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The expression of open reading frame of unknown KH

gene from K562 celis in E. coli.
HE Yujuan ,et al
(Department of Clinical Biochemistry, College of Basic Medicine , Chongqing Medical University)

[ Abstract] Objective: To construct the prokaryotic expression system of open reading frame of KH gene (KH - ORF), an unknown
gene in K562 cells. Methods : The 225bp KH — ORF ¢DNA was cleaved from plasmid pGEM — T — easy — KH — ORF with EcoRI and
Sall and subcloned into the pCI — neo Mammalian Expression Vector cutted with the same restriction endonucleases. The recombinant
expression plasmid was transfected into BL21 (DE3) plysS by hot — shock assay. Induced by IPTG, the recombinant protein product
was tested by SDS— PAGE. Results :24kD KH — ORF product was obtained as inclusion bodies in BL21 (DE3) plysS after the ex-
pression vector had been induced by IPTG for 30 minutes. Conclusion : The construction of prokaryotic expression system of KH —
OREF is successful. )
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BRALE QIR S EEREIR I A Oxide 55 o BR IR 14 ) B
EcoR 1 45 Sal T 4 TaKaRa ks T4 DNA #4585 % Promega
1™ DNA marker(GeneRuler ™ Tkb DNA Ladder) % MBI 7
it ; Prestained SDS — PAGE standards % TakaR: 700 IPTG
A1 Promega 7= & BB ot M1 a8 [H 77 40 B4k 4 H)
1.2 KH-ORF 314

B Primer Premium 5.0 H7i%i . TakaRa &0 47
¥ KH-ORF ¥ 5 T 40 S0 2 -4 g
I, 3 BI5IAT EcoR T 5 Sal | i BRI 1Y L7 0
CFRIZRFR7) I KH - ORE BY PCR 74 K74 2250y

FUEGI 5~ AggAATTCA T gg\ggATC - 3

THE54:5" - gAAgg TCgACTCAT CgUTT = 3
1.3 REasdk

£ & 225bpKH - ORF 1Y pGEM — T — casy — KH — ORF
VERE R (3243bp) B . FIKIERL pCl - neo Mammalian
Expression Vector (5472bp) B F1 Promega 2515 SR & N
BL2IDE) plysS 8 B Promega 23 1]
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B ()3 B pCE— neo — KH = ORF 5 pGEM — T — easy —
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6.0, 2h, 2 BUMCE | ~ Sml B, B3 F 40 120000/m 8L
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