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Abstract ; [ Purpose ] To investigate the effect of polo-like kinase(PLK) inhibitor GW843682X on
PLKI1 and p53 expression in nasopharyngeal carcinoma cell lines 5-8F.[ Methods | Nasopharyn-
geal carcinoma 5-8F cells were treated with different concentrations of GW843682X. At differ-
ent time points,celluar morphology was observed under inverted microscope. RT-PCR and Western
blot were used to detect mRNA and protein expression of PLK1 and p53. [Results]
GW843682X remarkably inhibited the proliferation of 5-8F cells in a dose-dependent and time-
dependent manner with obvious morphologic changes. The results of RT-PCR indicated that
GW843682X down-regulated the mRNA level of PLKI and p53. The results of Western blot
showed that GW843682X suppressed the protein level of PLK1 and p53. [Conclusion]
GW843682X might inhibit PLK1 and p53 expression in 5-8F cell lines.
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1.1 #% #

SRR 5-8F 20 & ok A s DUR = N IR EBE Be b
DEHE , DMEM 15350 1 35 15 L W) B 25 AR A
PR E 6 A M5 W B R B AE DR AT BRA |
GW843682X I 1 Tocris Bioscience 2 F] (Catalog
No. 2977)

1.2 77 %
1.2.1  GW843682X 47 #) St "B J& 5-8F 2m Aty i 1] 2L 2
AL 4

s

SR 5-8F 40 M FH & 10% )1 4 i 35 A1 XL )
DMEM }; 723 f 5%CO0,,37°CH: 5% . ¥ &b F X %L
A KT 5-8F 4 i 1x10° cells 22 Fh F F g 1% 3% 1L
A LN BE JS A — 22 B GW843682X, i 254
TE 35 7 Fk v 2k R 500nmol/L, 43 91 T 245 4 hb 31
J50.2.6.12.24 J 48h 7r{8I'E W55 T~ WA 40 ML e
FNEIAL LA
1.2.2 GW843682X #p#] 778 5-8F 4n it e /i & 2w
LA

Ak T B KR 5-8F 4 i #% B 5x10°
cells/FLYJ G R T 6 FLAR T, REFLKE 37 3L 10 (R By
9 2ml, ¥ 1pmol/L i) GW843682X F4 1R AN [ 44 B fint
A& AL, & 2 Bk 0.31.25.62.5,125.250,
500nmol/L; 25 Wy VE ] 24h 2 J5 , 76 18] & B i T W
ML AL,

1.2.3 RT-PCR

B 6 FLAR B Ak F % R4 K 5-8F 4 fitd 4% iF
5x10° cells/FLYIEAZFF 6 fLARH, T A R {RFR
1) GW843682X {ii 25 Wy ik i [W] I /EH 24h Z )& , Ik
LU, JH Invitrogen 23 ) (4 Trizol 24 ff% 240 ML,
Fermentas 7 7] # RevertAid First strand ¢cDNA sys-
thesis 18 &K mRNA 06 5% 5% i cDNA, PCR JZ
Z M4 :95°C Smin W AE P ;95°C 30s ZE 1 ,60°C 30s
iRk ,68°C 1min ZE{H, FG 3 25 WK, FIff5 % PCR 7=4)
2 1% MR VEEE RS LUK, FEBEIR R R 4 T 4h il
WA R . SIF AT .
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p53 F.5’-TTGCCGTCCCAAGCAATGGATGA-3" ;
p53 R:5’-TCTGGGAAGGGACAGAAGATGAC-3";
PLKI F:5-CCCCTCACAGTCCTCAATAA-3’;
PLKI R:5’-TGTCCGAATAGTCCACCC-3’;
B-actin F:5’-GGCTACAGCTTCACCACCAC-3’;
B-actin R:5°-TACTCCTGCTTGCTGATCCAC-3",
1.2.4 Western blot

B 6 FLA K b % B 2R K 1Y 5-8F 4 g di [
5x10° cells/fLIEH RN T 6 fLAR T, 2 5 P[]k
) GW843682X 4k 24h Z )5, We4E4N iR, H
PMSF Al RIPA 24 4% 18 1:100 fic & A% TAER , %
W& 500wl/4L I A 2, vk E#AE . 12 000r/min &
L Smin SFH W, BCA iR7 &7 & A R E &
W 498 B TRFE AL 28 100°C Smin A8k, B B 2K
F1 i 80wg M kET SDS-PAGE JIEHh (E)2 K 5%
i, T EH 10% 19 5 B L) . BLVKAr B 2 S, A 2R
FIB %% 5 PVDF R E W PSRRI T8 5% AR
Wik a9 TBST (50mmol/L Tris-HCI,pH 7.6, 150mmol/L
NaCl,0.1% Tween 20)H", % if& T~ #5 KE A 1h,
[ 4%, 1 TBST #% B¢ —#$T PLK1(1:500), p53(1:500), B-
actin(1:1000),4°CE A, ¥ H ] TBST Ve 3 ¥k,
K Smin, #8J5 FH HRP FR1CH (1 :4000)7F = i6 4%
JK Th, J TBST VMR 3 K, K Smin,, [a] 545 F i
ECL K6, #Im5 = ih 35 XU R st A,
1.3 SitZhbiE

