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Fig.1 Sequence of EST AI838293 and the primerG8 Sequence with shadow represent primer G8
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Fig.2 Result of amplification of target cDNA
1: RACE product; M: DNA molecular mass marker.
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Fig. 3 Structure of pUCm-GS8 and result of endonuclease
analysis of recombinant

I+ Sample; M: DNA molecular mass marker.
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AAGAAGTTCATTGATCCTATTTAT CAGATTTGGGAAGATGGGAGTGCTGAAGAGCTTCAGGAGTTTAAGAAATCTACTAAAA
AAGAAGTTCATTGATCCTATTTATCAGATTTGGGAAGATGGGAGTGCTGAAGAGCTTCAGGAGTTTAAGAAATCTACTAAAA
AGGAGGTAGTGGAGGATGAAGATGATGACTTTTTGAAAGGCGAGGTGCCCCAGAGTGACACAGTGACTGGCCTTACTCCGA
AGGAGGTAGTGGAGGATGAAGATGATGACTTTTTGAAAGGCGAGGTGCCCCAGAGTGACACAGTGACTGGCCTTACTCCGA
GCTCCTTTGATACCCACTTCCA AAGTCCTTCCAGTAGTGTGGGCTCCCCTCO] [TGCTGTATACACCAGGCCAGTCTCCACTC
GCTCCTTTGATACCCACTTCCAAAGTCCTTCCAGTAGTGTGGGCTCCCCT CCGCTGTATATACCAGGCCAGTCTCCACT C
CTCACAAGGATCTATGATTGAGCTGCGCAATTCTTCCCAGGGCCCTGTGACCCTETGTTCCA CCCCGACCCCACACTGGACT
CTCACAAGGATCTATGATTGAGCTGCGCAATTCTTCCCAGGGCCCTGTGACCCTGTGTTCCACCCCGACCCCACACTGGACT
AGTCTATGCCTCATGTGTCCAGCTTCCATGTTGGACTTCGACCAGCATCTGAAGGGAACCAGGTTGTGTGTGCTTGCAGTTT
AGTCTATGCCTCATGTGTCCAGCTTCCATGTTGGACTTCGACCAGCATCTGAAGGGAACCAGGTTGTGTGTGCTTGCAGTTT
GCTCCCTGTTGACATAGGGAAAAACTGAGTGTCATAGGCAGTATTTCA CAGTGGACATTTCA CAGTATTTCACAGTCTTGCCT
GCTCCCTGTTGACATAGGGAAAAACTGAGTGTCATAGGCAGTATTTCACAGTGGACATTTCACAGTATTTCACAGTCTTGCCT
GTGGCCTGCTGGCTGCATGCTGTATCAGCCACAACCTGGCAAGTGGCCTTCTGACAGGTTTCTTTTTATTAGAACCACAGTTT
GTGGCCTGCTGGCTGCATGCTGTATCAGCCACAACCTGGCAAGTGGCCTTCTGACAGGTTTCTTTTTATTAGAACCACAGTTT
TGACTTTGTTTTGGTAAGCTGTCCTCCAGGATCAGCACTGCCTGTGAATACTTTGAACTGTCTCCTGCTTACAGGGGTGTAAT
TGACTTTGTTTTGGTAAGCTGTCCTCCAGGATCAGCACTGCCTGTGAATACTTTGAACTGTCTCCTGCTTACAGGGGTGTAAT

GGTTTCCTTTGACTAGAAGTCTATTTGTGTTGTGGGGTGCGTGGGGAGAGCCAAGCAGGCAAAGCTGAACATTTGGGCTTC
GGTTTCCTTTGACTAGAAGTCTATTTGTGTTGTGGGGTGCGTGGGGAGAGCCAAGCAGGCAAAGCTGAACATTTGGGCTTC

