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Abstract: Objective To explore the effect of Agkihpin on the expression of multidrug resistance associat-
ed protein 1(MRP1) in nasopharyngeal carcinoma CNE-2 cell line, and try to describe the mechanism of
Agkihpin inhibiting CNE-2, Methods The cultured cells were treated with different concentrations of
Agkihpin for 72 h. The expression level of MRP1 in CNE-2 cell line was assayed by immunocytochemis-
try, Western blot and RT-PCR. Results Comparing with Agkihpin absent group, the MRP1 expression
levels in CNE-2 cells were reduced significantly after the treatment of different concentrations of Agkih-
pin (P<C0. 05), in a concentration-dependent manner, which shows that Agkihpin could significantly
down-regulate the expression of MRP1 in CNE-2 cells. Conclusion Agkihpin can inhibit the expression
of MRP1 in CNE-2 cells, which is likely to be one of reasons for Agkihpin inhibiting the cellular vitality
of nasopharyngeal carcinoma cell, and be likely to enhance the sensitivity of CNE-2 cells to chemothera-
peutic drugs to some extent.
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la~1d: the final concentrations of Agkihpin is 4. 13, 0.516, 0. 207, 0 pg/ml respectively. The positive

brown-yellow granule for MRP1 protein mostly located in cytoplasm and membrane. 1e: negative

control of MRP1 protein, which PBS replaced anti-MRP1 protein as the first antibody
B 1 S%EARLFENREAEA CNE2 fi MRP1 & B3 (Elivison X 400)
Figure 1 Expression of MRP1 protein in CNE-2 cells treated with different concentrations of

Agkihpin for 72 h detected with immunocytochemistry(Elivison X 400)

20 FHRES 1 200 SR B A 0 B (k. LU
PBS {3 —$t 1 B X R e f8 45 5% I 7 T PH A O
B 1. A & Agkihpin &b CNE-2 72 h J&,
MRP1 Fik5R R Agkihpin ¥ B2 0 FH S M AR 45
a2 HA G 1,

x 1 A[EIHRE Agkihpin /£ J§ CNE-2 442 MRP1
EEMRIEEERER L
Table 1 Effect of Agkihpin on expression intensity
of MRP1 in CNE-2 cells (x + 5)

MRP1 Down-
Concentration expression regulated
Groups . .
(pg/mb intensity rate
(PU value) 2]
Agkihpin 4.13 20 12.48%3.67°4 44,24
0.516 20 17.23£3.327"%  23.00
0.207 20 17.21%3.73"% 23.09
Control 0 20 22.373%5,023 0. 00

Note: * ; P<<0. 01 ws. control group, & :P<C0. 01 ws.
another groups,” : P<(0. 01 wvs. 4. 13 pg/ml Agkihpin

2.2 Western blot &l 4%

Western blot £  CNE-2 £ A [R]#k BF Agkih-
pin Zb3 72 h JEH A FRAE L, B MRP1 7 £
FEAL A B AT B, P BE Ry 4. 13 pg/L b3
72 h i}, MRP1 #9335 5 25 1 0 B 20 bb A B 4 0k
M EREHA G E L (P<<0.01), 0.516 fi
0.207 pg/L AFIL 575 (13 HRAL LB AT Wi, 22 57
EA G2 L (P<<0. 01) s (H 4 ) i 2% SR B
B2 X (P>0.05), L3 2. & 2,

2.3 RT-PCR #;il

R [ i e i ) Aglsihpin 40 B8 CNE-2 4f1fi] 72 h
J& s MRP1 mRNA PR iAW W REAIK. #50m
220 550 BREAR [ 22 R YA G it 200 L(P<<0. 01)
H0.516 5 0. 207 pg/ml 40 1Y 2% F G H2F 7 X

(P>0.05),4. 13 pg/ml 5 0. 516 F1 0. 207 pg/ml Lt
BEFAGFRESL(P<0.0D), 13 3./ 3,

% 2 Agkihpin {E /5 CNE-2 4f1 MRP1 &K% (x £+ 5)
Table 2 Effect of Agkihpin on expression of MRP1
in CNE-2 cells (x £ )

Relative Down-
Groups Concentration ; expression regulated

(pg/mb of rate
MRP1 %)

Agkihpin 4,13 3 0.32+0.67°4 82.13
0.516 3 1.05+£0.1174 41.79

0.207 3 1.06£0.297% 41.53

Control 0 3 1.81%0.61 0. 00

Note: " : P<C0. 01, wvs. control group,® :P<C0. 01, vs.

other groups,” : P<C0. 05, vs. 4. 13 pg/ml Agkihpin group

Agkihpin(ug/ml) 4.13 0.516 0.207 0

MRPI -~ —— —
PN — — — —

[ 2 Western blot #&ifll 7 [E] 4b 32 40 CNE-2
Zf 8 MRP1 H)RiE
Figure 2 Expression of MRP1 in CNE2 cells treated with
different concentrations of Agkihpin , detected by Western blot
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(P-glycoprotein, P-gp) 1 MRP 4§ 51254 ¢, P-
gp A& — P RE AR M ) B i B 1, AR AR AT Y
P2 AN, AR AN e R 25 e T
MRP SR Cole 25 7 1992 4R 58 /N 4 il i
if 250 HOOAR & 20 1 i Jed A i 24 S A, 5 o7
F AKYL@AIK16P13. 1 1 A CHF5E R MRP1 2
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*& 3 Agkihpin {E /5 CNE-2 i1 MRP1 mRNA
I RKFELRR (T L)
Table 3 Effect of Agkihpin on transcription
of MRP1 mRNA in CNE-2 cells (x £ )

. ) mRNA Down-
Concentration ) )
Groups n relative regulation
(pg/mb) .
expression rate(%9)
Agkihpin 4,13 3 0.2919 0. 06700" 55. 06

0.516
0. 207
Control 0

3 0. 4443 +0, 14509 > 31.60
3 0.4817+0.08076"" 25.85
3 0. 6496 %0, 15726 0. 00

Note: * : P<C0. 01, ws. control group,” ;: P<C0. 01, vs.
4.13 pg/ml Agkihpin group
M 413 0.516 0.207

0 (ug/ml)

600 bp
i

p
300 bp MRP1 303 bp

200 bp [3-action 247 bp

100 bp

B 3 RI-PCR &N E4LELH CNE-2
4/ MRP1 mRNA K35
Figure 3 Transcription of MRP1 mRNA in CNE2
cells treated with different concentrations
of Agkihpin , detected by RT-PCR
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