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[ ABSTRACT] Objective:To construct a vector encoding short hairpin RNA (shRNA) targeting annexin  and to observeitsin
fluence on annexin  expresson. Methods: Annexin -targeted hairpin RNA1 and RNA2 were devised according to the Genr
Bank annexin  sequence. Meanwhile, a nonspecific sequence was taken as negative control. The oligonucleotide strands of
DNA fragments encoding the above shRNAs were synthesized. After annealing of the complementary strands, the DNA frag-
ments were cloned into human p Genesl1 plasmid followed by amplificationin E. coli and sequencing. The 3 p Genesl1 constructs
were then trangected into HEK293 cells and the expression of annexin was examined by real-time fluorescence quantitative
RT-PCR and Western bolt. The non-trandected cell s were taken as blank control. Results: Restrictive enzyme digestion and se-
quencing verified that the 3 recombinants(p Genesil1-annexin shRNA1, pGenesill-annexin shRNA2, and p Genesil1- negative
shRNA) were correct. The annexin  expression was sgnificantly lower in HEK293 cells transfected with p Genesil 1-annexin
shRNA2 compared with those trandected with pGenesll-annexin  shRNA1,p Genesll-negative shRNA , and blank control
(P<0.05) ; and there was no significant difference between the latter 3. Conclusion : We have success ully generated an annexin

-targeted shRNA construct , which can significantly inhibit the expresson of annexin
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DH® p Genesl1 ( ( ) ,HRP
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), L ipof ectamine 1.2.1 shRNA GenBank annexin
2000  Opti-M EM ( Invitro- (gi :50845385) Tuschl
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( TaKaRa ) ,.SYBR Green Calibration
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1 shRNA DNA
Tab 1 DNA sequences encoding shRNA
Sequence Annexin shRNA1 Annexin shRNA2 Negative shRNA
Target 5-GAGTTA CAGCCC TTA TGA C3 5-GGT CCT GAT CAGAAT CAT G3 5-GAC TTCATA AGGCGCATGC3
(833-853 bp) (992-1 012 bp)
RNA 5-GAGUUA CAGCCCUUA UGA C3 5-GGU CCU GAU CAGAAU CAU G3 5-GACUUC AUA AG GCGCAU GC3
3-CUC AAU GUC GGGAAU ACUGS 3-CCA GGA CUA GUCUUA GUA C5 3-CUGAAGUAU UCC GCGUAC G5
DNA 5-GAT CCGAGT TACAGCCCT TAT 5-GAT CCGGTCCTGATCAGA ATC 5-GAT CCGACT TCA TAA GGC GCA

GAC TTCAAGACG GTCATA AGG GCT
GTA ACTCTT TTT TGT CGA CA -3
3-CCT CAA TGT CGG GAA TACTGA
AGT TCT GCCAGT ATT CCC GACATT
GAGAAA AAA CAGCTGIIC GA-5

ATGTTCAAGACGCAT GAT TCT

3-CGCCAGGACTAGT CTT AGT ACA

CAGGACCTT TTT TGT CGA CA-3

AGT TCT GCG TAC TAA GAC TAG TCC
TGGAAA AAA CAGCTGIIC GA-5

GAT TGC TTCAAGACGGCA TGC GCCTT
ATGAAGTCT TTT TTG TCGACA -3

3-CCT GAA GTA TTC CGC GTA CGA
AGT TCT GCC GTA CGC GGA ATA

CTT CAGAAA AAA CAGCTGIIC GA-5

Encoding shRNA :BamH  + Sense+Loop + Antisense + Termination sgnal + Sal + Hind

1.3 shRNA 1.4 pGenesll-annexin HEK293
1.3.1 50u | HEK293 ,
5x10°/ ,
2u1 16Ul , 94 L ipof ectami ne2000 ,
1pl 100 90 % 95 % ,
1.3.2 p Genesl1 p Genedl1-annexin DNA 2 Ug
1pl, p Genesl1 L ipof ectamine2000 5y | 250p | Opti-M EM
1p1,10 x 1u1,T4 DNA 1yl , 5 min
H.O 6p | ,22 DNA L ipof ectami ne2000 ,
1.3.3 5ul 20 min  DNA- ,
DH® , LB 37 5000 | DNA- ,
4 6 h DNA- , 10 %
3ml LB 37 DMEM 48 h,
1.3.4 1.5 RT-PCR HEK293
, DNA 8ul + annexin  mRNA 4
10 x Buffer H 1p1 + Sal 1pl 37 ,p Genesll-annexin  shRNA1 ,p Gene-
2h dll-annexin shRNA2 ,p Genes| 1- negative
1.3.5 shRNA , 3
HEK293 1 % 10°
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Fig3 Annexin  mRNA expression in HEK293 cells
after trandected by pGenesill-annexin - shRNA
1:Blank control ;2:pGenesl1-negative shRNA ;3:p Genesll-annexin
shRNA1; 4:pGenesll-annexin shRNA2. " P < 0. 05 vs blank
control
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Fig4 Annexin protein expression in HEK293 cells
after trandected by pGenesil1-annexin - shRNA
1:Blank control ;2 :p Genesl1-negative shRNA ;3:pGenesll-annexin
shRNA1;4:pGenesll-annexin shRNA2
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