5 20 Fa ks 22 it # = F OE K % 2 Vol. 29, No. 22
2148 2007 4E 11 H ACTA  ACADEMIAE  MEDICINAE  MILITARIS TERTIAE Nov. 2007

H LY -
_ -lf% % SC T YE  1000-5404( 2007 )22-2148-04

p27Kipl B & shRNA ik Fii Hy 44 i 4 E K Ih e 52

WA LKRME L E B ke SR, ko (AR R ) S 2 B B B A B ! IR, 2 i Rk, R
4300225 g R IR RS B L BT 430030)

BOE. HIG W e an i R0 ve s i ) p27 Kipl i/ % e RNA (‘Hht"'l hairpin RNA | shRNA ) ik TRz, I 046 5
b e £ BP9 B A MR R RE H ki, il BT R R A 3 4% p27Kipl-shRNA X B A DNA [ 410, - 44 JE 5%
JF91) HK-shRNA {4 B HEXT R ACHE AT 18 0 80 4 60,9 % 2 11 (EGFP) R 20 1 U6 [ pGenSil-1 KL, #4421 1T RE
pGenSil-1/p27Kipl -1 ,pGenSil-1/p27Kipl -2 . pGenSil-1/p27Kipl -3 . pGenSil-1/HK . §54k DHS o T8 f L B 0WR A7 il B1 82 0y
Y5 o PARR AR 4 A TAUTORL AR B A SRS B AN, % U 48 h 1L Western blot S 4G p27Kipl 2 111K F &
MTT PR 45 52 S L P IR AN R o S U B PP 4 A TR RIS A i D, 3 A3 20 p27Kip) 3
K235 FRET 66.41% (61.519% \71.32% ,shRNA 1]l S 02 lbF M P 1 40 . 8508 Aoyt 1 # Xt p27Kipl
i) RNA T AR A,

FER: RNA H4I; p27Kipl ; ik

WSS . R322.91;R394-33;R394. 2 TkARIRAD . A

Construction and identification of p27Kipl shRNA expression plasmid and its func-

tional investigation
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Abstract; Objective To construct a plasmid expressing a short hairpin RNA ( shRNA) targeting a cyc-
lin-dependent kinase inhibitor ( CKI1), p27Kipl, and evaluate its effect on the proliferation of bovine corneal
endothelial cells (bCEC). Methods Three p27Kipl-shRNA template DNA sequences were designed and syn-
thesized as experimental groups, a plasmid expressing irrelevant shRNA with a random combination was used as
negalive control. The products were inserted into the pGenSil-1 plasmid containing U6 promoter and EGFP. The
recombinant plasmids of pGenSil-1/p27Kipl-1, pGenSil-1/p27Kipl-2, pGenSil-1/p27Kipl-3 and pGenSil-1/
HK were constructed respectively. Then the recombinant plasmids were expanded in DH5q cells and identified
by restriction enzyme and sequence analysis. The 4 plasmids were transfected into bCEC respectively by Lipo-
fectamine 2000™. The level of p27Kipl protein was detected by Western blotting and the proliferation of hCEC
were detected by MTT 48 h after transfection. Results  The 4 recombinant plasmids was confirmed to be con-
structed successfully. The inhibitory rates of p27Kipl protein were 66.41% , 61.51% and 71.32% in the 3
experimental groups respectively, and the proliferation of bCEC was promoted significantly. Conclusion shR-
NA- p27Kipl RNAi system has been constructed successfully. It facilitates the experimental study of the promo-
tion of bCEC by the method of RNAI.
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