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LINCO00472 is Involved in TGF-B1-induced Renal Fibrosis and
Epithelial-mesenchymal Transition in HK-2 Cells*
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ABSTRACT Objective: To investigate the expression of long non-coding RNA LINC00472 in an in vitro model of renal fibrosis and
functional roles in renal fibrosis and tubular epithelial-mesenchymal transition (EMT). Methods: Recombinant human TGF-g1 were used
to induce fibrosis and EMT of human renal tubular epithelial cells (HK-2). The mRNA expression levels of fibrosis-related genes and
LINC00472 were measured by quantitative real-time PCR analysis, and the protein expression levels of fibrosis-related genes were
detected by Western blot analysis. Wound healing assay was carried out to evaluate the impact of LINC00472 expression on HK-2 cells
migration. Results: TGF-B1 successfully induced fibrosis and EMT of HK-2 cells, and inhibited LINC00472 expression in a dose- and
time-dependent manner (P<0.05). LINC00472 knockdown further enhanced TGF-B1-induced upregulation of Fibronectin and Vimentin,
and downregulation of E-cadherin (P<0.05), whereas LINC00472 overexpression significantly reversed the induction of fibrosis-related
genes by TGF-B1 (P<0.05). Furthermore, LINC00472 inhibition further promoted TGF-B1-induced cell migration (P<0.05), while
LINCO00472 upregulation hindered cell migration (P<0.05). Conclusions: LINC00472 is low-expressed in TGF-B1-induced in vitro model
of renal fibrosis, and its downregulation aggravates fibrosis and EMT of renal tubular cells.
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10 pL, %5541 0:37 C 15 min,85 C 5s, ffi§ SYBR
Premix Ex Taq Il &5 & ¥£47 qRT-PCR, JZ WK R Ky:5 uL 1Y
SYBR Premix Ex Taq II,0.4 pL f% Forward Primer,0.4 pL
Reverse Primer, 0.2 pL f) ROX Reference Dye II, 1 uL f}) cDNA
WW,3 pL 1y dH0, i 4F0:95 °C 305;95 C 555,60 C
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Table 1 Primer sequences used in qRT-PCR

Gene Primer sequences (5'-3")
LINC00472 Sense GGCTCAGGTGCTGTCTCTTC
Antisense ACAGCTGCCATCCTTAAGCC
FNI Sense AGGAAGCCGAGGTTTTAACTG
Antisense AGGACGCTCATAAGTGTCACC
E-cadherin Sense CGAGAGCTACACGTTCACGG
Antisense GGGTGTCGAGGGAAAAATAGG
Vimentin Sense AGTCCACTGAGTACCGGAGAC
Antisense CATTTCACGCATCTGGCGTTC
GAPDH Sense ACAACTTTGGTATCGTGGAAGG
Antisense GCCATCACGCCACAGTTTC
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Fig.1 TGF-B 1 affected mRNA expressions of fibrosis-related genes and LINC00472.
Note: Data were shown as x SD. *P<0.05, **P<0.01, ***P<0.001, compared with PBS group.
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Fig.2 LINC00472 inhibition affected expressions of fibrosis-related genes. (A-D) mRNA expressions of LINC00472 and fibrosis-related genes in siNC,
siLINC00472, siNC+TGF-B1 and siLINC00472+TGF-B1 groups. (E) Protein expressions of fibrosis-related genes in each group.

Note: Data were shown as xx SD. *P<0.05, ***P<0.001, ****pP<0.0001, compared with siNC group; “P<0.05, *P<0.001, #*#P<0.0001,

compared with siNC+TGF-B1 group.
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Fig.3 LINC00472 overexpression affected expressions of fibrosis-related genes. (A-D) mRNA expressions of LINC00472 and fibrosis-related genes in
0eNC, 0eLINC00472, 0eNC+TGF-B1 and 0eLINC00472+TGF-B1 groups. (E) Protein expressions of fibrosis-related genes in each group.
Note: Data were shown as x+SD. ***P<0.001, ****P<0.0001, compared with 0eNC group; *P<0.05, ##P<0.0001, compared with 0eNC+TGF-B1 group.
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Fig.4 LINC00472 affected the migration capacity of HK-2 cells. (A) The migration capacity of HK-2 cells was determined by wound healing test.

(B) Quantitative analysis of wound healing test.

Note: Data were shown as x+SD. *P<0.05, compared with siNC+TGF-B1 group; *P<0.05, compared with 0eNC+TGF-81 group.
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