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Impact of Pemetrexed on expression of SKP2 in adenocarcinoma of lung cell lines A549 cellandits significance
Wan Qin sWang Shunjin®
(Department o f Oncology, Second A f filiated Hospital , Nanchang University , Nanchang, Jiangzi 330006 ,China)
Abstract: Objective

lung adenocarcinoma A549 cells after the treatment of Pemetrexed(PMX). Methods

To investigate the expression variation and significance of s-phase kinase-associated protein 2(SKP2) in
On the basis of the concentration of PMX, we
set one control group and four experimental groups:0uM(group A),0.01pM(group B),0. 1pM(group C), 1M (group D),10.M
(group E). The growth of A549 was tested by MTT assay. The effect of PMX on the cell cycle phase distribution of A549 was ana-
MTT assay showed
that PMX could significantly inhibit the growth of A549 cells,and the highest inhibitory rate was(78. 61=43. 66) % at the concen-
tration of 10uM when A549 cells were cultured for 72 h(P<C0. 01). Meanwhile, S-phase cells in the group C,D and E was more

lyzed by flow cytometry. The expression of SKP2 protein of A549 cells was detected by Western blot. Results

than those in the group A(P<C0. 05,P<C0.01,P<C0.01). The difference of SKP protein expression among various groups was sig-
nificant(P<C0. 01) ,and compared with the control group,SKP2 protein expression was significantly increased in the experimental

groups(P<C0. 01). Conclusion PMX could inhibit the growth of A549 cells and arrest them in S-phase. The expression of SKP2

protein in PMX-treated A549 cells is upregulated, which might influence the chemotherapy effect of PMX.
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WO L R R B AR TR A S M0 S 1, 1 2 938 4 it v 3R 5k
B #ik SKP2 A . SKP2 1 3 ik 5 3k /N 41 Ma il J# (non-
small cell lung cancer, NSCLC) # & 4= . & JE & YA %1, 3E H
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L1 bbb CDANMIRE : AR 40 2 A549 41 i g B K
MR ERE S FEFRORE. (2 EEIKH PMX L
FEHME 061101, & & 102. 2%) . DMEM K32 3 | JEE A
fitf (At 3¢ Solarbio 2 w]) \ Hf 2F Ml 5 (3 E Hyclone 24 &]) , . H!
FEAN(FEE Ameresco 24 d)) L8 1142 BUR 7 & (b 5038 A 3¢
FEE ARG R FD Y L 0 Eh (methyl thiazolyl tet-
razolium, MTT; [ 1 3% & AE 97 £ AR A BR A R AR A (5% 22
Lab systems 23 &) 3t X 40 H2 1% (BD 24 &) . SKP2 4 1A (Santa
Cruz 2D INEP R TeG HLR (P2 S 5 A R | 53 B3 i
JBe B K LB 35 (Bio-Rad 2 FDD .

1.2 ik

1.2.1 ZUfRE3E  AS49 4 il DMEM #5558 36 (5% 10 % Jif 4
M3 .100 U/mL 5 % Z M 100 U/mL 4% Z) . 7 5% CO, .
37 T T WM B FRAL AR

1.2.2 MTT #& PMX %t A549 400 p ikl = Boo $Uk K
SO AN o) 2R R L TR A AL 5 < 10% /200 pL AT 3 He 96
LS P, 24 hJ5 A PMX, ¥ BE 43 512/ :0, 0.01,0. 1.1,
10 pmol/L, 3 HeAR 43 BIVE T 24.48.72 h J5 /N 20 pL Hk A
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5 g/Li MTT,37 °C.5% CO, &AM FME 4 h B3 . In
TR A 150 pL/ AL, G AT B T KPR K E#E10 min,
fo MTT {5 i » 22 AR A 490 nm 36 4 A6 56 %% B (A Copti-
cal density, OD), #% UL F 2 X 11 5 4% 41 90 il % (inhibition
rate, IR) A IR(%) = (X HR4H OD #H{f — 5286 40 OD ¥y
{t) /%t B2 OD #f8 X100% , SCHHA3 K.

