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Construction and identification of interference plasmid targeting on TNFAIP8

LIU Wen-Ming YANG Jing-Jing HU Ru-Yi QIU Xing+eng SHI Chun-Yan QI Zhong—Quan LIU Zhong—-Chen
ZHUANG Guo-Hong. The Department of Digestive Zhongshan Hospital Anti-Cancer Research Center Xiamen Univer—
sity Xiaman 361005 China

Abstract Objective: To construct and screen the high efficiency interference plasmid of TFAIP8-shRNA-pSIREN-
RetroQ. Methods: Selected and synthesized three Target Sequence of TNFAIP8 shRNA1 TNFAIP8 shRNA2 TNFAIP8 shRNA3 and
construct the TNFAIPS interference plasmid. Transfection TNFAIP8-shRNA-pSIREN-RetroQ interference plasmid to A549 cells. Filter
out the highest interference efficiency plasmid by detecting the mRNA and protein levels using RT-PCR and Western blot
methods. Results: We successfully design and built three TNFAIP8 shRNA-pSIREN RetroQ interference plasmids and screen out the
highest efficiency interference plasmid. Conclusion: Three interference plasmids targeting the TNFAIP8 gene have been constructed
successfully and provide a useful tool for studying the function of TNFAIPS.
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Fig.1 Restrictive enzyme site and plasmid of pSIREN-

RetroQ
1 2 3 4 5 6 7
OTEURE - N S _— - |
2

Fig.2 Rescreen positive recombinant plasmid clones
Note: 1. pSIREN-RetroQ plasmid; 27 are number 1 2 4 6 7 9

single colony.
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Sequence 11

chnunrr o 63 BAATTOTACCGGGTAGGG
Sequence 0 22

Sequence 0 125 GAGGCGCTTTICCCAAGGCAGTUTGEAGCATGOGCTTTAGCAGCCCCGCTGRGACTTOROG 186
Sequence 0 67 66

3 TNFAIP8-shRNA1-pSIREN-RetroQ

Fig.3 Sequence comparison and sequencing map of TN-
FAIP8-shRNA1-pSIREN-RetroQ

nt plasmid

recombina—

TATATCTTGTGGAAAGGACGALE 62
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Sequence 3 1
Sequence 4 |

Sequence 3 63
Sequence 4 41

AATTCTACCGGGTAGGGGAGGCGCTTTTOCCAAGGOA 124
65

Sequence 3 128 GICTEGAGCATGCGCTTTAGUAGECCCGUTGRGCACTIGGOGETACAC AAGTGGCCTOTGHC 186
Sequence 4 66 65
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Fig.4 Sequence comparison and sequencing map of TN-
FAIP8-shRNA2-pSIREN-RetroQ recombinant

plasmid
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5 TNFAIP8-shRNA3-pSIREN-RetroQ

Fig. 5

Sequence comparison and sequencing map of
TNFAIP8-shRNA3-pSIREN-RetroQ recombina—

nt plasmid

6 GFP-pSIREN-RetroQ

A549

Fig. 6 A549 cell observed by fluorescence after GFP—
PSIREN-RetroQ transfection
Note: A. A549 cell observed by white light after GFP-pSIREN-Ret—
roQ transfection; B. A549 cell observed by blue light after
GFP-pSIREN-RetroQ) transfection.
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Fig.7 Detect the interference of the recommend plasmid by
RT-PCR

Note: 1. A549 cell after transfection pSIREN-RetroQ plasmid; 2. A549 cell
after transfection TNFAIP8-shRNA 1 plasmid; 3. A549 cell after
transfection TNFAIP8-shRNA plasmid; 4. A549 cell after transfection
TNFAIP8-shRNA3 plasmid.
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Fig. 8 Detect protein expression of TNFAIP§-shRNA

plasmid transfected A549 cells

Note: A. A549 cell after transfection pSIREN-RetroQ transfection;
B. A549 cell after transfection TNFAIP8-shRNA plasmid.
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Fig. 9

A549

Flow cytometry detect aDR5ScFv induced A549

cells apoptosis

Note: A. A549 cell; B. A549 cell transfection pSIREN-RetroQ plas—
mid; C. A549 cell after transfection TNFAIP8-shRNA1-pSIREN-

RetroQ plasmid.
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