NOTE: Please save this file locally before filling in the table, DO NOT work on the file within your internet browser as changes will not be saved. Adobe
Acrobat Reader (available free here) is recommended for completion.

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
A q A q . . ] P Materials and Methods 2.2 A
Study design 1  For each experiment, provide brief details of study design including: nimals.,
. . . Line:3-5.Four groups: Contr
a. The groups being compared, including control groups. If no control group has S/I\I\v?g%éi CCI4+AAV-NC, CCl4
been used, the rationale should be stated. i .
Single SD rat was defined a
b. The experimental unit (e.g. a single animal, litter, or cage of animals). s the experinental unit.
Sample size 2 a. Specify the exact number of experimental units allocated to each group, and the | marefetinan: neb vass par
total number in each experiment. Also indicate the total number of animals used. group, total 32 rats used.
b. Explain how the sample size was decided. Provide details of any a priori sample rebai i 6 oy ot cactati
size calculation, if done. ot osoratory. Bost-hoc povet analyoe
A . . . . . . . . 1-14 Animals (predefined): Inclusion (6
Inclusionand 3 a. Describe any criteria used for including and excluding animals (or experimental el otd ade & rats 100 150 ) e
exclusion units) during the experiment, and data points during the analysis. Specify if these  |: ™*"" “:'”':’; “"da"‘”a:s e‘“:”"e“
. - . . . . . . . . . . Data points (oredefined. random selecti
criteria criteria were established a priori. If no criteria were set, state this explicitly. Ys7iicn: o exclusions; 4 randon sanples
/group analyzed (cost/plate capacity).
b. For each experimental group, report any animals, experimental units or data points Es/grog:an!lzledl(ltme/cgg agh"kp"'
not included in the analysis and explain why. If there were no exclusions, state SO. | exace 1 vatues for eaoh experirentat
group have been clearly indicated in th
. . . e figure 1 legends of the manuscript.
c. For each analysis, report the exact value of nin each experimental group. e ?
Randomisation 4 a. State whether randomisation was used to allocate experimental units to control Vaterials and liethods 2.2 A
and treatment groups. If done, provide the method used to generate the domly divided into four gro
. . ups by random number table
randomisation sequence. method.
b. Describe the strategy used to minimise potential confounders such as the order g:ﬁigﬁ'ﬁegﬁi‘;;’;‘ggegnjggiig
of treatments and measurements, or animal/cage location. If confounders were n order of different groups
not controlled, state this explicitly. poeataonal arog, 10 reduce o
Blinding 5 Describe who was aware of the group allocation at the different stages of the S aat d SIS: T statistician v fll
. . . . inde urmg la processung unblin
experiment (during the allocation, the conduct of the experiment, the outcome ding cccured oy afcer il areiyses ve
assessment, and the data analysis). EI;"‘.’aSﬁtﬁ"ﬁs:2"2:!2?;5&”;"2:3%‘.’.ﬁﬁ!
. Results 3.1: Serum ALT/AST; liver pathol
Outcome 6 a. Clearly define all outcome measures assessed (e.g. cell death, molecular markers, gg;cg:;;f;ﬂ;gge,;ﬂgguu SthzsTen; TR
measures or behavioural changes). oI T
b. For hypothesis-testing studies, specify the primary outcome measure, i.e. the :tp'injész,;hsﬁg‘uf'?”’jgh
outcome measure that was used to determine the sample size. patic fibrosis severity.

- - . . . . . . . Mater| nd Methods 2.11 Statistical a
Statistical 7 a. Provide details of the statistical methods used for each analysis, including sty 108 T Stugon &
methods software used. s g o el e e

b. Describe any methods used to assess whether the data met the assumptions of 323 ‘iﬂidazt‘p.;.;eg;'gigm%std
the statistical approach, and what was done if the assumptions were not met. assimptions. No data needed non-paraetr
- . . . . . . . . . Matenals and Methods 2.2 Anim:
Experimental 8 a. Provide species-appropriate details of the animals used, including species, strain | : s rt. mle. s veeks otd. i
animals and substrain, sex, age or developmental stage, and, if relevant, weight.
b. Provide further relevant information on the provenance of animals, health/immune M‘Ip't"u”éhfﬁzti(‘(t;yLé
status, genetic modification status, genotype, and any previous procedures.
Experimental 9  For each experimental group, including controls, describe the procedures in enough Naterials ang Viethods 2.2 A
procedures detail to allow others to replicate them, including:
) Materials and Methods 2.2 A
a. What was done, how it was done and what was used. nimals,Line:25,27-29
b. When and how often. Matetl’ials and Methods 2.2 A
nimals,Line:21-22
c. Where (including detail of any acclimatisation periods).
Results 3.1,1ine2-3:CCl4 in
i i duces hepatocyte injury and
d. Why (provide rationale for procedures). s Thatocyte auny.
Results 10 For each experiment conducted, including independent replications, report: presentod 25 nean's” S0 nunericar data

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.

vere displayed in bar graphs attached to
Figurel.

