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[ Abstract] Obijective To probe the feasibility of overexpression of Gnaq in SH-SY5Y cell line by means of
lentivector transfection technique so as to accumulate the necessary basis for further studies of the roles and molecular
mechanisms of Gnaq in brain aging and related diseases. Methods The CDS of Gnaq in NCBI website were
searched and corresponding cloning primers were designed. The target gene which was obtained by PCR amplifying
the ¢cDNA of HepG2 cell was cloned into lentivector PLIG. Recombinant plasmid PLIG-Gnaq was transfected into
competent cells and positive clones were selected. After being verified by means of sequence, lentivirus were
generated to transfect SH-SYSY cell. GFP was measured at 24 hours after transfection and the 5th subculture.
Transcription level of Gnaq was detected at the 3rd and 5th subculture respectively. Results  The efficient rate of
transfetion of Gnaq gene into SH-SYSY cell was about 100%. GFP expressed that almost all of the cells continuously
went on to the 5th subculture. The transcription level of Gnaq was significantly enhanced both in the 3rd and 5th
subcultures of PLIG-Gnaq-SH-SY5Y cells. Conclusion It is feasible to reach the persistent and stable

overexpression of Gnaq in SH-SYS5Y cell line by means of lentivector transfection technique. The
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PLIG-Gnaq—-SH-SYS5Y cells can be used as model cells for further studies of the roles and underlying mechanisms of

Gnaq in neurons.
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Tab. 1 The primer sequences of Gnaq and GAPDH used in RT-PCR

Gene sequences Amplified size/bp
Gnaq Forward 5'- AGAAGTTGATGTGGAGAAGG -3' 212
Reverse 5'- GGACTCGAACTCTAAGCACA -3'
GAPDH Forward 5'-TGCCTCCTGCACCACCAACT-3' 232
Reverse 5'-CCCGTTCAGCTCAGGGATGA-3'
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Fig. 1 Transfection efficiency of PLIG-Gnaq or PLIG into SH-SY5Y cell line ( x 400)
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Fig. 2 Transcription level of Gnaq in Naive, PLIG,
PLIG-Gnaq transfected SH-SY5Y cell line
(n=3)
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