ACTGAGGGACACCAAGGGCTGCAGAGGAGTCAGGCGGGAAGAGAGGAGTCGGAGAAGCACACAAGGTCCTTGTGCAGGA
ACTGAGGGACACCAAGGGCTGCAGAGGAGTCAGGCGGGAAGAGAGGAGTCGGAGAAGCACACAAGGTCCTTGTGCAGGA
GTCCCCAGAGACCTAGCTGCAGCTCAGGCCGACTGAAGCAGGCCTGGGGGTCTGTCGAGCATTCCACAGCCTGCACAACA
GTCCCCAGAGACCTAGCTGCAGCTCAGGCCGACTGAAGCAGGCCTGGGGGTCTGTCGAGCATTCCACAGCCTGCACAACA
COGACTCAGCCAGGAGAGCTATTTTGI TTTTTITTTT T JEGTTTCTTGA GACA GGG TTTCTCTGTTTAGCTCTGGCTGTAG
CGGACTCAGCCAGGAGAGCT GTTTTTETTTTTTTTTTTTT@GGTTTCTT GAGACAGGGTTTCTCTGTTTAGCTCTGGCTGTAG
ACCAGCTGGCCTCAAACTCAGAAATCCGCCTGTCTCTGCCTCCCGAGCACTGGGATTAAAGGTGTGCACCACCACTGTCTG
ACCAGCTGGCCTCAAACTCAGAAATCCGCCTGTCTCTGCCTCCCGAGCACTGGGATTAAAGGTGTGCACCACCACTGTCTG
GCT CAGGAAAGC’IE’[TTTTACACTGAACAGCCAGCCTTGCT CTGTAGCAGGTGTGCTCGAGGACTGTGGACGTTGACTTCC
GCT CAGGAAAGCT@TTTTTACACTGAACAGCCAGCCTT GCTCTGTAGCAGGTGTGCTCGAGGACTGTGGACGTTGACTTCC
CTTGGATCCTTACATGTAAACTTGCGTGTTTGTGAAAATGGCCCTTTAAGTATATTTAATTTITTGCCACATATTTATTTAAAGG
CTTGGATCCTTACATGTAAACTTGCGTGTTTGTGAAAATGGCCCTTTAAGTATATTTAATTTTTTGCCACATATTTATTTAAAGG
CGAGCAATATTTTCTTGGTCACAATATTTTTTAGTGGAATTCCTCTCAAGGTTTTTATACTCCTGTGTAATAAGACTGATGCAG
COGAGCAATATTTTCTTGGTCACAATATTTTTTAGTGGAATTCCTCTCAAGGTTTTTATACTCCTGTGTAATAAGACTGATGCAG
AGCCCTGAATTTCATTCTGTCTATGAATACCTTTTTGAACAAAGAAAATTTTATTGATTTAAAAAGCTTTTATATGAGACAGAC
AGCCCTGAATTTCATTCTGTCTATGAATACCTTTTTGAA CAAAGAAAATTTTATTGATTTAAAAAGCTTTTATATGAGACAGAC

AAGTCCCTGAGTTCCAGGCCAGCCTTGGTGGCAAGTCACTAGGAAACTTCAAGGTCTGTCTCATCTTTATTTTACTGTGTGC
AAGTCCCTGAGTTCCAGGCCAGCCTTGGTGGCAAGTCACTAGGAAACTTCAAGGTCTGTCTCAT CTTTATTTTACTGTGTGC
CCCIGGCTGTCCTGGAAATCACTATATTGCTCAGGCTGGCTTCGGACTCA GAGATCTATCTGCTTGCCTCCAACATTTGAGAG
CCCTGGCTGTCCTGGAAATCACTATATTGCTCAGGCTGGCTTCGGACTCAGAGATCTATCTGCTTGCCTCCAACATTTGAGAG
CAGAGAGTTTGCACCACCACTTCCCGGTTCAAGGTTCTTTTAACTGCTAACTGAAAATGGAATGAAATTGCATCCATAGATAC
CAGAGAGTTTGCACCACCACTTCCCGGTTCAAGGTTCTTTTAACTGCTAACTGAAAATGGAATGAAATTGCATCCATAGATAC

TGATGGGATGCCAGGCTTGGAAAGTAGCTAGAATGTAGAAGGTATGTTGACAAATAAGCCTCTTAGGTTACAAAGGAGTTTG
TGATGGGATGCCAGGCTTGGAAAGTAGCTAGAATGTAGAAGGTATGTTGACAAATAAGCCTCTTAGGTTACAAAGGAGTTTG
GGGGGAAAAAAATATCCATTGTGAAAATGAAAGTACAGCCTAGCTCACCTG
GGGGGAAAAAAATATCCATTGTGAAAATGAAAGTACAGCCTAGCTCACCTG

Fig. 4 Sequence of cDNA cloned while compared with AT023001
Sequence underlined represents cDNA cloned, while sequence without underline represent ALO23001. Sequence shadowed is identical to that of EST
AlIB38293, Sequence framed represents difference between cloned ¢cDNA and ALO23001.
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Fig. 5 Result of expression analysis of AL023001 by semi-quantitative RT-PCR
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{: Normal control mouse kidney; 2: db/db mouse kidney; 3: Rhein treated db/db mouse kidney: #: Normal control mouse liver; 5: db/db mouse

liver; 6: Normal control mouse muscle: 7: db/db mouse muscle: &: Normal control mouse brain; 2: db/db mouse brain: f: Normal control

mouse fat; 7/: db/db mouse fat; M: DNA molecular mass marker.
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Fig. 6 Structure of pUCm-G82.1 and result of

endonuclease analysis of recombinant clone
I: Neol s 2: BamH 1 3: EcoRV.