Effect sizes and 95% confid
ence intervals were not pro
vided in the manuscript.
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	Study design - 1a: Materials and Methods 2.2 Animals,

Line:3-5.Four groups: Control, CCl4, CCl4+AAV-NC, CCl4+AAV-BTG1
	Study design - 1b: Single SD rat was defined as the experimental unit.
	Sample size - 2a: Materials and Methods 2.2 Animals,Line3: n=8 rats per group,total 32 rats used.
	Sample size - 2b: Materials and Methods 2.11 Statistical Analysis,Line 6-12:No a priori calculation was performed. Sample size (n=8/group) was based on empirical experience from our laboratory. Post-hoc power analysis (G*Power 3.1, α=0.05, two-tailed t-test) for the primary comparison (AAV-control vs. AAV-BTG1 and Control vs. CCl4) demonstrated very large effect sizes (Cohen‘s d = 4.58–5.52 and 5.41–14.73 for ALT, AST, α-SMA, and Collagen I) and achieved power > 0.99. Hence, the sample size is sufficient to confirm successful fibrosis induction and detect the therapeutic effect of BTG1.
	Inclusion and exclusion criteria - 3a: Materials and Methods 2.2 Animals，Line 1-14：Animals (predefined): Inclusion (6-week-old male SD rats, 160–180 g); Exclusion (abnormal weight, sickness, death, modeling failure). No animals excluded.

Data points  (predefined, random selection):

Serum ALT/AST: Hemolyzed samples excluded (2 samples in CCl4 group); to balance group sizes, 6 random samples/group analyzed.

WB/qPCR: No exclusions; 4 random samples/group analyzed (cost/plate capacity).

Histology: No exclusions; 3 random samples/group analyzed (time/cost).

Remaining samples retained as backups.
	Inclusion and exclusion criteria - 3b: Materials and Methods 2.2 Animals，Line 1-14：No rats died or were excluded during modeling and sample collection.Data points  (predefined, random selection):

Serum ALT/AST: Hemolyzed samples excluded (2 samples in CCl4 group); to balance group sizes, 6 random samples/group analyzed.

WB/qPCR: No exclusions; 4 random samples/group analyzed (cost/plate capacity).

Histology: No exclusions; 3 random samples/group analyzed (time/cost).

Remaining samples retained as backups.
	Inclusion and exclusion criteria - 3c: The exact n values for each experimental group have been clearly indicated in the figure 1 legends of the manuscript.
	Randomisation - 4a: Materials and Methods 2.2 Animals:line 3.Rats were randomly divided into four groups by random number table method.
	Randomisation - 4b: Rats were rearranged cage position regularly; injection order of different groups was alternated to reduce operational bias.
	Blinding - 5: Materials and Methods 2.2 Animals Line 14-20: Group allocation & modeling: Researcher performing grouping, AAV injection, and CCl4 injection was unblinded (necessary for procedures).

Sample collection & outcome assessment: Operators responsible for tissue collection, H&E/Masson/Sirius Red staining, and IHC evaluation were fully blinded to group allocation.

Data analysis: The statistician was fully blinded during data processing; unblinding occurred only after all analyses were completed.

Blinding was implemented using coded sample identifiers (assigned by an unblinded researcher).
	Outcome measures - 6a: Results 3.1: Serum ALT/AST; liver pathological staining; IHC(α-SMA/BTG1); mRNA and protein levels of α-SMA, collagen Ⅰ, IL-6, TNF-α.
	Outcome measures - 6b: Results 3.1: Primary outcome: hepatic histopathological changes, collagen deposition and α-SMA expression reflecting hepatic fibrosis severity.
	Statistical methods - 7a: Materials and Methods 2.11 Statistical analysis:line 1-5.Two-group: Student’s t-test; multiple-group: one-way ANOVA with Tukey’s post-hoc test; GraphPad Prism 8 was used.
	Statistical methods - 7b: Data distribution was evaluated referring to relevant published liver fibrosis data, all data satisfied parametric test assumptions. No data needed non-parametric substitution.
	Experimental animals - 8a: Materials and Methods 2.2 Animals, Line1: SD rat, male, 6 weeks old, initial weight 160–180 g.
	Experimental animals - 8b: Materials and Methods 2.2 Animals, Line1-2. no prior drug administration or surgical operations before this study.
	Experimental procedures - 9a: Materials and Methods 2.2 Animals,Line 21-35
	Experimental procedures - 9b: Materials and Methods 2.2 Animals,Line:25,27-29
	Experimental procedures - 9c: Materials and Methods 2.2 Animals,Line:21-22
	Experimental procedures - 9d: Results 3.1,line2-3:CCl4 induces hepatocyte injury and liver fibrosis in rats.
	Results - 10a: Results 3.1: All quantitative data were presented as mean ± SD; numerical data were displayed in bar graphs attached to Figure1.
	Results - 10b: Effect sizes and 95% confidence intervals were not provided in the manuscript.


