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The expression and effect of PGL3-DF3-DTA on DTA pasitive human breast

cancer cell in vivo

ZHANG Yang, HUANG Wenguang, HUANG Hanju, YANG Yan
( Department of General Surgery , the Union Hospital , Tongji Medical College , Huazhong University of Science
and Technology , Wuhan 430022, China)

Abstract : Objective To study the selective expression and eradicating effect of recombinant plasmid vector
DTA containing transcriptional regulation sequence of human breast cancer DF3 /MUC1 promoter ( PGL3-
DF3-DTA) on DF3 positive breast carcinoma cell lines. Methods  The MCF-7 and MDA-MB231 breast
carcinoma cell lines were transplanted into the dorsal subcutaneous tissue of nude mice in different groups.
The mice was subcutaneously injected with recombinant plasmid PGL3-DF3-DTA 7 days after transplantation
and the animals were sacrificed 29 days after transplantation. The tumors were excised and the weight and
volume were determined. The expression of DTA was detected by reverse transcription-polymerase chain
reaction ( RT-PCR) . Results Recombinant plasmid vector PGL3-DF3-DTA was expressed in xenograft of
MCF-7 breast carcinoma cell lines, and the growth of tumor was significantly inhibited. Conclusions
Recombinant plasmid vector PGL3-DF3-DTA has selective expression and eradicating effect on DF3 -positive
breast cancer cell lines. [ Chinese Journal of General Surgery,2008,17 (5) :454 —457]
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1.1 ##

H 4 KB AR PCL3-DF3-DTA iy A 52 55 /)N 4
[ATR " . AFLARAE MCF-7 40 Jfd # 1 MDA -MB-
231 20 M Bk AR B 5 Ab S g = LR AE . 4 A I ME
R B W)L 4 5256 3 W O 5T Pl 5 1640 85 57 Ak
g B GIBICO 4 ¥ /N Wl ; ¥ %% 5% B, Oligo dT, Taq
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R4 M HE SON (PCR) 51900 A b 5t 38 7 B8 4k P 4%
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1.2.1 @i FLIRM MCF-7 fil MDA-MB-

231 MM & 10% Jif 4 135 19 1640 1558 58, 5
R NaHCO, 18 £ HEWR 5 £ i ik 2 ( HEPES) | &
T 37 C,5% CO, H 3256 h K5 98 o i M 45 W 1 [
N1 ~2d,3 ~4 d ARG RFHMEEA KR T0% ~
80% 14, Fi1 0. 25 % [y i it 114 Ak A4 1% 15 35

1.2.2 RAKXTHHEBEAGE L WX HE
K] i) MCF-7 F1 MDA-MB-231 40 g 4> 3 5 85 ik
K (PBS) A, WIS 40 i k. # 13 H
PREUENL 2 3 41, i) MCF-7 41, MDA-MB-231
M, AR R4, s mH S H,#%8 R ol i%
F MCF-7 40 jfg #1 MDA-MB-231 4 fifi, 1 x 10" 4~
0.2 mL T4 J5 B AN B2 T i 55 X BRAL 3 HOR Al
R AR B, 297 d J5 , F5 R (R BLK 3] 150 ~ 200 mm’
BF, FF 46 18] MCF-7 41 g il MDA-MB-231 4il il £ i
Jed N 03 0] 22 T i E 4 KL 50 wgPGL3-DF3-DTA
(50 pgPGL3-DF3-DTA + 50 pL lipofectamin + 450 pL
TCIMLTE 1 640 ¥Fe kL) / H o 45 B3k v Ok B 12
Joh g 44U 30s, AR Ik T 5 4 i i . A
B 2d i 1,4 7 . O T sE PL3-DF3-DTA
MIEHHAREAMEMEM, = ax B T
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ab2 /2 TFE MR . MR AR M. 5
TWTES 3 d G (MM IG5 29 K) AL FERR I,
fif 00 IF UL il L LB LD BB KRR R Y B B L
PRENEO . T ARUIBR M 4 20, R O &, B S
2 i g8 2l UG A e, 45 4 B 200 mg DL 4%
FH i o [ H R s, R M A BB R
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(1) trizol 277 $2& HU 41 A &2 RNA

