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Effects of TRIM25 overexpression on drug sensitivity of human lung cancer

cells H1299 to cisplatin
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[ Abstract ]Objective . To investigate the effects of tripartite motif containing 25(TRIM25) overexpression on the chemotherapeutic drug
sensitivity of human lung cancer cell line H1299 to cisplatin and the molecular mechanisms. Methods : TRIM25 overexpression plas—
mid vector was constructed by gene cloning techniques and was transfected into H1299 cells. Efficiency of transfecion was observed
under fluorescence microscope. Western blot was used to determine the TRIM25 protein expression level and the change of pyruvate ki—
nase isozyme type M2(PKM2) protein level when TRIM25 was overexpressed. After treating untransfected and transfected H1299 cells
with cisplatin for 24 h,drug resistance was detected by MTT assay and apoptosis was detected by Annexin V/PI. Results . Compared
with those of H1299 blank group and pGCMV/neo empty carrier group, TRIM25 protein levels of pGCMV—trim25 transfection group
were significantly increased (P=0.003, P=0.005 respectively). Moreover,when up-regulating the TRIM25 ,PKM2 expression was re—
duced (P=0.001,P=0.003 respectively). After cisplatin treatment,drug sensitivity as well as apoptosis rate of pGCMV —trim25 trans—
fection group were significantly decreased (P<0.001,P<0.001). Conclusions :Overexpression of TRIM25 protein in lung cancer cells
H1299 could decrease the drug sensitivity to cisplatin by down-regulating expressions of PKM2.
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M1k, 2~3 d B 1R,
1.2.2 TRIM25 S R A MFE MG TRIM25 mRNA
Y CDS 4ifi X (4551 (GenBank 25 : NM_005082.4) , F1| FH]
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GGGGGAGCAGATGGAGAGT=3" . B A K1 1 H1299 4
PR RNA, LLEL RNA SRR , 10045 55 A cDNA, 1
DL cDNA £EfRH PCR FAMEAT 1Y, PCR =14 193515
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& pGCMV/EGFP/Neo, T4 DNA JETERERE R, =Yk
1k DHS o 325210 , T LB 35l AR (5 R ARE 2% 50 pg/ml)
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Fig.1 Growth state and transfection efficiency at 48 h
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LA pGCMV—trim25 4 YL 20 85 111 5 28 I B 4347, 2
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0.037) H1(0.688 £ 0.061) ,3 21 Z [0 22 B B A G it 23 2 X
(F=13.928,P=0.006) ; HA P LA 25 5 SR, pGCMV —trim25
AR YL AU TRIM25 19335 W] 1 & T-45% % pGCMV/neo %8
AR 5 H1299 25 (4 (43128 P=0.003, P=0.005) , Tfii%% 4%
pGCMV/neo 25 B4 5 H1299 25 (4 AH [ 2% F B S 27
B (P=0.585) (K 2),

1 2 3
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Fig.2 Detection of TRIM25 protein level in each group
by Western blot
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g 3 4551 AR, H1299 25 (4 545 pGCMV/neo 25 7%
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N PKM2/B-actin f LLAE 537l J& (0.683 £ 0.073) , (0.764 +
0.061)F1(0.456 = 0.036) ,3 #H 2 0] 2% F HA G2 L (F=
21.717,P=0.002) ; H: W 5 LE 42 45 5% 7R , pGCMV —trim25

LR A T PKM2 (9 323K 5855 Y pGCMV/ineo 25 24K 41 K
H1299 25 FTZE I 90 (435108 P=0.001, P=0.003 ), Ifi % 4t
pGCMV/neo 25 B AR ZH 5 H1299 75 LA LA 22 R4 12
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Fig.3 Detection of PKM2 protein level in each group
by Western blot

2.4 MTT &4 2m fo 25

25 MTT 26, H1299 25 20 Y pGCMV/neo 25 4744
ZH A1 pGCMV —trim25 %5 Yt 25 410 M9 XF W40 1 1C5, 53 3 &
(3.689 £0.384) pg/ml, (4.007 +0.592) pg/ml, (32.828 +0.621)
pe/ml, 3 42 8122 5 BAT et L (F=3 387.18,P=0.000) ;
pGCMV —trim25 5 YL 4 X AR ) 1Cs, /2 H1299 75 14111 8.9
5, pGCMV —trim25 %% He 20 S MR 471 119 Tirf 24 14 B 8. 38 i (=
0.000), W5 1,

F1 HEIAETE H1299 G251
Tab.1 Drug resistance of H1299 cells before and after

the transfection

Iy 1Cso RI
H12997% 141 3.689 + 0.384 1.000
Yy pGCMVineo 25 3R 4.007 0.592" 1.086
pGCMV—trim25 54 3L2H 32.828 +0.621° 8.899

T ra, 5 H1299 25 1 4H R, P=0.000; b, 5 H1299 25 |94 &k,
P=0.464
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Annexin-V
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Fig.4 Detection of apoptotis rate after being treated with cisplatin
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£ 2 EYETE H1299 ARaAETH
Tab.2 Apoptotis rates of H1299 cells before and after
the transfection

o] T (%) FAE P1E
H1299%5 4 0.166 +0.011
YL pGCMV/neo 25 384R4H  0.167+0.008"  359.08  0.000
pGCMV—trim25E gL 21 0.016 6 £ 0.003"
¥ ra, 5 HI1299 55 (4 LS, P<0.001;b, 5 HI299 25 (141 Fb &,
P=0.961
33 i
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AT, DN AS49 IR 40 MRz RIS A &R
P 1T TRIM25  PKM2 2500 347 9 3% A fig
2 55 g AR i 25
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A, I R NG T M A 5 19 J7 2 2 e N Bl 968 400 i
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Binlfd TRIM2S 2 178 H1299 4l #ik, i
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.5 H1299 75 YL pGCM Vineo 75 AR AH
EL , pGCMV —trim25 %% 3 28 20 Jifg i A5 K i R B
REALG, B % I 200 B T [ ASE W P38 4600 P ek R A1
RI & 8.889, Annexin V XEigE HA &L Mk, A]
IS A I T R R RSN B NR Ik 22 &R , AT 5%
K H Annexin V/PLIE4RMIAGIH TR FCM K 4%
H R H1299 40054 4% pGCMV —trim25 & 8 7%
W SRR, gk —E B TRIM2S 2 Z ik ] 17 it
A5 S A AL R T, DT P Te 4 6 1 245 40 e
WA RIS RS E TRIM25 5ob 83 1 248 B ek
F| PKM2 WUEE 1K N, EuEse ) B 2R AR 4
b PKM2 223K K B AT e 4 0T A7 24 0 1
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WYY | 33 R P T 40 i 25 LRSS TR R
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