K 1] Image J A€ 5 73 B RT-PCR 74 H1. K
2547 Fil Western blot 457 B K BB, FH p53/B-actin Al
PLK1/B-actin 1B 43 51315 p53 Hl PLK1 A9 #H XF %
KKV, SPSS19.0 Geit 343 #r . W2 2 [l L%,
K Student’s t K46, P<0.05 A2 FA4 G2 # X,
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YN M = S5, il B T A 200 0 34 e o O e
W55, B IF R JH T (Figure 1),
2.2 GW843682X #J il B MR f 5-8F 4 B & K 19 7
E M E
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BEE AR, Ok Z A AE i P, R 2.3 BIEYE 5-8F 4R PLKI #1 p53 B mRNA 7k
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Figure 2 The proliferation of 5-8F cells was inhibited by GW843682X in a dose-dependent manner
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GW843682X Y ¥ i 7F 0~62.5nmol/L. i} , PLK1 Al
p53 7E mRNA 7K 22 5 Jo e it 2 L (P>0.05), 1M
2 GW843682X 1k & 7F 125~500nmol/L B, Fifi &
GW843682X il it i it K ,5-8F 4fi i PLK1 F1 p53
1) mRNA 7K P2 W T B, 5T A i, 22 5 A 40
P27 8 X (P<0.05) (Figure 3,Table 1),
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Figure 3 The PLKI and p53 mRNA expression levels
were affected by different doses of GW843682X

Table 1 Gray ratio analysis of PLK1 and p53 mRNA
levels affected by different doses of GW843682X

GW843682X (ng/ml) PLK1/B-actin p53/B-actin

0 0.876 0.898
31.25 0.854 1.086
62.5 0.792 0.907
125 0.483 0.516
250 0.217 0.391
500 0.053 0.218

24 BT 5-8F #fa s PLK1 #1 p53 MERBKF
2 Image J B UF 8K FE o M kOB, Y
GW843682X ¥ & £ 62.5 ~500nmol/L. Bf , [ #&
GW843682X il it i) i ¥ 7t = , 5-8F 4 il v PLK1 119
K8 T R, S A, 2 R A F R
SL(P<0.05), 1 GW843682X ik i 1 125~500nmol/L
B, Bl GW843682X il i 14 ¥ Ft 1 , 5-8F 4 Jfi v
p53 MR FIKF- 88 T R, SXTIRALARLL , 22 5 A 45t
P27 8 X (P<0.05) (Figure 4, Table 2)
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0 31.25 62.5 125 250 500 pmol/L

Figure 4 The PLK1 and p53 protein levels were af-
fected by different doses of GW843682X

Table 2 Gray ratio analysis of PLK1 and p53 protein
levels affected by different doses of GW843682X

GW843682X (ng/ml) PLK1/B-actin p53/B-actin

0 0.984 0.925
31.25 0.803 0.894
62.5 0.612 0.714
125 0.673 0.686
250 0.187 0.253
500 0.094 0.109
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T 98 7Y 4 B S SRR 70 PLK e i iF 58 & B,
PLK1 A /55 DNA &% . DNA 52 % 4 (1 K 15 DL
B 20 B 08 T A VE T . PLK 34 fE 8 33 B R b p53
7T 00 ) L SR 0 e, AT I A pS3 R K 5 a5 B
NS AL T R D RE S

UL EEAE R PLK 0 510328 i 1 Ry T 5% O 7 9 £
R, FEALHE siRNA TR N3+ PLK1 #4157
BI 2536. BI 6727.GSK461364,0N 019190.Na,
HMN-214 ,ZK-thiazolidinone ,NMS-1,CYC-800,DAP-
81,LC-445 %1 GW843682X & IT LB AFE A B iF &
() — Flt PLK1 #1017 , Spaniol %5 %8 GW843682X
FE/IN LB I vh & R R P PO I P L AR SE B A
78 GW843682X X & M 45 5-8F £ fitw 1 410 il /E A , 5%
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B 45 SR K W GW843682X Il 5-8F 4 iy 77 7 it [
RO R RN, Bl AR R [R] A 224, 3Rt/ n
K ,5-8F 4 fib ik P TS R MIE SR R, ©
AHAFFEINH PLK 5 p53 X R EZ 4", Lin 5&"H
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8F 4 A A= K AT BE I HL I, A S35 F RT-PCR
Western blot 73 %l £ Wl T 28 ffg b PLK1 #1 p53 7
mRNA FIEE FUKCE 125140, LA B 40 ff 2 K 22 0 )
5 p53 MR, AT KM ,GW843682X £ &
Mg S5-SF 4N i AL R I T PLK1 #9335, [A i
T T pS3 M F L, GW843682X 1l fitg LA il PLK1
H1 p53 19 77 XA ] S AR g 5-8F 4 A fry 1 7
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