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Abstract

AIM: To construct eukaryotic expression vectors
of short hairpin RNA (shRNA) specific for
TROP2 gene and observe its silencing effect on
TROP2 gene in BGC-823 cells.

METHODS: The eukaryotic expression vec-
tors of short hairpin RNA (shRNA) specific for
TROP2 were constructed by ligating pGensill.1
plasmid (containing human U6 shRNA promot-
er) to TROP2-specific sShRNA target sequences.
After the resulting recombinant plasmids were
transfected into BGC-823 cells, the cells were
screened in medium containing G418 (at a con-
centration of 400 mg/L) for 24 h to obtain stably
transfected cell strain. These stably transfected
cells were then divided into W group (untrans-
fected), HK group (transfected with random
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negative control plasmid), KB group (transfected
with empty plasmid), T1 group, T2 group and
T3 group. The expression of TROP2 gene in
stably transfected cells was determined by real-
time PCR and Western blot.

RESULTS: TROP2-specific shRNA target se-
quences were successfully inserted into eukaryot-
ic expression vector pGensill.1. The sequences of
shRNAs inserted into the recombinant plasmids
were identical to those expected. The expression
levels of TROP2 mRNA and protein in cells trans-
fected with recombinant plasmids were lower
than those in untransfected cells or cells trans-
fected with random negative control plasmid or
empty plasmid. Compared with the T1 and T2
groups, TROP2-specific shRNA in the T3 group
had the more strong inhibitory effect on the ex-
pression of TROP mRNA (8.79 +0.23 vs 9.54 £+ 0.20,
9.57 £ 0.23) and protein (3.66 £ 0.11 vs 6.46 £ 0.36,
9.31 + 0.11), and the differences were significant
(all P <0.05).

CONCLUSION: Eukaryotic expression vectors
of shRNA specific for TROP2 gene are con-
structed successfully. The expression of TROP2
mRNA and protein is down-regulated in cells
transfected with recombinant plasmids. Our
study provides a new approach to the study of
the function of TROP2 gene.
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TEREF A TROP2IE R T4 v B, e S B A
JEEETTTTTTUAZ R R 5%, A T b 5 %0E,
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pGensil1.1/TROP21

IEX 5'-CACCGCCACCAACAAGATGACCGTTTCAA

GACGACGGTCATCTTGTTGGTGGTTTTTTG-3'
=N 5'-AGCTCAAAAAACCACCAACAAGATGACCG
TCGTCTTGAAACGGTCATCTTGTTGGTGGC-3'

pGensil1.1/TROP22

I[EY 5'-CACCAGGGCGAGTCTCTATTCCATTCAAG

ACGTGGAATAGAGACTCGCCCTTTTTTTG-3'
KW 5'-AGCTCAAAAAAAGGGCGAGTCTCTATTCC
ACGTCTTGAATGGAATAGAGACTCGCCCT-3'

pGensil1.1/TROP23

IEW 5'-CACCGCACGCTCATCTATTACCTTTCAAG

ACGAGGTAATAGATGAGCGTGCTTTTTTG-3'
K=Y 5'-AGCTCAAAAAAGCACGCTCATCTATTACCT
CGTCTTGAAAGGTAATAGATGAGCGTGC-3'

YE R TN 5, WA I A G2 (1) 1 9 BGC-823
0 AE g A ot FE, ) T Rt AL B 2 ek F SR
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JpGensill.l/TROP23 F 41 {53 il b B b K
WIBGC-82341fitd, #4471k Z M Lipofectamine™
2000% % Gl FAHRAE DA AT, F 31 dFF2.5X
10°AN 41 e P T-6FL 5 78, I H L $180%
W4, ki 5 e Bk 4%1 ¢ 4B DN A 5 JIg i
AR IMANFERA, I . ik
FZDMEMEFRE R BAFUN2 mL, KiFRS hfFik
DMEMSE & R 4k a3 7. R H LA
B 1O AT 19 BH P 41 5 A 4 4,
R EEA TN 1A M E S A i B bR Ay e G
B ARYE TSI 145 L, #4424 h)ig FHG418(3K
F£400 mg/L)fiik, fidi Mukese IR, 73 ildn 4
WAL (AR AEEEAL), HKZL(BEH LI T R4,
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WSS 5'-CCT CAT CGC CGT CAT
CGT-3'; Fii51%7410: 5-CGG TTC CTT TCT
CAA CTC CC-3', #1#4 /r Bt K Ji£136 bp. B-actin
WSS 5'-CAC GAA ACT ACC TTC
AAC TCC-3'; N5 W74 5'-CAT ACT CCT
GCT TGC TGA TC-3', ¥ # Jy Bt K &E262 bp. $#2
1 pg SRNAWHE SR GATPCRI Y. K5 B 27
P A B i S pMD-1 8 TR £, ik J5 13
B A FRUE S TR EATEED) . PCRANINT %552,
JFORE A 215 B[ TR OP2 A B-ac tin Uk FH /F S
PCRARE . RHAIBUbRHE 12675, HStratagene
Mx3000P%¢ ;& FPCRAF T EATPCRIR MY, H™
Bt 95°C 10 's; 95°C 5's; 60°C20 s, 40N
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2.4 Western blot#& 25 & T141. T24IAIT34l5
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