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Effect of transfection of antisense MBD1 gene eukaryotic expression vector on
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Abstract ; Objective  To study the effect of transfection of antisense MBD1 gene eukaryotic expression vector
on the expression of MBD1 gene in human cholangiocarcinoma cell line QBC-939. Methods The
constructed antisense MBD1 gene eukaryotic expression vector was transfected into the human
cholangiocarcinoma cell line QBC-939 using lipofectamine transfection reagents , and positive cell clones were
obtained using G418 selection after transfection. The constructed recombinant vector was transfected into
QBC-939 cells successfully and was confirmed by amplifying the exogenous neo" gene with PCR method. The
expression level of MBD1 gene mRNA and protein was detected by RT-PCR and FCM methods respectively .
Results  Following the transfection, the MBD1 gene mRNA level in human cholangiocarcinoma cell line
QBC-939 decreased from 0. 912 +0.022 to 0.215 +0. 017, and the MBD1 gene protein level also
decreased from (80.19 £5.05)% to (35.11 £4.05) % . There were very significant differences on the
expression both at the transcription and post-transcription levels of MBD1 gene between non - tranfection group
and the antisense MBD1 gene eukaryotic expression vector transfection group ( P <0.01). Conclusions

Transfection of the antisense MBD1 gene eukaryotic expression vector significantly reduced the expression level

of MBD1 gene in human cholangiocarcinoma cell line QBC-939 , and suggestes that MBD1 gene plays an
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important role in the development of cholangiocarcinoma and that transfection of antisense MBD1 gene may be a new

method to treat cholangiocarcinoma .
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(140 ~1957bp) i Fi] Primer Premier 5. 0 £ Oligo 6.0
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YIRS T . B 51 % 4 5 CCC CTC TAG ACG CTC
AGA CAC CTA TTA CCA 37 F e8I ¥ N 5°AAA AGG
TAC CCA CAG TTC TCA CAG CAC CC 3, ( Rl £ 3% 4>
430 R Xba T Al Kpn 1§ YI A7 550) o 4739 F W B
4y 342bp (217 ~558bp) , Hovh & A %K 70 1 Ak CpG
el ARl
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FEE Y 23 ok 2, I PR B g 2 i BRO(OXF RRA )
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8 B g e A R . 43 4R B QBC-939 41 il |
B U 2 40 MO AN A% Ye 23 R 41 48 L i DNA, PCR & 9
B R A M L 41 P oneo™ R IR Y HE B F B
neo® 3 K 51 ¥ )5 51 . L iF 514 A 5 'GGT GGA GAG
GCT ATT CGG CTA TGA 37 Fi# 5| 4 K 5°ATC CTG
ATC GAC AAG ACC GGC TTC 3, ¥ 14 F Btk 424 bp .
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FRIKFH0.912 0. 022, 25 Jfi i i YL 41 4 0.924
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(K 3) .
2.4 HYuiFMmA MBD1I ZEEMTWL

F B4 41 i Fh MBD1 2K (9 [ P 5 R 80, 19% =+
5.05% B HBIPER N 35.11% +4.05% , % JiT
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teins , MeCPs ) o iF 4F 5 , B % 7 (9 MeCPs ji{ B3 19 &
B X G5 B TR I UL, I 7 R R A ) o
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yl - CpG -binding domain , MBD ) 3+t & & 2 a5k 3
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H i
N MBD 1 3 i B 5 £k 77 28 40 0 2 D %% SR 1% L
G g A L0 AT DL S R B mCpG
SRS DNA 454, T ISR 7558 3
T4 A, T A o) R St A D BE B o R R
Fkek RIBFEAG . R U g O xR
AT ER B o o3 Ak 8 R 98 AR A RN OE R TR IR 2 1 0
PRl %% 3 3% o 47 R 28, & B MBD 1 1 [ AR 8 b % ik
B Th s R PR A 2 A SRS R AT G Y
A 3L R 2 5 R M, 42K MBD1 A 9 T 3EfL
e S R A FE AT RE R R R 2 0 R DR R R R ik
T, LB G 9 5 . Samir K. Patra 2505
BF 58 % 8L, 76 #7510 B3 9 40 B 0 41 41 F |, MBD L ) 3
KK PR, IS DNA R Rl 1 MR B A ¢,
IR R MBD 1 3 76 Jif 8 & 2R RN & R i B R A

IJ) e 18, ( transcriptional repression domain , TRD ) ,

¥ 335 # MK RE (i OBC-939 4fi iig )y MBD1 7 1 & ik
KV B AR, 5% B 25 JFORL peDNAS L 1+ ) X H 3R ik ok
TG (B 4) .

4 K HMIh MBDL I H A X K05 &

N E L,

JIE A R NS B, kA S
P16, PTEN , nm23-H1 45 1) 4 & [ 19 3% 35 B AIK F0 2R
A B 100 i s g LN R R R S H
HJEAROIR 285 5 0 A 06 o 3 X 3 CpG 5 B A
%G N MBD 1%y 3% 38 R AR T AT T B,
P DL g 3 PR W SRR OIR S B H R AR A
P 52 33k e 5 TR o o AR R R R R I PR L A B
BT IR e SR MR H .

ARSI N M A ) X MBD1 3R [ E R K Gk
M E o B AR A T e Y BN IR A QBC-939 4
g, 2 ' RT-PCR A U & B %) B 41 mRNA 3% 3k
KT S TR e AL, T A Y s ORL AL 5 X R4
ZBE T E2ZRCP >0.05), i = 40 M AR K I 45
RE/RAMEHYM P MBDI EE W 8w T8 4
(P <0.01), 1% ge2s J5n k16 BR 2 (8] 22 55 7R
BEMCP >0.05), Ui WS R X MBDI
BN B A KR BRI A NRAE S OBC-939 41 i
oAl LR SRS 9 TR P mRNA RN Y R A 7 B
S A% SR 5 KO- BE AR MBD 1 B K] ) mRNA K OF, Jf:
FH 1 mRNA B 3% 5 AH B i) MBD 1 25 (1, A 1 e A% 3L
7 HAE 5 20 rp i) 3 3k K OF o TR B i B R R
W 4 AR AE S — Bh 3k R 08 VR O ik, 7R W
BH N RS L EEBE AR K
S b ik — 20 BE 5T MBD 1 EE R 7E DNA H 3 4R A iR
B R R O R RS T O Ik RS 5 K
W, 9 T BB R R IR R R UT BB T
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