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Establishment of two renal carcinoma A498 cell lines stably expressing CXCR4
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[Abstract] Objective To transfect CXCR4 and enhanced green fluorescent protein (EGFP)-CXCR4 plasmids into renal
carcinoma cell line A498 cells to prepare cell lines stably expressing CXCR4. Methods Two specific plasmids containing
CXCR4 or EGFP-CXCR4 were transfected into renal cell carcinoma cell line A498. Then the cells stably expressing CXCR4
were screened by using G418. Confocal microscopy was used to observe the changes of EGFP-CXCR4 fusion protein in A498
cells before and after stimulation with SDF-1. Western blotting analysis was used to determine CXCR4 expression after
transfection. Proliferation of A498 cells was detected by MTT and the invasion ability of cells was detected by transwell assay.
Results The sequencing result of two plasmids was consistent with CXCR4 DNA sequence, and two cell lines were screened out
by G418 screening after the plasmids were transfected into A498 cells. EGFP-CXCR4 fusion protein was found in the cell
membrane and cytoplasm of EGFP-CXCR4 transfection group under confocal microscopy. EGFP-CXCR4 migrated into cells
after SDF-1 stimulation. Western blotting analysis revealed higher CXCR4 expression in A498 cells stably transfected with
CXCR4 plasmids compared with normal A498 cells. The proliferation of cells in pCNDA-CXCR4 and pEGFP-CXCR4 groups
were significantly higher than that in normal A498 cell group (P<C0.01). Transwell assay showed that the cell invasion ability

of cells with stable CXCR4 expression was significantly increased compared with that in the normal A498 cell group (P<Z0.01).
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Conclusion We have successfully established A498 cell lines stably expressing CXCR4, which have enhanced proliferation levels

and higher invasive ability.
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JfL B L AF AL 0. 2 mL A BB N A 96 FL 3% FE AR TE
CO. 746 (37°C .5 % CO. , W AR ) 5 5% 3 d,
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3¢, HEaE %35 EGFP-CXCR4 JFURL A A498 40 il 22
200 ng/mL SDF-1 #i# 24 h Je X & A5 EEA
Tia] 200 I B A M A% R4 (L 1A L 1B) . Tl SRk =S
EGFP ) A498 4l i 7E SDF-1 #ll# T 2¢ 68 A A& W
B s (E1C.1D)

50 um 50 um

4 B % EGFP-CXCR4 R #I % pEGFP FTHIHI A498 487 SDF-1 F3 T 4 A A 25 L E (1B R
Fluorescence localization in A498 cells transfected with EGFP-CXCR4

and pEGFP plasmids with SDF-1 stimulation
A: SDF-1(—); B: SDF-1(+); A and B showed EGFP-CXCR4 fusion protein transferred to nucleus under confocal microscopy
after stimulated by SDF-1 in A498 cells. C; SDF-1(—); D: SDF-1(+); C and D showed EGFP in A498 cells under confocal

microscopy after stimulated with SDF-1. EGFP: Enhanced green fluorescent protein

2.3 &G R KA EEEN CXCR & G £
KOS kP, Y peDNA-CXCR4 Jfi KL ) A498
ALY CXCR4 25 H 3Rk & T IEH A498 21 il (&
2). Y« pEGFP-CXCR4 Jii KL () A498 4 jy 3= ik
EGFP-CXCR4 filt &8 1.,

2.4 MTT F 4 M A498 @ o ¥ 5 K- 4551

(E 3 W, 5 Y pcDNA-CXCR4 M pEGFP-CXCR4
SR A498 21 it 2H 34 58 K AR T A5 i 4 R
L NS 3 RIF R E R BEA G L (P<<0.01),

2.5 Transwell N ERE£FHER K4 8BR.7%
e pecDNA-CXCR4 FOkL A498 20 41 Jifd f= 28 Ak 1 5 K
Fe e pcDNA-CXCR4 JFTKL A498 AT, [l i & BA



* 626 -

B OFEERFYM 2013456 AL 34 B

HA SDFE-1 #l#5 A498 40012 22 ik, 1E
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DNA3.1- EGFP-
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Fig 2 CXCR4 protein expression in A498 cells stably

transfected with pcDNA-CXCR4 or pEGFP-CXCR4 plasmid

EGFP: Enhanced green fluorescent protein

207 -8~ Blank control
-M- pcDNA3.1 vector control

=&~ pEGFP vector control
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| -o- pEGFP-CXCR4
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Incubation time #/d

B 3 MTT &% A498 4 B g 58 15 R
Fig 3 A498 cell proliferation detected by MTT
EGFP: Enhanced green fluorescent protein. ** P<C0. 01 vs

blank control group. n=6, r=+s
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Fig 4 Comparison of cell invasion
abilities among the four groups
" P<C0.01. n=9, x+ts
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