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Establishment of a pluripotent stem cells line induced by renal tubular cells in patients with Alport
syndrome
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Abstract Objective: To generate induced pluripotent stem cells  (iPSCs) from renal tubular cells of patient with Alport syndrome (AS),
and to explore the technology and methods of establishment of iPSCs line. Methods: [PSCs were generated from renal tubular cells via
ectopic of four transcription factors (0CT4,Sox2 ,KLFA,c—myc). The iPSCs were picked up from colonies to further enlarge cultivation after
the successful establishment of iPSCs. Typical colonies were identified by immunofluorescence, colony morphology, RT-PCR analysis,
differentiation of three germs layer and karyotype analysis. Results: IPSCs were successfully generated from renal tubular cells. The
iPSCs showed characteristics similar to those of human embryonic stem cell (HESc), such as the molecule markers of HESc,
differentiation into cells types of the three germ layer, the stability of karyotype and the ability of self —renewal, proliferation and

differentiation. Conclusion: iPSCs could be generated from renal tubular cells of patient of AS, which could be used as the cellular model

for further research of AS.
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Tab1 RT-PCR primer used in the validation assays

KiLTY J¥5 KJE
OCT4-F1 TGTTCCTGCAGTGCCCGAAA 109
OCT4-R1 TTCTGGCGCCGGTTACAGAA

Sox2-F1 GAACCATCTCTGTGGTCTTG 316
Sox2-R1 GATTCTCGGCAGACTGATTC

KLF4-F1 CCGCTCCATTACCAAGAGCT 250
KLFA-R1 TGGTCAGTTCATCTGAGCGG

c—myc—F1 ACACATCAGCACAACTACGC 159
c—myc—R1 CCTCTTGACATTCTCCTCGGT

Nanog—F1 TTCTGCTGAGATGCCTCACA 322
Nanog-R1 CATTCTCTGGTTCTGGAACC

Lin28-F1 TGGCGGTGTGTTTATTTGATGG 96
Lin28-R1 GGGAAGGGAAGAGTCAGCTT

SALL4-F1 GACTCACACTGGAGAGAAGC 170
SALLA-R1 TTCCGTCCGTACCTAACAGA

REX1-F1 CACAGTCCATCCTTACAGAGTT 160
REX1-R1 CGTTCAGTGCCTTCTCTATG

GAPDH-F1 GGGAAACTGTGGCGTGAT 299
GAPDH-R1 GAGTGGGTGTCGCTGTTGA
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Tab 2 RT -PCR primer used in the validation assays of three

embryonic germ layers

KiLFH J331 KEZ
AFP-F1 AGCGGCTGACATTATTATCG 150
AFP-R1 GCAGGAGGGACATATGTTTC

Amylase—F1 GGACCCAGTTTCCTTTCTTAGC 169
Amylase —R1 CCAATGGTGAAAAGCAACCA

NFH-FI AGTCAAAGAGCCCCCAAA 148
NFH-R1 TTCGACAGCAGGTTCCTT

Enolase—F1 CCCTTTGACCAGGATGACT 130
Enolase-R1 TGCAGGACTTCTCGTTCAC

Sox1-F1 GGACTCTCTCTGAGGTTCTTTG 130
Sox1-R1 GGCCCACATCCTAATCTTGA

C actin—F1 TGTGCTAGACAGGAACTCAGAT 152
C actin—R1 GATGAGTCCAGAGTACTCCAAA

GAPDH-F1 GGGAAACTGTGGCGTGAT 299
GAPDH-R1 GAGTGGGTGTCGCTGTTGA
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Fig 2 Immunohistochemical analysis on special protein of iPSCs
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Fig 4 RT-PCR detected the specific gene expression of endoderm,
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