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[ Abstract]  Objective To screen and validate the conditions for transforming Tribbles Pseudokinase 3 ( TRIB3)
overexpression plasmids and siRNA into RAW264. 7 cells by electroporation, to establish the best electroporation scheme

for RAW264.7 cells. Methods By changing the conditions of pulse voltage, pulse duration and plasmid concentration,
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TRIB3 overexpression plasmid and TRIB3 siRNA were transformed into RAW264. 7 cells. Cell morphology was observed by
phase contrast microscopy. Cell viability was detected by CCK-8, and TRIB3 protein expression was detected by Western
blot. Results (1) When transformed with different pulse voltages, there was no difference in cell morphology and survival
rate between 110 and 120 mV groups and the control group. The cell survival rate in the 130 and 140 mV groups were
significantly lower than in the control group (P< 0.01). TRIB3 protein expressions in the 120, 130 and 140 mV groups
were significantly increased than that in the control group (P< 0.05). (2) When transformed with different pulse
durations, there was no difference in cell morphology and survival rate between the 10 and 20 ms groups and the control
group. The cell survival rate in the 30 ms group was significantly lower than that in the control group (P< 0.01). The
expressions of TRIB3 in the 20 and 30 ms groups were significantly increased than that in the control group (P< 0.01).
(3) When transformed with different plasmid concentrations, the cell morphology and survival rate of the 2 and 4 g groups
were not different from the control group. The cell survival rate of the 6 g group was lower than that in the control group
(P< 0.05), and the expression of TRIB3 in the 4 pg group was significantly increased than that in the control group ( P<
0.01). (4) When transformed with TRIB3 siRNA at different concentrations, the expression of TRIB3 in the 10 nmol/L
In RAW264.7 cells, the TRIB3

overexpression plasmid (4 pg/sample) and TRIB3 siRNA (10 nmol/L) were transfected by electroporation under the

group was only 0. 19 times that in the control group (P < 0.01). Conclusions

conditions of 120 mV and 20 ms, which ensured a high cell survival rate and significantly changed the protein expression
level of the target gene.

[ Keywords] RAW264.7 cells; electroporation; TRIB3 overexpression plasmid; TRIB3 siRNA
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Note. The red arrows points RAW264. 7 cells growing close to the wall, and the yellow arrows marks RAW264. 7 cells which shrink and become

round and suspend.

Figure 1 Changes of morphology in RAW264. 7 treated with gradient pulsed voltages( Bar=50 pwm,x400)
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Figure 2 Effect of pulse voltages on RAW264. 7 cell

survival rate
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Figure 3 Changes of TRIB3 protein expression in RAW264. 7 treated with gradient pulsed voltages
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Note. The red arrows points RAW264. 7 cells growing close to the wall, and the yellow arrows marks RAW264. 7 cells which shrink and become

round and suspend.

Figure 4 Changes of morphology in RAW264. 7 treated with gradient pulsed time(Bar=50 pwm,x400)
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Figure 5 Effect of pulse time on RAW264. 7 cell survival rate
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Figure 6 Changes of TRIB3 protein expression in RAW264. 7 treated with gradient pulsed time
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Figure 7 Changes of morphology in RAW264. 7 treated with gradient plasmid concentration( Bar=50 wm,x400)
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Figure 8 Effect of plasmid concentration on RAW264. 7 cell

survival rate
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Figure 9 Changes of TRIB3 protein expression in RAW264. 7 treated with gradient plasmid concentration
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Figure 10 Changes of TRIB3 protein expression in RAW264. 7 treated with TRIB3 siRNA
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