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1.2.2 RT-PCR

FHAEELH S 50 mM BRI 40 i SMMC-7721, $%5% 96 h 5 A2 4 i, $2 HUE RNALRT-PCR
PAFHEME L I cDNA (% Invitrogen 23w S siadn) & ] B A48 .
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ML B9 0F :5'-GTAGAATTCATGGCAAGCCGTCTCCTGC-335"-GTAGAGCTCAAACTCTTC
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pET22b(4+)-AR. %4k E. coli BL21(DE3) 15 ¥,
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1.2.5 HPEElid (Western blotting)
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1 min P§4f 1 pmol NADPH ¥ 84k i Xk 1AM S Bais (U,

SR R SRR 800 pLL, o & 45 50 mmol /L B2 +h 2% vl (pH6. 2) LM
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DL-HE . 7ERNARRTINA 24 pg (1 AR-(His)s o i 5% SV I [H] , 1153340 nm 15000 bp
S BEARAE, A TINE 3 U, USSR G T AR-(His)s 1Y LETR 7.

2500 bp
2 & R 1 000 bp
2.1 RT-PCR k45 B AR Il 5 [ 250 bp
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T Fik# ik pET22b(+)-AR #:4k E. coli BL21(DE3)J5, /il 1 mmol/L IPTG 30°Cif5 3%k E 415
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2.3 Western blotting

EAEATOEL AR Ni-NTA BUigt R maifes . 2051 6 X His-Tag 1) 5 5o EPTIA (B 4) FIEE
WA J il 2 s R BT (&1 5) X 2lifk iy AR-(His)s #47 Western-blotting $9iE . 255 /R AR-(His) fill &R
FIAT LS 6 X His-Tag 150 @ BE BT AR L BEWE 8 Ji il B0 5 B 0 04 % 26 B B8 B3 S 1, HL 257 B — . Western-
blotting 5 &M , AR RBMALE 1 AR-(His)s
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PEIEEETEXT AR-(His)s B E R, 3 Y & 5 b 1 09~ F- 396 R 0. 45 U/mg.
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Cloning and Expression cDNA of Aldose Reductase
XING Jun-qiang , JIANG Hong-liang , ZHANG Hong , DING Ming , ZHAO Fu-kun
(School of Life Sciences, Zhejiang Sci-Tech University, Hangzhou 310018, China)

Abstract: Aldose reductase(AR), the rate-limiting enzyme of the polyol pathway of sugar metabo-
lism, has been implicated in the pathogenesis of diabetic complications, in particular D-glucose reduction to
sorbitol. Aldose reductase cDNA is amplified by reverse transcription-PCR (RT-PCR) from the isolated
SMMC7721 total RNA. The PCR product is cloned and inserted into E. coli expression vector pET22b(+)
to create a recombinant plasmid with 6 X His Tag, which is named pET22b(+)-AR. The AR-(His);s fu-
sion protein is expressed in E. coli BL21(DE3) by IPTG. And AR-(His); is purified by Ni-NTA affinity
chromotagraphy. Finally the purified AR-(His)g activity enzyme is measured by AR assay with ultraviolet
spectrophotometry. The results of this study may represent a basis for development of potential drug in
preventing diabetic complications.

Key words: diabetic complications; aldose reductase; expression and purification
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