gttcgctcagttcaggccgaatggcggmmgctgcttcacacgcgcttgtcgggcgafg‘tga@gcagcggcctcfgccacgcfgag‘tgcgtcgcggacfgggcﬁmcgatatgcmgcgﬁagagag
cgatttcitcaatictoctcogaaaaaaactgtiicgeiitggogpaactgigacagaagictiactgaaatacaaaaagggtpaaacaaalgacitagagtisttgaagaaccagoigtet gatcct gatataaaggaty
accagatcattaactggctactagaamcgttcctctgtcatgtacttcaaaagacmgagcaacttataaacatcatattgagattgccc‘tggttgaatagaagtcagagagtggtggaggag‘tatttggcttt
tettgglaatotigtgictgcacagactgtoticctiagaccatgteicageatgattgegteteatittgtacctcccogagtaatigtcaaggaaggtg goatagatgtticagatictgatgacgaagatgacaatotic
ctgcaatttttgacacatgtcacaccttgcaaataataacaagatatgtcccatcgacaccatggﬁmtaatgccaatactggtggagaaattcccgtttgtgaggaagtccgagagaacattggg
tiatgticataacttattaaggataagittatatitcecaacittgageogigaaaticiggageitgtiatipaaaagetactcaa gttagalgigagistalcgeggoaggatatigaagatgcigaagagaaageagot
cagacitgtggloggacagataccacagaaggactgtitaatatggalpaagatgaggacacigacectgagaagaaageigaccaggagcagectiaaccagatggeteatcocaccgoagagegeciggac
g‘tcctgctgtgcttgctgctgtcctacattgaggatgtctgccgtgtgcacggtaaaattgataacaataaaacaaaggatttatcog‘tgatctgatatccatcmgacaaacttctgttgccca@catgcct
cetgecatgtacagticticatgtitticetetgeageticaagtigogatitgoagaageattttiggaacateteiggaaaaagitgeaggatocaaataaceecgecatcatcaggcaggeigetgeaaattatattgg
gagotitiigoecagagotaaatitattceictiatcactglgaagacatgect ggatotetiggttaaciggeigcacatgiacciiactaaccaggaticgggaacaaaggetititigigacgtigeactcoat ggacea
tttaticagoctgocaagetgtgtiictacactgtigtittiagacacaageagetittgagt ggaaactigaageaaggictacagiateticagagtctaaattitgagegoattgtattgagocagetgaacecactgaa
gatctgcctgccgcaag‘tggttaatttcmgctgctatca@laaataaataccagctggtgttctgctacaccatcatggagaggaacagtcgccagatgctccccgﬁatccgcagcaccgc‘tggtggagactc
cgtecagacctgoaccaaccecactggacaciticticooctttgaceotigtgtoctiaaga geicaaagaa sticaltgaloctatitatcagatitgggaagalgegastoct gaagagcticaggagtitaagaaat
ctaclaaaaaggaggtagtgoagoatsaagatgatgactititgaaaggogageioccecagagtgacacagt gactggecttacicegagetectitgatacccacticcaaagicottccagtagigtggectoe
cctcctgtgctgtataccaggccagtctcoactcctcacaaggatctatgattga getgegeaattcticocagggecetgigaceetgigitccaccecgaccecacactggactagictatgecteatgtot
ccagcttccatgttggamcccagcatctgaagggaaccaggﬁgtgtgcttgcagtttgctccctg

Fig. 7 Result of sequencing of the 2. 1 kb fragment of AL0230{1 cloned

Bold sequences represent primer 815 (at5' end) and 813 (at 3’ end) respectively, sequence framed represents difference between our sequencing result

and data provided by GenBank database (sequence bracketed is from GenBank database), while sequence shadowed marked the start codon and the stop

codon respectively.
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Differential Expression of A1.023001 in db /db Diabetic Nephropathy Mice

ZHENG Jing-Min, LIU Zhi-Hong ™ » ZHANG Xin, CHEN Shan, LI Lei-Shi
( Research Institute of Nephrology, Jingling Hospital, Nanjing 210002, China)

Abstract Kidney gene expression profile of db/db diabetic nephropathy mice was analyzed by using Affymetrix
olizonucleotide genechip. Mice diabetic nephropathy related genes Cand ESTs) were found out. A 1.7 kb cDNA
was amplified and cloned by using RACE method, based on the sequence of EST. Homologous analysis of the
sequence was carried out. And the result shows that it is part of mouse expression sequence ALO23001, which
function is unknown. To further investigate the relationship between AL023001 and diabetic nephropathy, the
function of ALO23001, expression levels of AL0O23001 were analyzed quantitatively using RT-PCR method. Result
of RT-PCR shows that ALO23001 is expressed differentially in liver. muscle, brain and fat, while the expression
pattern of ALO23001 in kidney is just like that revealed by gene chip. These results suggest that ALO23001 is
related to mice diabetic nephropathy, though its function and possible role played in the development of mice

diabetic nephropathy still to be investigated.
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