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ABSTRACT BACKGROUND & AIM: To investigate the reversing effect of Chinese drug thallus laminariae PE on drug

resistance B-MD-C1(ADR */*) cell line, and to identify the mechanism of TLPE in reversing the multidrug resistance.

MATERIALS AND METHODS: MTT assay was used to determine the reversing effect of TLPE and reversal fold;

cytoimmunochemistry and flow cytometry were used to assess the expression of P-gp in the level of protein. RT-PCR was
used to detect the level of MDR1 gene treated by TLPE. RESULTS: TLPE had reversing effect on B-MD-C1(ADR *'*)in
vitro and the reversal fold was 4.65. Cytoimmunochemistry showed that TLPE could decrease the expression of P-gp.

Flow cytometry showed that TLPE could decrease the expression of P-gp with dose-dependence. RT-PCR suggested that
TLPE could reduce the MDR1 gene of B-MD-C1(ADR **). cONCLUSION: TLPE could exert reversing effect in B-MD-C1

(ADR */*)by decreasing the expression of P-gp.
KEY WORDS thallus laminariae PE; multidrug resistance; P-gp protein; MDRI gene

(multidrug , 21
resistance MDR)
MDR , MDR ,
“1 B-MD-C1(ADR */*)
A (CSA) (veL) .
2006 - 06 — 27 2006 - 11 - 15
: (No.30371753)
(1973- ), , , , [ Y R B B

CARCINO GENESIS . TERATO GENESIS & MUTA GENESIS

* Correspondence to: SHAN Baoen,Tel:0311 — 86095283, E — mail: Baoenshan @

yahoo. com. cn

TLPE




1
1.1 TLPE
5 g,
100 °C 1 h,
.4 C
50 mg/ml)
1.2
(ADM
) RPMI 1640
Sigma
(DMSO)
(P-gp)
MDR 1-cDNA

(MTT)

FOTODYNE
Image
1.3
B-MD-C1(wt)
P-gp B-MD-C1(ADR */*)
ADM(5 mg/L) 10%
2

1.4 MIT

MTT
B-MD-C1(wt)

B-MD-C1(ADR *" *)
RPMI 1640
96
) 4
ADM
TLPE

@

10 w1

10 1 ADM(

100 ml ,

Sigma
PBS 5¢g/L4<C

Gibco

60 — 2107

31

RPMI 1640
ADM  RPMI 1640

[4]

10%
1.1x 10%/ml
90 p#1( 1x10*
1041 @
5mg/ L) ©
TLPE (

78 156 312 625 1 250 2 500 ttg/ml) @ (TLPE +

ADM)

78 156 312 625 1 250 2 500 ttg/ml)

5 mg/L) 10 1
CO,

(5 g/1)20 1 37 C

DMSO 150 1
570 nm

=(1- A/

= ICso 7/

= ICSU

1.5

‘CARCINO GENESIS . TERATO GENESIS & MUTA GENESIS

72 h

0

TLPE(
ADM (
37 C 5%
MTT
4 h

10 min

1Cso
A ) x 100%

IC 50

/ ICS() [5]
(s )

2.2 0

( 2 %
2 ml
250 tg/ml), 72 h

/
10
>5% ~15%
1.6

10%/ml

ADM (
B-MD-CI1(ADR */ )

Vol.19 No.3

B-MD-C1(ADR *'*)  B-MD-C1(wt)
10°/ ml) 6
TLPE( 0 125
30 min

DAB

<5%
=75%
P-gp
B-MD-C1(ADR */*)
6 2 ml
B-MD-C1(ADR */*)
5 mg/L)

1x

TLPE(

125 250 (tg/ ml) 3

37 C 5%CO,
(1 g/ ml)
3
4 C
P-gp
1.7 RT-PCR

1.7.1

45 min
4 °C

IeG

P-gp
40 min PBS
50 ¢l

1 ¢l

40 min PBS

MDR1 RNA
MDR1-cDNA

5°-TCG TAG GAG TAT CCG TGG AT-3",

5 -CAT TGG CGA GCC TGG TAG-3* 455
bp GAPDH 5°-ACG GAT TTG
GTC GTA TTG GG-3° 5°-CGC TCC TGG AAG ATG
GTG AT-3", 214 bp"!

1.7.2 RNA
RNA
RNA
1.7.3 PCR
RNA 30 #1
37 °C 50 min cDNA,
94 °C 5 min s 95 C 30 s, 58 C
30 s, 72 C 30 s, 30
RT-PCR 3.0 41 2.0 ¢l
1.5% ( 0.5mg/L ) 80 V
40 min  FOTODYNE Gel-pro
(A) mRNA
mRNA = /



@,
~

19 3 I
1.8 ADM B-MD-C1(ADR */ *)
SPSS11.5 X ot B-MD-C1(wt) ICso 87.12 rg/ml 2.76
t ttg/ml 31.565 70 tg/ ml TLPE
ICso 18.72  2.19 pg/ ml, 8.539
B-MD-C1(ADR **)  ADM 23
2 4.654
2.1 TLPE B-MD-C1(ADR**) B-MD-C1(wt) B-MD-C1(wt) 8.55
2.2 TLPE P-gp
TLPE ~ B-MD-CI(ADR*'*)  B-MD-C1(wt) B-MD-C1(wt) P-gp B-MD-C1
(50~ 300 t+g/ml) (ADR ** 98% 125
pg/ml 250 trg/ml TLPE B-MD-C1(ADR **)
TLPE 70 g/ ml B-MD-C1(ADR * ) P-gp ( )
B-MD-C1(wt) <5% (1)

b & N ¥ |
4 . 5
"4.;'-1 i ﬁt‘ . b
[ B IR ’ s -

. i‘*; w )
d - . " T
& 3 »>. k- * L '_' - - L

Figure 1 Expression of Pgp proteins after treatment with TLPE detected with cytoimmunochemistry. A: B-MD-C1(ADR*’*)
cells B: BMD-C1(wt)cells C: BMD-C1 (ADR *’ *)cells after 125 wg/ml TLPE treatment for 72 h D: BMD-C1(ADR*’ *)
cells after 250 pg/ml TLPE treatment for 72 h.
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Figure 2 Expression of Pgp protein in BMD-C1(ADR*’*) cells after treatment with different concentration of TLPE detected with
flow cytometry.A: control; B: 125 pg/ml TLPE; C: 250 pg/ml TLPE.
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Figure 3 Expression of Pgp protein in B-MD-C1(ADR*'*) cells after
treatment with TLPE
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