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[Abstract] Background and purpose: Cluster of differentiation antigen 14(CD14), a high-affinity receptor
for the lipopolysaccharide (LPS), could identify the gram-negative bacteria, fungi and mycobacterium tuberculosis,
and mediate the inflammatory response of infected body, which is the first step in bacteria induced signal transduction.
Expression of CD14 often turned to be abnormal in the tumor tissue and cancer cells. Recent studies have observed that
functional CD14 polymorphisms, especially in the promoter motifs, are associated with a higher risk of H.pylori-related
gastric carcinoma, indicated that CD14 is closely associated with the development of gastric cancer. This study aimed
to construct CD14-shRNA expression vector and gastric cancer cells with CD14 silencing and to discuss the influence
of CD14 on the invasion ability of gastric cancer cells and to lay a experimental basis for the study of the pathogenesis
of gastric cancer. Methods: Four CD14-shRNA sequences were synthesized and CD14-shRNA expression vector
was constructed to transfect cells and gastric cancer cells with CD14 silencing were screened by G418. RT-PCR and
Western blot was used to detect the CD14 mRNA and protein level. The invasion ability of gastric cancer cells was
detected by Transwell chamber. Results: CD14-shRNA expression vector was successfully constructed and screened to
obtain gastric cancer cells with CD14 silencing, of which the CD14 mRNA and protein silencing efficiency were 71.7%
and 63.4% respectively. Compared with the control group, the invasion ability of CD14-shRNA group was decreased
obviously with statistical differences (P<0.01). Conclusion: Gastric cancer cells with CD14 silencing are constructed

successfully and the influence of CD14 on the invasion ability of gastric cancer cells is preliminarily confirmed.
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Tab.1 Information of the sShRNA sequences used in the CD14 interference vector construction

Name Site Target

Sequence (5°-3°)

S:GATCCCCCCTAGAGCCGTTTCTAAAGTTCAAGAGACTTTAGAAACGG

CD14-shRNA-1 574bp CCTAGAGCCGTTTCTAAAG

CTCTAGGTTTTT

A:AGCTAAAAACCTAGAGCCGTTTCTAAAGTCTCTTGAACTTTAGAAAC

GGCTCTAGGGGG

S:GATCCCCGCCACAGGACTTGCACTTTTTCAAGAGAAAAGTGCAAGT

CD14-shRNA-2 794bp GCCACAGGACTTGCACTTT

CCTGTGGCTTTTIT

A:AGCTAAAAAGCCACAGGACTTGCACTTTTCTCTTGAAAAAGTGCAA

GTCCTGTGGCGGG

S:GATCCCCGGTACTGAGCATTGCCCAATTCAAGAGATTGGGCAATGCT

CD14-shRNA-3 898 bp GGTACTGAGCATTGCCCAA

CAGTACCTTTTT

A:AGCTAAAAAGGTACTGAGCATTGCCCAATCTCTTGAATTGGGCAATG

CTCAGTACCGGG

S:GATCCCCCTCCCTCAATCTGTCGTTCTTCAAGAGAGAACGACAGATT

CDI14-shRNA-4 1216 bp CTCCCTCAATCTGTCGTTC

GAGGGAGTTTTT

A:AGCTAAAAACTCCCTCAATCTGTCGTTCTCTCTTGAAGAACGACAGA

TTGAGGGAGGGG

S:GATCCCCGTTCTCCGAACGTGTCACGTCAAGAGATTACGTGACAC

NC - GTTCTCCGAACGTGTCACGT

GTTCGGAGAATTTTT

A:AGCTAAAAATTCTCCGAACGTGTCACGTAATCTCTTGACGTGACA

CGTTCGGAGAACGGG

S: Sense strand; A: Anti-sense strand; NC: Negative control.
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PVDFJE, FBSHIAL : 10 000 ZS4iik, 4 C

WAL, B
1.6 Transwell#&l

PEBEXT RO K B A A A 7 S0 5, IR 4
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2.1 CD14-shRNA#{FHLE

ST RE , 44-CD14-shRNAZ KT &
FHR HIShRNA B2 (1), HFES R KA 578,
T T I H T CD14-shRNAZRAA
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#CD14-shRNA-3 T3 i Beifi 32 A A GFP
BEARIC B pGCsi-H1/Neo/GFP 5 YL 4 i, %%
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Fig. 1 Sequencing map of the insert part of CD14-shRNA vectors
A: CD14-shRNA-1; B: CD14-shRNA-2; C: CD14-shRNA-3; D: CD14-shRNA-4, underlined was sequence of shRNA.
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Fig. 2 Transfected cells under fluorescent microscopy

A: Un-transfected cells; B: 48 h after transfected by CD-14-shRNA; C: CD-14-shRNA vector stably transfected cells.
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Fig.3 Expression of CD14 mRNA detected by RT-PCR
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M: Marker; Control: Untransfected cells; NC: Negative control transfected cells, CD14-shRNA: CD14-shRNA-3 vector stably transfected cells,
**: P<0.01 vs untransfected group.
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Fig.4 Expression of CD14 protein detected by Western blot

(%5, n=3)

M: Marker; Control: Untransfected cells; NC: Negative control transfected cells, CD14-shRNA: CD14-shRNA-3 vector stably transfected cells,

**: P<0.01 vs untransfected group.
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Fig.5 Cell invasion detected by Transwell

(X+ts, n=3)

Invasive cells was observed under 200x microscope, five horizons was selected in each group, the mean number of invasion cell number was

taken in the result, **: P<0.01 vs control group.
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