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Abgract :Objective  To analyze the influence factors on SRNA eficacy slencing mdrl gene in human
gastric cancer SGC7901/ VCR cells. Methods Four SRNAs(mdr1si326 ,mdr1s1513, mdr1s2631 and
mdr1si3071) specifically targeting mdrl gene were designed and synthesized by in vitro transcription. The
silencing efficacy of thefour sRNAs was evaluated with RT-PCR for mdrl mRNA expresson, immuno-
blotting for P-glycoprotein (P-gp, MDR1) expression, flowcytometry for adriamycin (ADR) accumula
tion and M TT for sengtivity to ADR &ter trandectioninto SGC7901/ VCR cells with regpective SRNAS.
The molecular biology software was used to analyze the influence factors on SRNA efficacy. Results
The targeting sequences of mdr1si326 with best and mdr1s2631 with better eficiency encoded the cross
membrane region of P-gp and had no any stalk or loop, while those of mdr1s3071 with lower and
mdr1s1513 with lowest efficacy encoded intracellular region of P-gp and the former had stalk and loop in
itself. Besdes, the targeting sequences of mdr15326 with best and mdr1s2631 with better efficiency had
less numbers of base matched pairsor hydrogen bondsin the targeting sites and surrounding sites. There
was no correlation between the gene slencing and the A/ U number at the 3’ or 5’ end of SRNA , neither
N1/ N1 or the number of G/ C. Conclusion The efficacy of SRNA to mdrl genein human gastric cancer
SGC7901/ VCR cells had close relationship with local RNA target structure.

Key words:sRNA ;mdrl gene; SGC7901/ VCR cells; Gene slencing efficacy ;SRNA design

sRNA SGC7901/ VCR mdri
4 mdrl  sSRNA (mdr1si326 mdrlsi1513 mdrlsi2631  mdrlsi3071) ,
SGC7901/ VCR ,  RT-PCR mdrimRNA  Pgp
MTT , 4 4 sSRNA
; sSRNA mdri1s326
mdr1s2631 P-gp ; mdr1s3071
mdr1s1513 P-op , mdr1s326
mdr1si2631 S RNA SRNA 3’
5 3 AlU N:i N GC SRNA SGC7901/ VCR
mdrl
RNA ;mdr1 :SGC7901/ VCR ; ;SRNA
'R73-36"2 A :1000-8578(2006) 03-0151-05
0
:2005-06-20; :2005-09-29 , mMRNA
1 150052 (0222031300)’ SRNA | (ra)
;2. SRNA
(1963) . ’ ’ mdr1 4  SRNA,

SGC7901/ VCR mdrl



251

2006 33 3

mMRNA P-gp P-gp
; sRNA SGC7901/ VCR
mdr1 ,
, RNAI SR-
NA
1
1.1 sSRNA
Tuschl SRNA e
GenBank mdrl cDNA (
NM_000927. 3) 16
) 4 .
T7 RiboMA X™ Express RNAi System(Promega) ,
SRNA , mdr1s5326
mdr1s1513 mdrlsi2631  mdr1s3071
1.2 sSRNA SGC7901/ VCR mdril

SGC7901/ VCR (

)
SGC7901 ( ) 10 %
RPM11640 37 5% CO:
SGC7901/ VCR VCRO0.5 1.Qu g
ml, , VCR 2
CodeBreaker™ s RNA (Promega) ,
sSRNA 20nmol SGC7901/
VCR ,48h  72h ,
3 Xts , SPSS11.5
, t ,
x X2 , o =0.05
7 .,Q) :SGC7901/ VCR ,PBS; (2)
; + PBS; (3) mdr1s326
+ mdr1s326; (4) mdrlsi1513
mdr1§1513; (5) mdr1s2631  : mdr1s2631; (6)
mdr1s3071 : mdr1s3071; (7) SGC7901
SGC7901 ,PBS :
1.2.1 RT-PCR TRIzol (Ghbco BRL
) 24h RNA ,
RNA )
RNA RNA 4.3 g,
AMV cDNA cD-

NA PRIMES5.0 mdr1 (NM_000927) B-
B-actin ,NM_001101) ,

mdrl 5'-tgactaccag-
gctcgecaatgat-3 5'-tgtgccaccaagtaggctc-
caaax3 |, 3 , 457bp B-

actin 5'-tcctgtggeatccacgaaact-3'

5'-gaagcatttgcggtggacgat-3 314bp
31 cDNA , PCR
PCR, 294 |

, pUC19 DNA/ M ,
31 PCR , mdrl

B-actin mdr1 MmRNA
1.2.2 TRIzol (Gbco BRL

) : RNA DNA

, G250
50 g , 7.5%DS
, 120 215kDa 36 47kDa
0.3 %Triton X-100 TBS 5%
; 120 215kDa
. P-gp (MDR1)

(Santa Cruz ,1 100)

(1 200) SABC(1 200) ; 36
47kDa , actin Ab-5(NeoMar-
kers ,1 400) HRP (1
2 000) ,DAB
1.2.3

S RNA 48h , (1

2) x10°/ml, 6 24h

1@g/ m, 90min 4
PBS 75 % , PBS
, FL2 (564
606nm) 1 x 10
, 3 , 3
1.2.4 MTT
SRNA 48h : 2 x10°* 96

, 24h (ADR) ,

48h, MTT

, Aoz

3 , PBS
A492
Ausez A
( = Asez/ Aus2)
Origin7.0 , .
ADR (1Cx)
: = ( 1GoA-1CsB)/
(IC0A-1C C) ICGwA  SGC7901/ VCR
1Cso , 1Cs0 B sSRNA
SGC7901/ VCR 1Cs0 ,1Gs0 C SGC7901
ICSO



2006 33 3 351
1.3 SRNA SGC7901/ VCR mdr1l (P<0.05), mdris1513 mdr1s3071
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