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Gene expression of bone mesenehymal stem cells transduced by the lentiviral vector of SOX9 gene knockdown
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ABSTRACT Objective;To construct one lentiviral vector containing mouse SRY —related silencing group - box gene 9
(SOX9) and to transfect murine bone mesenehymal stem cells (mBMSCs) in vitro and observe the expression of target gene.
Methods:RNA inteference target sequence was designed in connectin with mice SOX9 gene sequence. The double strands
DNAoligo containing interference sequence were synthesized and cloned into lentivirus vector. The siRNA lentiviral vector with
SOX9 gene silencing was constructed and identified , which was transfected into rat bone mesenehymal stem cells. The expres-
sion of target gene was detected by immunofluorescence , RT-PCR and Western blot. Results : Lenti-SOX9-siRNA-EGFP was
recombined successfully and transduced efficiently into mBMSCs. The expression of SOX9 gene silencing was confirmed by
RT-PCR and Western blot. Conclusion:; Mouse SOX9 gene silencing by RNA interference and Lentiviral vector can transfect-
ed successfully into mBMSCs. Meanwhile, SOX9 gene may be silenced in SOX9 transduced mBMSCs. This will provide target

cells for the following study about SOX9 gene respairing cartilage injury.
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vshRNA F B A9 BHYE 52 PCR F Bt K /R 343 bp
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1 2 3
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Fig.1 The enzyme cutting identification of recombinant lentiviral vector.
1:Ordinary vector plasmid;2:The enzyme-digested products of recombi-
nant lentiviral vector;3:Marker 10 kb,8 kb,6 kb,5 kb,4 kb,3.5 kb,3
kb,2.5kb,2 kb, 1.5kb,1 kb, 750 bp,500 bp,250 bp
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Fig.2 Flurescence microscopic appearance at 72 hours after transfection
2.4.2 RT-PCR %% /N B ) 7 JoT A4 i gt o
18957 Lenti-SOX9-siRNA-EGFP #6145 72 h, 42
B4R 4 RNA 34T RT-PCR 43T, 45 5 @R S0 2H
550} R4 (R 455 R H BRAE 400 bp A2 45, 17 S50 41 1)
SR AR X BRZH B S KRS, AR A TS S (F 3) .
M 1 2

3 JEHEYL 72 h J§ RT-PCR K&l , M; Marker 5 kb,3 kb,2 kb, 1.5
kb, 1 kb, 750 bp, 500 bp,250 bp, 100 bp; 1 SZ84H ;2 . % fAZH

Fig.3 Electrophoresis result of RT—PCR at 72 hours after transfection.
M:Marker 5 kb,3 kb,2 kb, 1.5 kb,1 Kb,750 bp,500 bp,250 bp, 100

bp; 1:experimental group;2:control group
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Figd4 Electrophoresis result of Western Blotting at two weeks after
transfection. M ;Marker 250 kd, 130 kd,95 kd,72 kd,55 kd,36 kd;1:

experimental group;2:control group. Reference ;: GAOPH
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