1.2.3 A R R KA E AN T 6 FL AR, I BE S
ANV EE PMX, 24 b J5 W5C4 48 R 1 B0 20 Ak 0 B R 2%
ik (phosphate buffer saline, PBS) % 2 ¥ . 5.0 5 _E Vi W . N
PBS # 41, i —20 CHA M 755 LB IRY .4 C &
1 h, 8.0, FE0K 2 B PBS whse, 3 9 W A &% Lk ik g
JC DNA [igi5 %1y PBS Je ik .4 “CREOGHRE 1 h, i IR XA
MR AT Gy S\ Gy MM i E 4r %, A 3K,
1.2.4 Western blot 3K SKP2 ik U &AL T X4 #4
KAIH AS49 20 A, ARLAE 20 O T+ s R A 10 20 fif A i 5 Y
SE A HE IRk, PR AN MUVR E O 52X 10° AN/ mL, HEFD T B R M
i B J5 I AR [l B PMIXL A 5% CO, I Th I & 48 h )5
WA 41 A PBS B 3% 2 IR 48 BCE B 1 W ik FH R (bicincho-
ninic acid, BCA) LI E & AWk . WS EE A#4T 1090+ =
o6 L TR M- SR8 P 04 TR e Il K, o R R R I E R B
ERMM I L. SH AR M =W EM 2 he —HWE
4CHK. ZPEREF 2 b BERL. BE 3K,
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1.3 GEil2ab ¥ A SPSSL7. 0 B i 47 8048 43 Hr 1 i %

B T R ATREE T ZHW . KB KE «=0.05,
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2.1 MTT i PMX X A549 4 it 3% 5 i 30 4175 0

W 1, 3 1AL, PMX X} A549 20 M B A 106 4E . W —

AR 8] AS ] vk B2 PMIXC A 22 [ (3 200 0 45 4 400 o 2% 2L 10 oM 2

A W — YR AL WA R 24 ho48 h.72 h JG . LL 72 h 34l
x1 AERE PMX %t A549 20 B 38 58 &4 # 1 2

(z=£s, % ,n=3)

PMX (pmol/L) 24 h 48 h 72 h

0.01 7.1943.31 10.93+7.31 21.88410. 23
0.1 17.07£7.89 18.53+7.33 27.3917.66

1 28.0347.39" 29.62410.47% 44.34+£7.04"
10 58.6340. 86" 68.2444,29"% 78.61+3.66"7

*P<C0.01, 5 [nIB AT 4L A s #  P<<0. 01, 5 [m) iR BE 4 bL A%

2.2 PMX{fi A549 40 H )5 IR A 7E S 81 AN [l vk (0. 01,
0.1.1,10 uM) Y PMX b8 A549 400 48 h J5 . 20 Jifd J& 401 4 kHL
Wr S, WER2.H4E 1,

®2 WmAEBRUENERBAPLSHHER(T+s,%,n=3)

21 a5 0 pmol/L 0.01 pmol/L 0.1 pmol/L 1 pmol/L 10 pmol/L
G 77.2243.64 68.34410. 71 63.72+6. 86 59.36+4.75 54,3142.54
S 17.39+4. 21 21.5743.53 26.95+4. 71" 34,76+3.85% 42.474+2.96%
Gy 5.39+3.69 10.09+£7. 88 9.33+2.44 5.88+3.91 3.22+1.85

* . P<0.05,% ; P<<0.01, 5@ o0 pmol/L #H L3,

2.3 PMXAb#E A549 4iffl)J5 SKP2 AR B Fm L HIRE
FIRKEEAA S Bractin 2R [ K BEAA 2 W3R 7R 8 A A A R 3K 7KF,
BHME A M FE K5 A4 0.38£0.03.B4
0.794:0.02,C 41 0.8440.02.D 4 0. 80+0. 05.E 41 0. 964
0.03, % HGE %X (P<0.01); 5 A4i4Hk,.B.C.D.E
ZH AR R N 3R Gk K OF B3 B m (P <<0. 01) . PMX &b B 5
SKP2 FEH R X T m, HAE—EMlk ERBE N, RiXEME
PMX ¥ BE iy 38 i 4 sk s 3 . WLt 4 & 2,
3 i i

SKP2 fii + A5 5 S Y kg i [ (5p13), EBAFHET
TASNMLEY S A, BB S5 b 3R 3 5 R Ak 1) 40 A 0 2 1 Cey-
clin) in : p27kipl, p130, p21wafl, p53,E2F, cyclin D1, cyclin E,
eyclin A cyclin B 45 4 14 R4 11 700 L OF 2 5k 28 38 10
$e o 5 S5O L JE) ST 400 A ek 0 o 2 g B 8 L AR T TR 1
KA VKIE . SKP2 7E 15 2 I e 4t At v v 2% 35 3035 0l 3R 0k 78
FEFRIR 0 R Ll 0 T R SKP2 Ry 32 3k n] RE S0 1 i R 1 a4
K5, Kudo %44 SKP2 siRNA kL5 e F 1 i % 98 40 il )
R SKP2 PUBR S 2B P27kipl 23K 03§, 300 i) 100 e 9% 9 40
M35 . [FAE, Lee 55 McCormick 75 a3+ #1631 13 i
AL AR T98G v SKP2 iy 2 3k vl LUE i T98G I 1=, 4 Wt
SKP2 W] /E 9 B PG J7 1) — A ¥ . SKP2 #E NSCLC A4t
i g ik, I 7E NSCLC & 4. R Rl & ZAEM, T
SKP2 £ §% NSCLC 4y Jd 1= . Jiang 7% SKP2-siR-

