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5-Aza-CdR reverses pericyte-myofibroblast transition by inhibiting Epo gene
promoter hypermethylation in rat primary renal myofibroblasts

YUAN Ling" , WANG Lei, CHENG Peng, JIANG Qian, CUI Xiaoxue
(Tianjin Institute of Medical and pharmaceutical Science, Tianjin 300020, China)

[ Abstract]  Objective To examine the effect of the demethylating agent 5-aza-2’ -deoxycytidine (5-Aza-
CdR) on pericyte-myofibroblast transition (PMT) in primary rat renal myofibroblasts. Methods Rat primary renal
myofibroblasts were treated with 5-Aza-CdR 250 ng/mL for 72 h, and the degree of Epo promoter methylation was
detected by pyrosequencing. Protein expression levels of a-smooth muscle actin («-SMA ), platelet-derived growth
factor receptor-B ( PDGFRB ) and DNA methyltransferase ( Dnmt3a ) were detected by immunofluorescence and
Western blot, and erythropoietin (EPO) levels in the supernatant were detected. Results Compared with the control
group, 5-Aza-CdR treatment significantly decreased the expression of Dnmt3a and hypermethylation of the Epo
promoter, and subsequently decreased the expression of a-SMA and the expression ratio of a-SMA to PDGFRB in
myofibroblasts. Meanwhile, 5-Aza-CdR treatment increased the level of EPO in the cell supernatant. Conclusions

5-Aza-CdR can reverse PMT by inhibiting Epo promoter hypermethylation in primary renal myofibroblasts.
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Figure 1 Effects of different concentrations 5-Aza-CdR on

myofibroblast cells viability
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Figure 2 Effects of 5-Aza-CdR on EPO level in

myofibroblast culture supernatant
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Note. A, Immunofluorescence analysis of Dnmt3a protein expression. B, Western blot analysis of Dnmt3a protein expression. Compared with control

group, " P<0.001.

Figure 3 Effects of 5-Aza-CdR on the expression of methyltransferase Dnmt3a in myofibroblasts
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Note. A, Immunofluorescence analysis the co-localized expressions of a-SMA/PDGFRPB and a-SMA/CD73. B. Western blot analysis the protein
expression of a-SMA and PDGFRB. C, Expression analysis of a-SMA and PDGFRB. White arrows, Pericytes( a-SMA™/PDGFRB* ). Compared
with control group, *# P<0.01, ** p<0.001.
Figure 4 Effects of 5-Aza-CdR on PMT of myofibroblasts
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Figure 5 Effect of 5-Aza-CdR on methylation of Epo promoter in myofibroblasts
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