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Establishment and identification of siRNA eukaryotic expression vectors

of recombinant targeting gene glucocorticoid receptor
LI Xiuying,et al
(Department of Pharmacology,College of Pharmacy,Chongging Medical University)

[ Abstract] Objective:Establish eukaryotic expression vector of glucocorticoid receptor GR,to explore the relation of GR and
tradition Chinese medicine. Methods:Recombinant were designed and established Supported by the National Natural Science
Foundation of China (3047119)by targeting gene GR and plasmid pBS / U6-Neo based on GR mRNA sequence. Two pairs of
oligonucleotides were synthesized and inserted into plasmid pBS/U6-Neo to generate siRNA eukaryotic expression vectors.
DHSa strains were transformed. plasmids were extracted,and the recombinant sequences were identified by PCR and
sequencing. Results:The result of recombinant sequence was the same as aim sequence. The recombinant vectors were
established successfully. Conclusion:siRNA recombinant can be established successfully by RNAi technique,to use in further
gene stability transfer and cultivate transgenic mouse.
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M GR FIMEIEe4, A X ETF GR WHETFHERE F); BHMEAYING Apa I.Hind I .EcoR 1.T, ZBEHKYK

(,%) ﬁﬁ%#@ﬁﬂ%mz—‘%5i */A}@ RNA E&T.; DNA E}%Eﬁ\ﬂ DNA %‘%Eﬁ \DL2000 marker *ﬂ&
’ I] i3 £ (TAKARA ), JF0RE 0 32 3% 5 & (OMIGA ), PCR 5|
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X04435), 8% siRNA AT HEW K& 2% 308, FIfH pubmed
i siRNA ZERIXIHREE 37 CGR BEM 2 BB T X 3.4
S4B TR 3 4 G FkAY GR $BE oligos F71:
E1:5’-GGTCAGACCTGTTGATAGATA-3";
E2:5’-AGCTTATCTATCAACAGGTCTGACCCTTTTTG-3" ;
E3:5’-AGCTTATCTATCAACAGGTCTGACC-3’;
E4:5’-AATTCAAAAAGGGTCAGACCTGTTGATAGATA-3";
F1:5’-GGACAGCACAATTACCTTTGA-3’
F2:5’—~AGCTTCAAAGGTAATTGTGCTGTCCCTTTTTG-3";
F3:5’~AGCTTCAAAGGTAATTGTGCTGTCC-3’
F4:5’—AATTCAAAAAGGGACAGCACAATTACCTTTGA-3’,

SHEEGHRFEMN S f13° K loop EMIALSIA
Apa 1.EcoR 1 #1 Hind MEYIfIE, & F 5 pBS/ U6-Neo
BikEE,
1.3 ¥4 DNA K BB X fe B 1L
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FE4.F1 MIF3.F2 M F4 & 1 0], IEAETE 48 1 iR KB nbik
H1, 95SCTKE S min, ARZRAHEZR, BB AR
DNA HEBt; #iB KR oligos HFTBERRIL, RN £&4F:10x T,
polynucleotide kinase buffer 1w1.T4 polynucleotide kinase
Tpl, B K oliges 2pnl, WK 6nl, BE ,37CKE
30min, 70 CHIE 10min,
1.4 Bginfef— 4880
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U6-Neo-F1, ¥ B 4 b 43 5| #% AL B2 S 58 DHSa, 845 T
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10 A TIRE B 1T PCR 4347, H 51915514 :E3.F3 I
TW13; %% —4~ PCR % F EF M ERSITY 18 B FR; ]
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DHS5a, &% T& Amp Hithfy LB V4R | ,37°C fER RS
. REHE 1 BITREEEEIATY 1S H AR DNA, XHEEL
Y B M FR. DNA BHTIIE 247
1.5 Byt —f4ed k2R B

W /7 IE % M E 4 BB pBS / U6-Neo-E1 1 pBS /
U6-Neo-F1 2+ %I/ Hind WH EcoR 1K§Y), BEYIF-Yitss
EEIRE, S R (E24E4, F2+F4; I A TE %
B M E 4 B OB fiy & 4 pBS/U6-Neo-E2 # pBS/
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FBI9 T3 BHATRIF 4T

2 & B
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