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Effect of CXCR4 Gene Silencing by Lentivirus-shRNA on Metastatic Characteristics of
Human Esophageal Carcinoma Cell Line Ecal09
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Abstract: [Objective] CXCL12/CXCR4 is highly expressed in esophageal squamous cell carcinoma (Escc). To study the
effect of CXCR4 down-regulation by lentivirus-mediated RNA interference (RNAi) silencing technique on metastatic characteristics
of human esophageal carcinoma cell line Ecal09. [Methods] One lentiviral vetor for RNAi of CXCR4 containing a sequence of
human CXCR4 mRNA coding region was constructed, the other lentiviral vetor for RNAi of CXCR4 containing a sequence of no
significant and homology to human gene sequences was constructed, and transfected into Ecal09 cells, respectively. There were
control group, NC-GFP-RNAi-LV group, and CXCR4-RNAi-LV group in our study. The expression of CXCR4 in the cells was
detected by QRT-PCR and Western blot after transfection. The adhesive ability of Ecal09 cells to extracellular matrix matrigel was
evaluated by MTT assay. The invasive ability was measured by Transwell experiment. The locomotion ability was measured by
scrape assay. [Results] The lentivirus RNAi vector of CXCR4-RNAi-LV was constructed successfully. Compared with NC-GFP-
RNAi-LV group and Control group cells, CXCR4 mRNA and protein expression in CXCR4-RNAi-LV group cells were down-
regulated (P < 0.05). The number of Ecal09 cells infilirated Transwell membrane in NC-GFP-RNAi-LV group was decreased
(P < 0.05). The adhesion rate of CXCR4-RNAi-LV group cells was obviously reduced (P < 0.05). The locomotion ability of CXCR4-
RNAi-LV group cells was obviously reduced (P < 0.05). [Conclusion] CXCR4-vshRNA can inhibit CXCR4 expression specifically
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and effectively in esophageal squamous cell carcinoma cell line Ecal09, CXCR4-vshRNA can inhibit metastatic potential of

Ecal09 cells through intervening the expression of CXCR4. Suggesting that CXCL12/CXCR4 might have an oncogene role in the

progression of Escc.
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96 Lt = Tk EIFRALINA 8 pg E W BER
Matrigel J%, 274, & 37 C MEFL4% 5% CO,
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Fig. 1 Identification of positive clone PCR

Lane 1: negative control group (no load); Lane 2: Marker(from
top to bottom:5,3,2,1.5,1,750,500,250,100 bp);Lane 3 ~ 7.
hCXCR4-vshRNA group.
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B 2 vshRNA Xf Ecal09 48}l CXCR4 & B RIEZHFT
Fig 2 Effect of CXCR4-RNAi-LV on CXCR4 protein
expression on Ecal09 cells

Lanel; CONTROL group; Lane 2: NC-GFP-RNAi-LV group;
Lane 3; CXCR4-RNAi-LV group
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Fig.3 Effect of CXCR4-RNAi-LV on CXCR4 mRNA
expression on Ecal09 cells

CON: CONTROL group; NC: NC-GFP-RNAi-LV group; KD:
CXCR4-RNAi-LV group
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Fig.4 Cell invasion detected with transwell chambers (x 200)
A: CONTROL group; B: NC-GFP-RNAi-LV group; C: CXCR4-RNAi-LV group
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Fig.5 Cell locomotion detected with scrape assay (x 200)
A; CONTROL group; B: NC-GFP-RNAi-LV group; C: CXCR4-RNAi-LV group; D: SDF-lagroup(100 ng/ml.)
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R FE, 4SR5 Shen™SIBF SR 45 1B AHL . HHL
i A BE J& CXCL12/CXCR4 18 o 48 oy 3 B 1 (1 36
T AT & 55 ek 200 B 1) 8 B 68 ), (L Ay 2 o)
& I CXCR4 11 A= Py 40 1) 570 I AS B % A1 T 1
CXCL12 1 F e 3 5 1) 410 FO 2 B g 7, CXCL12 X
aSB3 Z R PE Y I8 52 2 A= W R85 e Hog T 1Y
BRI, FeATHEN CXCL12/CXCR4 BRS04
T3 24 i 8 BT 5 R 1) — 2% T L0 K, (Rl —
T %, HA U] AV FE LA 75 3 0 — 2 O F AT

IR 40 1 328 B = BB R PR SRR A (e g
MAMEEIER, Gao FFE ARG CXCLI2 &
AR OE TR A5, W LR A SRR R e
1, 35 T A i 22 R LB B 1 22 B 2, T Ea b ik
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