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CD31 NOXS Overlay

VEcad+NOX5+
transgenic mouse

Supplementary Figure S1: NOX5 transgenic mice expressing human NOXS5 in endothelial cells (VEcad+NOX5+) in the
glomerulus. Co-localisation of CD31 (a marker of endothelial cells; green staining) and NOXS5 (red staining) in frozen

kidney sections of control VEcad+NOX5+ transgenic mouse. Scale bar, 20 pm in all photomicrographs.

Immunofluorescence: Immunostaining for the co-localisation of NOX5 and CD31 was performed. Double staining for
NOX5 and CD31 in mouse frozen kidney sections (5 pm) was performed by incubation with primary antibody to NOX5
(rabbit polyclonal, catalogue no. ab191010; Abcam, Cambridge, MA, USA) and CD31 (goat polyclonal, catalogue no.
AF3628; R&D Systems, Minneapolis, MN, USA), followed by incubation with secondary antibody Alexa Fluor 568
(donkey anti-rabbit; Invitrogen, Eugene, OR, USA) and Alexa Fluor 488 (donkey anti-goat; Invitrogen). All stained

sections were examined and images were captured using a Nikon

eclipse-Ni (Tokyo, Japan) fluorescence microscope.
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Supplementary Figure S2: Periodic Acid-Schiff staining (A and B) and the scoring of tubulointerstitial injury, TII (C
and D) in all groups of wild type and Nox4 knockout (Nox4") mice with and without NOX5 expression after 10 weeks
of STZ- diabetes. Scale bar, 50 pm in all photomicrographs (n = 7-10/gp). Renal cortical gene expression of Nox4 (E) in
wild type mice with and without NOX5 expression after 10 weeks of STZ- diabetes. Data are shown as mean + SEM.

Asterisks represent p-values for comparisons of the indicated groups: * < 0.05.
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Supplementary Table S1.

Mouse probes and primers for RT-PCR.

Genes Gene Probe Sequence (6- | Forward Primer 5’-3’ Reverse Primer 5’-3’
accession no. | FAM 5’-3')
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Nox2 U43384 CAACTGGACAGGAACCT AGTGCGTGTTGCTCGACAAG CCAAGCTACCATCTTATGGAAAGT

Mcp-1 NM_011333 AATGGGTCCAGACATAC GTCTGTGCTGACCCCAAGAAG TGGTTCCGATCCAGGTTTTTA

Egr-1 NM_007913 SYBER TCGGCTCCTTTCCTCACTCA GCATCATCTCCTCCAGTTTGG

Vimentin NM_011701 CCGCACCAACGAGA CGCCATCAACACTGAGTTCAA TGGCAAAGCGGTCATTCA

Pkc-a X52685 CGATCCCAGTCCCAG AGACAAAGACCGGCGACTGT TTAGCTCTGAGACACCAAAGGAAA

Nox4 NM_015760 CATTTTGCTATTTCATCAAA AAAAATATCACACACTGAATTCGAGACT TGGGTCCACAGCAGAAAACTC

Ki-67 NM_001081117 SYBER CAAAAGGCGAAGTGGAGCTT TGTTTCGCAACTTTCGTTTGTG

Enos BC052636 CCAGAGCTACGCACAGC AACCATTCTGTATGGCTCTGAGACT CTCTAGGGACACCACATCATACTCAT

a-SMA NM_007392 TGCCAGATCTTTTCC GACGCTGAAGTATCCGATAGAACA GGCCACACGAAGCTCGTTAT

ctaf BCO06783 ACTGCCTGGTCCAGAC GCTGCCTACCGACTGGAAGA CTTAGAACAGGCGCTCCACTCT

Vegf M95200 CTGTACCTCCACCATGC GCACTGGACCCTGGCTTTACT ATGGGACTTCTGCTCTCCTTCTG

Fn1 M10905 CCCCGTCAGGCTTA ACATGGCTTTAGGCGGACAA ACATTCGGCAGGTATGGTCTTG

Col4 104694 CAGTGCCCTAACGGT GGCGGTACACAGTCAGACCAT GGAATAGCCGATCCACAGTGA

Tir4 NM_021297 AAACACCTACCTGGAATGG GCAGCAGGTGGAATTGTATCG TGTGCCTCCCCAGAGGATT

Nrf2 NM_001399226 CACAGTGCTCCTATGC AGCCTCTGTCACCAGCTCAAG TGTTGTATTTTCACATTGGGATTCA
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