experimental units or data points | 2 wasexuded rom the anaiysi. no

not included in the analysis and explain why. If there were no exclusions, state so. a6 Sham s Mocathosat o
TAC: n L 6 TAG + Mocetinostat: n=6.
c. For each analysis, report the exact value of n in each experimental group. These are the numbers of animals inally
Randomisation 4 a. State whether randomisation was used to allocate experimental units to control AR A
and treatment groups. If done, provide the method used to generate the random number generator (Excel). No
. i additional stratification was applied
randomisation sequence. (section 2.1).

b. Describe the strategy used to minimise potential confounders such as the order Echocardiographic messursments and deia
of treatments and measurements, or animal/cage location. If confounders were allocation the analyst received only coded
not controlled, state this explicitly. :::,‘y;:;;zsggz,e;;;g_;:'c‘g.?;;?:;

Blinding 5 Describe who was aware of the group allocation at the different stages of the Slocation curg Srgery and ey ere. No

experiment (during the allocation, the conduct of the experiment, the outcome e St e e o

assessment, and the data analysis). iEﬁ;;i?‘eT:E"lnﬁ%';’g”ﬁZaif"a‘éii“ly’i.‘;’ﬁ?e(h':

performed blinded to group allocation (the
Outcome 6 a. Clearly define all outcome measures assessed (e.g. cell death, molecular markers, | Seceon io e n o oucone
measures or behavioural changes). erinaims ave epored nthe TAG mouss

b. For hypothesis-testing studies, specify the primary outcome measure, i.e. the The primary outcome measires were IVSd
outcome measure that was used to determine the sample size. e oot et

evnerience with the TAC madel (20N
Statistical 7 a. Provide details of the statistical methods used for each analysis, including B e
methods software used. betwot o ronpe were poformed using

Student's t-test. Comparisons amona

b. Describe any methods used to assess whether the data met the assumptions of Data were assumed (0 mect 1 - aiance
the statistical approach, and what was done if the assumptions were not met. based on he study design and previous .

Experimental 8 a. Provide species-appropriate details of the animals used, including Species, Strain | s g s e mm wods,
animals and substrain, sex, age or developmental stage, and, if relevant, weight. Animal experiments (secqon 2.3
b. Provide further relevant information on the provenance of animals, health/immune | Yice uere oained rom the Experimertal
status, genetic modification status, genotype, and any previous procedures. e eal, W o genete
Experimental 9  For each experimental group, including controls, describe the procedures in enough | feae e e s
procedures detail to allow others to replicate them, including: Sorgery, s et T
. The timing, frequency, and rationale for each

a. What was done, how it was done and what was used. frocedure aro provided nthe respectve

nerformed at week 0° mocetinnstat was

b. When and how often. Secti 5

ection
c. Where (including detail of any acclimatisation periods).
d. Why (provide rationale for procedures). Section 2
Results 10 For each experiment conducted, including independent replications, report: e e o

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.

(standard error of the mean) in the Results
section (Section 3). Group comparisons
include measures of variabilty. See Figures
1-7 for detailed graphical presentation of

Effect sizes with confidence
intervals were not calculated
for this study.
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	Study design - 1a: section 2.1
	Study design - 1b: section 2.1
	Sample size - 2a: section 2.1
	Sample size - 2b: Sample size was determined based on the standard practice in the field and our previous experience with the TAC model (more than 800 successful TAC surgeries), which showed that n = 6 per group is sufficient to detect statistically significant differences in echocardiographic and histological parameters.
	Inclusion and exclusion criteria - 3a: Exclusion criteria were established a priori: (1) accidental death during surgery, (2) failure to develop TAC (no significant increase in HW/BW ratio or echocardiographic evidence of hypertrophy), (3) body weight loss >20%, and (4) reaching humane endpoints (severe distress, moribund state). No specific inclusion criteria were defined beyond successful surgery and recovery to the endpoint. See Materials and Methods, Exclusion criteria and final numbers (section 2.1).
	Inclusion and exclusion criteria - 3b: In the TAC group, one mouse died of acute heart failure within 30 minutes after surgery and was excluded from the analysis. No animals were excluded from the other groups (Sham, Sham+Moc, TAC+Moc). See Materials and Methods, Exclusion criteria and final numbers (section 2.1).
	Inclusion and exclusion criteria - 3c: Sham: n = 6; Sham + Mocetinostat: n = 6; TAC: n = 6; TAC + Mocetinostat: n = 6. These are the numbers of animals finally analyzed in each group (section 2.1).
	Randomisation - 4a: Mice were randomly assigned to the four experimental groups using a random number generator (Excel). No additional stratification was applied (section 2.1). 
	Randomisation - 4b: Echocardiographic measurements and data analysis were performed blinded to group allocation (the analyst received only coded animal numbers and was unaware of the treatment assignment until the final analysis). No other specific blinding measures were applied during surgery or daily care.
	Blinding - 5: Only the operator was aware of group allocation during surgery and daily care. No other personnel, including animal care staff and outcome assessors, were informed of the treatment groups. Echocardiographic measurements and data analysis were performed blinded to group allocation (the analyst received only coded animal numbers).
	Outcome measures - 6a: See Section 4 (Results) and Section 5 (Discussion) for the in vivo outcome measures listed above. All animal‑specific endpoints are reported in the TAC mouse model.
	Outcome measures - 6b: The primary outcome measures were IVSd and HW/BW ratio to assess cardiac hypertrophy, together with EF to evaluate systolic function. Based on our extensive experience with the TAC model (>800 successful surgeries), n = 6 per group was considered sufficient to detect significant changes in these parameters.
	Statistical methods - 7a: All data were analyzed using GraphPad Prism (version 9.3.0, GraphPad Software, San Diego, CA, USA). Comparisons between two groups were performed using Student‘s t‑test. Comparisons among multiple groups were performed using one‑way analysis of variance (ANOVA) followed by Bonferroni’s post hoc test. All data are presented as mean ± standard error of the mean (SEM). A p‑value < 0.05 was considered statistically significant.
	Statistical methods - 7b: Data were assumed to meet the assumptions of normality and equal variance based on the study design and previous experience. No formal tests were performed. If the assumptions were violated, a non‑parametric alternative (Kruskal‑Wallis test) would have been used.
	Experimental animals - 8a: Male C57BL/6 mice, 8 weeks old, body weight 20–25 g. See Materials and Methods, Animal experiments (section 2.1).
	Experimental animals - 8b: Mice were obtained from the Experimental Animal Center of Nantong University. They were SPF and healthy, with no genetic modifications or prior procedures.
	Experimental procedures - 9a: All experimental procedures are described in detail in the Materials and Methods section (Section 2). Key procedures include TAC surgery, drug administration, echocardiography, tissue collection, histological staining, Western blotting, qPCR, and biochemical assays.
	Experimental procedures - 9b: The timing, frequency, and rationale for each procedure are provided in the respective subsections (e.g., TAC surgery was performed at week 0; mocetinostat was administered every other day starting from postoperative day 2).

	Experimental procedures - 9c: Section 2
	Experimental procedures - 9d: Section 2
	Results - 10a: All data are presented as mean ± SEM (standard error of the mean) in the Results section (Section 3). Group comparisons include measures of variability. See Figures 1–7 for detailed graphical presentation of summary statistics. 
	Results - 10b: Effect sizes with confidence intervals were not calculated for this study.


