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Experiment 1: N=8X4 [Non-treatment, ADR-low dose group (3+2 mg/kg),
ADR-middle dose group (5 mg/kg), ADR-high dose group (10 mg/kg)] .

Experiment 2: N=8X4 [Non-treatment, Control group, prednisolone-low dose Experiment 2
group (1 mg/kq), prednisolone-high dose group (5 mg/kg)]
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miRNeasy Mini Kit (QIAGEN). Complementary DNA was synthesized using the
TagMan™ advanced miRNA cDNA synthesis kit (Thermo Fisher scientific K.K.).
Real-time PCR was carried out with the TagMan™ advanced miRNA assay (Thermo
Fisher scientific K.K.) in the LightCycler 480 Il instrument (Roche).

Endogenous controls was used miR-361-5p.

The relative expression of target gene (miR-26a) was calculated according to the
next expression.

ACp(miR-26a) = Cp(miR-26a) - Cp(miR-361-5p)
AACp(miR-26a) = ACp(miR-26a) — ACp(average of Non-treatment group)
Relative expression to Non-treatment group = 2 - AACp(miR-26a)

Conclusion

 Results of Experiment 1 (the percent of survival, the urinary total protein excretion and the urinary albumin excretion) indicated that ADR at 5 mg/kg was found to be
suitable for induction of the nephropathy model rats.

« By the administration of prednisolone at 1 mg/kg, the urinary total protein excretion, the urinary albumin excretion and serum total cholesterol concentration were not
improved (Experiment 2).

- The administration of prednisolone at 5 mg/kg was observed to be effective on dysfunction of the kidney by urinalysis and blood chemistry-analysis.

* As already known, the expression of miR-26a is decreased following nephropathy symptoms progression, and we analyzed the expression miR-26a in urine and the
glomerulus in this study.

 In the ADR administration group (control group), the expression of urinary miR-26a was significantly decreased from the non-treatment group.
 In the PDL 5 mg/kg administration group, the expression of glomerular miR-26a was significantly increased from the control group.

* ADR-induced nephropathy rat model and the measurement of miR-26a are useful in evaluation of developing therapeutic drugs under the present experimental
condition.
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