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Abstract AIM To study inhibitory effect of siRNA on
ATM expression in human cervical carcinoma cells and to
determine the feasibility of RNAi application in gene-therapy
of cervical cancer. METHODS Hairpin siRNA templates
were designed based on ATM gene sequence and mRNA
structure and was cloned into pSuppressor vector. Siha
cells were transfected by pSuppressor-ATM with electropo-
ration and the non-transfected cells and non-specific sSiRNA
transfected cells were used as controls. The inhibitory effect
of ATM mRNA was detected by semi-quantitative RT-PCR
and Western-blot and the inhibitory effect of ATM protein
expression was detected by FCM and immunofluorescency.
RESULTS Semi-quantitative RT-PCR Western-blot FCM
and immunofluorescency all revealed a potent inhibition of
the expression of ATM in the transfected Siha cells.
CONCLUSION The plasmid vector was successfully con-
structed. Transient transfection can significantly decrease
the ATM level in transfected cells.
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. ATM RNAi ATM RNAi ¢ ATM  c¢DNA
GAPDH PCR GenBank U33841
. BD 577 ~596
FACS Calibur . pSuppressorNeo
1.2 ATM siRNA DNA
1.2.1 ATM RNAi
P1 5" TCGAGATTCATCTAATGGTGCTAgagtactgTAGCACCATTAGATGAATCTTTIT 3’
Xho 1
P2 5" CTAGAAAAAGATTCATCTAATGGTGCTAcagtactcTAGCACCATTAGATGAATC 3’
Xba 1
ATM RNAi DNA c¢DNA
siRNA DNA P3 5' TCGA P5 P6 P7 P8
GTATACTTCATAGTGGTCAgagtactgTGACCACTATGAA PCR. 5puL 10 g/L
GTATAC TTTTT 3’ P4 5'CTAGAAAAA GTATACTTC 1.2.4 ATM 3
ATAGTGGTCAcagtactcTGACCACTATGAAGTATAC 3'. PBS BCA
1.2.2 Xho 1 SDS-PAGE
Xba 1 pSuppressorNeo AT™ HRP
. ATM siRNA P1 P2 DAB . 3 PBS
3:1 . “ 700 mL/L 4C . 15
* 2003 96 -99 pL Triton 10 min ATM
DH5a DH5a. HRP 500 wL
LB PBS ATM
Sal 1 BamH1 Xba I 3 . 3
BamH1 Sall 4°C
pSuppressorNeo ATM
siRNA DAN  pSuppressorNeo IgG 37C 40 min
. Siha 100 mL/L FBS ATM
RPMI 1640 50 mL/L CO, 37C. DAPI .
3 XEs Kruskal-
80% Wallis Will-
oxon SPSS 11.0
48 h . 3 siRNAs
pSuppressorNeo-ATM Sina*™ 2
Siha siRNAs pSuppressor- 2.1 ATM siRNA
Neo-nonspicific Sina™ . pSuppressorNeo pSuppressor-
1.2.3 RT-PCR mRNA Neo Xho 1 Xba 1
-3- GAPDH 3000 bp Sal 1 Xba 1
GenBank ATM GAPDH DNAclub ATM siRNA DNA
ATM P5 5' GATGTTGTTGTC- Xhol Sall
CCTACTATGG 3’ P6 5’ GCTACACTGCGCGTATA- Sal 1 Xho 1
AGCC 3’ 589 bp 8170 ~8759 . GAPDH . BamH1 Sall
P7 5' AGGTCCACCACTGACACGTT 3’ P8 5’ pSuppressorNeo Sal 1
GCCTCAAGATCATCAGCAAT 3’ 310 bp. . BamH1 Xba 1
1x10° 48 h Siha"™ Siha™  Siha 353 bp 3100 bp
Trizol 1 mL RNA . ATM siRNA DNA
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