(2) cDNA {154 % B % RNAS pg. Oligo ( dT)
1 uL, il DEPC &b B /K #b 78 52 7 /R B % 15 pL, iR
510 75 CAEPE 10 min J5 & 7K B H 2 min; i A
5% 28w Spl, 10 mmol/LANTP3 uL , i %5 % fif§
2 wL;42 °C 2 R 60 min 5,95 CA5PE 5 min K i
W S, E - 20 CIORAE S

(3) PCR §" 3 DTA 3| ¥ /¥ %) N sense: 5'-
TTCGTACCACGGGACTAAACCTGG-3 ",
5'-CCACGTTTTCCACGGGTTTCAA-3 ", §" } F Bt K /N
468 bp, /NEL B-actin S X R, 5 W) 41
iE X K 5'- TGAGACCTTCAACACCCCAG -3 ;5 )% LK
5'-GCCATCTCTTGCTCGAAGTC-3"; 7= ¥ K /N K
316 bp,

(4) ¥ W1k R 25 pl & &, cDNA2 plL,
dANTP1 L (20 mmol/L) , Mgel22 uL, 10 x 22 i ik
2.5 ul, IER X5 (10 wmol/L) 4 1.5 uL, Taq
fitg 1, =78 K #b 2 S AR FR & 25 pl, PCR %%
F:94 CAEE 5 min, 94 CAEPE 30 s, 51 C &4
45 s, 72 CHEMP 45 s, JEFF 30 WK ; KRG 72 C
L 10 min, PCR =¥ 4 2. 0% B IE i % X
UK, WAL CWE G, SR AT R B .

1.3 SFitx4iE

TEEAE L, x 25 Roxo IR FTERA K
¥, P<0.05 NEGIT%%E57,P<0.01 EF
[N S TE

2 7 R

2.1 PGL3-DF3-DTA 1 # R B EEE KW
EHARTRE—RIBERILE
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(167.62+£9.48)mm’ , 2% T 2 (P>0.05)
fifi & PGL3-DF3-DTA i 4f Ji5 B 0] /9 4E K, 70 41 %%
TR R RO 6 B 25 S, 56 29 K, MCF-7 44 i
MDA -MB-231 £ i 58 & 2 4 51 o (273, 44 =
29.19)mm’ #1(617.58 +75. 15 ) mm’ , Z F H %
B (P <0.01), MCF-7 4] fil MDA-MB-231
R EA BN (0.24 £0.05) g F1(0.60 £0.11)
g, ZRAREMN(P<0.01), MDA-MB-231 4 Jif
oA K R 4 MCF-7 41 4 K il 4R 48 o K7
(& 1), @45k PGL3-DF3-DTA {447 J§ MCF-7
21 Ji Jee A B B R o 34 B 3 I MDA-MB-231 4]
(P<0.01) (1), MCF-7 41 # BUK o K #F &0k
BB, MDA-MB-231 41 Kz ik %50 ML kS | K5 #iOIR 25
2L HEE R AR, KT, WA 3 W T E
Jili JFE LR AR U AR ek R RS R IR K T AR o
25 0 B B ok e M i R R, IR R T
AT 5 o e BRS040 i R O AT R
IR R

47 e MCF-7
35+F —#- MDA-MB-231

PR AR (4

0 3 6 9 12 15 18 21
THGIETT R IAl )

B ALRR U AR I 2R A

&1 4K PGL3-DF3-DTA X AL MCF-7 2R RS AE

ek (v 4 4
i (g) TR (mm?)
4l
hivid) gl HrE
MCF-7 0.24£0.05 158.84 +5.26 273.44 £29.19
MDA-MB-231 0.60£0.11" 167.62£9.05 61758 £75.15"

1) 5 MCF-7 41 H#, P <0.01
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4,5,6: MCF-7 #; 7 9] ¥E X R 8 BH M X B
( PGL3-DF3-DTA Jfi %) ; M:DNA marker
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