,ﬁmfﬁug

LREA WHETREMN, TR, NNHE. TREEELTESH W TES
Outline of experiments, including aim of experiment, experimental methods, observational
index, executing animal method, et al.
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Aim of experiment: This study intends to investigate the effects of atorvastatin intervention
treatment on mouse kidney and renal tubular epithelial cell fibrosis, and the effects on miR-21,
miR-22, and miR-124 expression, using a mouse model of type I diabetes, a mouse renal tubular
epithelial cell cultured with high glucose, and a rat primary renal tubular epithelial cell model.
The completion of this project will further reveal the mechanism of action of atorvastatin and
provide a solid theoretical basis and experimental support for its better clinical use.
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Experimental methods: The animals were randomly divided into the normal
control(NC)group(n=6) and the DM group (n=12).The mice of the DM group were
intraperitoneally injected with 55 mg/kg streptozotocin (STZ, Sigma); mice in the NC group
were injected with the same amount of pH 4.5 sterile citric acid-sodium citrate buffer
(lysozyme) for 5 consecutive days.Fasting blood glucose Ievels in mice were assessed at 72h
afler treatment, and values > 16.7 mmolL indicated that DM mice were successfully
modeled. After 5 weeks of feeding, the diabetic mice were randomized into diabetic group(n=6)
and Ato group (DM+Ato)(n=6). Atorvastatin 20mg /(kg - d)(Pfizer,China) was given to the Ato
group for four weeksNC group and DM group were intragastrically administered with
carboxymethylcellulose for 4 weeks.The mouse kidneys were collected at 9th week . Urine
samples were obtained and measured for volume in the 24 - hr period preceding euthanasia. All
mice were fasted for 6 h prior to sacrifice. Blood speci were collected from the femoral
artery and centrifuged for preparing serum, kept at —20 ° C for biochemical assessment. Both
kidneys were removed, with one stored at =80 ° C (RNA and protein preparations) and the
other submitted to fixation with 4% formalin for histological and immunohistochemical
evaluations.
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Observations: biochemical methods to measure blood glucose and urine protein, record 24h
urine volume, and calculate 24h urine protein volume; light microscopic observation of renal
histopathological changes after HE, PAS, and Sirius red staining; immunohistochemistry and
immunoblotting to detect the expression sites and expression of each target protein in each
group of renal tissues; Real-time PCR to detect miR-21 and PPAR- @ mRNA in renal The
expression of miR-21 and PPAR- @ mRNA in kidney tissues was examined by Real-time PCR;
the expression of miR-21 was knocked down or fenofibrate, a PPAR- o -specific agonist, was
administered to high glucose cultured renal tubular epithelial cells (NRK52E); the
mitochondrial membrane potential and ROS production were detected by flow cytometry; the
dual-luciferase reporter assay was performed to verify the role of miR-21 on the transcriptional
regulation of PPAR- o .
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Method of execution of animals at the end of the experiment: anesthesia followed by execution.
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#3456 25 3 4540 7 % 30 Wit 47 I (Does laboratory animal must be used in the
project? Could other methods such as computer simulation. cell culture or using the low-grade
animal instead of the high — grade animal?)
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species or strain, grade and specifications of animals suitable? Could the quantity of animals be
reduced by improving the study design or using high quality animals?)
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#152h#(Could the study design and animal treatment be refined by ameliorating experimental
method, adjusting observational index. executing animal method?)
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