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ABSTRACT Objective: To construct a eukaryotic expression vector encoding FXR1 and detect its effect on the concentration of
GM1. Methods: FXR1 was amplified by PCR using pYESTrp3-FXRI1 as template and then inserted into eukaryotic expression vector
pcDNA3.1 (-) using restriction site of EcoR I and Xho 1. The positive clones were further identified by enzyme cleaving and sequencing.
The pcDNA3.1(-)-FXR1 was transfected into SH-SYS5Y cells and the expression level of FXR1 was detected by Western blotting and the
concentration of GM1 was detected by ELISA Kit. Results: The PCR product was a 1.9 Kb fragment consistent with FXR1 gene size, the
positive clones were double enzyme cleaved to 5.4 Kb and 1.9 Kb fragment and the results of sequencing were the same as GeneBanks.
The expression level of FXR1 was up-regulated and the concentration of GM1 was increased (P<0.05) considerably in SH-SYSY cells
transfected with pcDNA3.1 (-)-FXRI1. Conclusions: Eukaryotic expression vector encoding FXR1 was successfully constructed, and
over-expression of FXR1 could regulate the GM1 concentration, which laid the foundation for the further studying the regulatory func-
tions of FMR1 gene in neural tissue development and the mechanism in fragile X syndrome.
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JH A P % R
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1 FXRI f5h PCR 43R5 R
M: 1kb ladder Marker; Lane 1 and 2 :FXR1
Fig .1 The PCR amplification products of FXR1
M: 1kb ladder; Lane 1 and 2:FXR1
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Fig .2 The results of pcDNA3.1(-)-FXR1 digested with endonuclease
M: 1kb ladder Marker; Lane 1:pcDNA3.1(-)-FXR1
Lane 2: pcDNA3.1(-)-FXR1 digestion by Xho I and EcoR |
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Fig .3 Sequence result of pcDNA3.1(-)-FXR1( part)
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2.4 BHFIKER pcDNA3.1(-)-FXR1 $:: SH-SYSY 4fE 48h
J& FXRIP BRIATAL,

Western blot fa il 25 J g 7R ¢ i Feah 4l P 1 FXRI1P )RR
TR P HELEL AN o R 0 8 75 (P 4.

FXRIP

GAPDH

A B C
4 SH-SYSY #liffarh FXR1 fgesdsk F4&i
A: SH-SY5Y ; B: pcDNA3.1(-)- 3+ SH-SY5Y;
C: pcDNA3.1(-)-FXR1 #itf SH-SY5Y
Fig .4 The expression of FXR1 in SH-SYSY cells
A: SH-SY5Y;B: SH-SYS5Y transfected with pcDNA3.1(-);
C: SH-SYSY transfected with pcDNA3.1(-)-FXR1

2.5 FXRI1 itk 3t SH-SYSY 4R H GM1 iR ERISSM

I FH BB A3SAG I 450 nm A HT IE #2258 BURL2H AN
FXR1 i3 #3k20 1 OD ff, 458 (B 5) iR :FXRI T FAA
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Fig .5 Effect of overexpression of FXRI to the concentration of GM1 in
SH-SY5Y
* contrast to Normal cell group P<0.05,n=3
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