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TIIEM JrvE IR AR 3 X E A AR /NER p38MAPK mRNA [ oligoDNA BBt 3B K i3k DNA 545 Hpa 1 i
YIJE EAREH: PCR e e MPAEE  EA PR 5180 B e AR LA L 203 T A e/ B 18w M4l
ARSI 537 2 p38 MAPK-shRNA 18 955 7 2 7R 5 Je f Hh B 3% MC3T3-E1 408 78 & PCR Ky il MC3T3-E1 40 jifg
p38MAPK mRNA ik #47 p38MAPK T4 A0 S0 0546 22. 2 mol/L 7 45 48 )38 3% 32 MC3T3-E1 40l 7 d Western
blot il MC3T3-E1 ZHf p38MAPK [ 3RiA Fa4IMARAKN MC3T3-E1 i  Z5%  BEY)mm 5 HEse 4 Hal
FORAZ R 79 AR A Ok 0331 6 44 p38MAPK-shRNAT p38MAPK-shRNA2 p38MAPK-shRNA3 i > 41 ffd { il
ENRERHEE AR 2.4 x 10° 2.8 x10° 2.5 x 10° TU/ml  p38MAPK-shRNA #% 4t MC3T3-E1 4 fuii ik F) 74% L) |- RT-
PCR #2578 4% p38MAPK-shRNA #: 44 MC3T3-E1 41/id p38MAPK mRNA ik IE H Xt A 437 TR T 78.8%
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Construction of recombinant lentiviral vector of siRNA for p38MAPK gene and its
expression in MC3T3-E1 cells
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Abstract Objective  To construct the lentiviral vector of mouse p38MAPK gene RNAi and study its
effect on p38MAPK expression and apoptosis of MC3T3-El cells. Methods Three complementary oligoDNA
fragments of mouse p38MAPK gene were designed and synthesized. After phosphorylation and annealing double-
strand DNA was subcloned into Hpa | sites of the siRNA expression vector PLL3.7. The inserted sequence was
identified after screening and restriction enzyme digestion. 293T cells were co-transfected with lentiviral vector
and recombinant plasmids. Viral titer was determined by flow cytometry FCM . Recombinant lentivirus vector
system was used to transfect the MC3T3-E1 cells. mRNA expression levels of p38MAPK were analyzed by real
time PCR. MC3T3-El cells were collected in 7 d after culture in high glucose. Cell apoptosis was detected by
FCM. Protein level in p-p38 MAPK was measured by Western blotting. Results The lentiviral vector contai-
ning shRNAs targeting p38MAPK gene was successfully constructed and transfected into MC3T3-E1 cells.
Recombinant plasmids were named p38 MAPK-shRNA1 p38MAPK-shRNA2 and p38MAPK-shRNA3 respec-
tively. Their viral titer was 2. 4 x 10 2.8 x 10° and 2.5 x 10° TU/ml respectively. The expression of
p38MAPK mRNA was 78.8% 84.3% and 60.2% and was significantly lower in MC3T3-E1 cells of different
p38MAPK-shRNA-transfected groups than in control group P <0.01 . Western blot analysis showed that the
p-p38MAPK protein expression level was significantly higher in MC3T3-E1 cells of high glucose group and non-
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p38MAPK-transfected group than in those of control group P <0.01

and was significantly lower in MC3T3-E1

cells of high glucose group and non-p38 MAPK-transfected group than in those of control group after p38MAPK-

shRNA transfection P < 0. 01

higher in high glucose group than in control group P <0.01

. FCM showed that the apoptosis rate of MC3T3-E1 cells was significantly

and significantly lower in high glucose group than

in p38 MAPK-shRNA transfection group P <0.01 . Conclusion The recombinant lentivirus vector of shRNA

targeting p38MAPK gene constructed by our group can effectively inhibit the expression of p38MAPK in

MC3T3-E1 cells thus decreasing their apoptosis induced by high glucose.
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