NAs #:YeF 3 #8840 fa tk 5 SKP2 2 [ Rk AL P27 A
F2iR T B b IR g 40 M A549 40 %% B SKP2-siRNAs J& .
A0 3 B SR 1226 I TSR T 36 %6, I L AR LA Ol i Bk
SKP2 3 [H 1 B #5 DL sl i) SKP2 2 [ /9 2638 8 il 3R 7
T R 1) — 2B A2

PMX & — Ff i (1) 22 #0500 44 590 5 3o 400 o) kg g v e
TR R A i . T R 3 R e A T R T SR L Y
M DNA F1 RNA (4 58 - fff 400645 T S 31 DA 1fi 412 328 fi 987 40
WL U8 T 3k BB MR A9 AE . 42 NSCLC 1, PMX £ F
69T R TR e A B S B Mk NSCLC R 4% K 22 50 h 85 0k 40 g
T« TN il TR B K AN B R BT S A R T IR A R
B AT FE 3k I PMIX R 14 il i 9 400 B A549 41 4y 5 56 %t
%33t MTT 3ES: PMX % A549 20 il B A W B4k 7E /. B
HE—E i B S B P, ) FE R R vk B RS T R R, LA
10 pemmol/ LB i 45 FH 85 B 2 . 0 ok 3 2 200 A J0 3R 2 A 40 e %
BL.PMX FEE Al A549 AMEBHHE T S . 3% 5 Wouters %107 fiy
SCHRH T AR A

AHESE B EHTT NSCLC JRJ7 o 3 HI 8 25 PMX X SKP2
T FK B R S LT i PMX A AE I i X SKP2
T VR — 2R 3 o 9R 20 R B0 . AR S 56 5E i Wes tern blot
%Y PMX A FL )5 B9 A549 41 il op SKP2 33k K T ¥ . 4
JZ . S: % 4 SKP2 7 1158 ik Bt W] 0 5 F 0 HE 201 . FL B 75 24 9 vk
BE 3G n , He Ik R . SKP2 23k 3 n] B4 1 b g 4n



1616

o E 35 SR 1 MTT 3% R PMX X A549 41 il B A W1 A
TR AL T 98 PMX AL 5 40 SKP2 Kk T . H
J& SKP2 #7151 ik i) 40 3% 28 A 2 LAAIRST PMIX X i i i 2
J A AR T BT LA SR SR B . SKP2 3% 3k i 1 i 2
PMX B H A A 25 58 28 S X 240 i JA3 309 90149 i vy 35 B, G LA
PLHEAS % 48 5 B A — P WFog. 4, SKP2 g 2N,
SKP2 i H &k LR R A5 PMX 657 997 30 % UG A 5% B Al
i AN g & 0 15| ke AR AT IR AT .
SKP2 & — > 5 2 Y U5 374 15 45 - SKP2 76 B 519 L 4K
GNP L I i | o A B A R Y SRR S TR AR SRR L

WEARIE . AT SKP2 5 2 ik 4 BUS 2% . SKP2 1Y % 35 it
BN IR — AR B A A A — A S BUI 5 AR . Osoegawa

UV E T 2 N FE AT B R SKP2 & NSCLC fy — A~ 37 #i )5
7, SKP2 B #3519 NSCLC B W5 AN R . SKP2 &2
PMX JA 97 Ml i 98 1) — > U5 48 #n o 7 ifE — 25 I F 5%

S ARSCE FURH R T PMIX KT i A 20 B 4 4 1
DA K S ST RELA s A BF 5% 2 B PMIX 4b B I il i O 410 i A549 41
fitld SKP2 2 [ %35 THim B AR BL I B Al i A 4 {2 SKP2
AR, IR B A RE R i PMX AT T AL L B s . TR
B 3 — 23 PMX 545 50 F 8 SKP2 &3k 25 1k 5
I AR A S BB g A Ja I R B AT db A R PMIX DL R 42 5 Al
It S5 A AT T S5 AR Ak T B A R B
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