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[ Abstract JObjective . To research the effects of silencing tripartite motif containing 25(TRIM25) gene on cisplatin resistance and apop—
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tosis in cisplatin resistant lung cancer cell lines A549/DDP.
Methods ; Four types of short hairpin RNA were designed and
prepared. The recombinant plasmids (ptl,pt2,pt3,ptd) were
constructed respectively,which were transfected into A549/

DDP cells using lipofectamine. Real-time PCR and Western
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blot were used to detect the inhibitory effects. The resistance of cisplatin to A549/DDP cells was detected by MTT assay. Cell apoptosis

was tested by flow eytometry (FCM ). Results ; The recombinant plasmid ptl can inhibit mRNA and protein expression of TRIM25

specifically. MTT data showed that the cisplatin 1C, was decreased significantly in ptl group than in pNC group(P=0.000) and control

group(P=0.000) after the TRIM25 gene inhibition. According to the results of FCM, apoptotic cells was significantly decreased in ptl
group than in pNC group(P=0.005) and control group(P=0.004). Conclusion :TRIM25 gene silencing in A549/DDP cells can effectively

reduce cisplatin resistance and promote cells apoptosis.
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1.3.1  TRIM25 JE[A siRNA (i R ki 4k i pg gt 4t
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rect version2.0 11 4 ZANRF /N4 RNA (small interfer—
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TTCAAGAGA LUBHRIE ZIEE S, LA T6 454 ML s 2 k7
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JFCRET B A4 M pNC, shRNA -4 i TR 20 1+ 7 1 il
I 2 7 24 R L0 5 19 8 v SE R

%2 TRIM25 #1 p-actin K545
Tab.2 Primer sequencing of TRIM25 & B-actin
PHG=Y) LS T E)
5’ ~CGAGGTGGAACT- 5’ -TTCACAGGGCGTGTG-
GAACCACAA-3’ GATTT-3’
5" ~ACGAGACCACC- 57 -TAGAAGCATTTGCG-
TTCAACTCCATC-3’ GTGGACGA-3’

TRIM25

B —actin

1.3.2 Mg BOSEUE KNI EER T 24 FLAR , 1.0 x
10° 4~/AL, Bl R 90%~95% i FE IR M Poly. Jet™ 6
PTG YL BT . Foki=1.5 pl:0.6 wg(2.5:1) J s Lt , %
YL 48 h J5 R TRIM25 mRNA 38555, 7Y% 72 h 5460
TRIM25 ik,

1.3.3  Real—-time PCR  Trizol %LU L 4N E RNA J5 0F
79 e PCR, SOV 451195 CHUEYE 30 5,95 CAEME 10 55
56 CiE K 20 s;72 CHEfH 30 s;30 DGR, e J5 72 CHE
415 s, TRIM25 FIZ: B-actin TSI H i Invitrogen 2%
AG R, AN 2, S2Ee 434 R Optl 41 ;@p2 41 ; @pt3
2 ;@pd 4 ; GpNC 41 ; @XFHRAL, SCgs ST b & 3 1K,

F 1 TRIM25 E[H siRNA F5
Tab.1 siRNA sequencing of TRIM25

siIRNAJF41 IEXEE(S =37 )
pil 5’ ~GCAAATGTTCCCAGCACAATC-3’
pi2 5’ ~GCTCTGTCAGAGTGCTATACA-3’
pi3 5’ ~GCATCTGCTACGGAAGCATGA-3’
pi4 5’ ~GCTCCTGGAGTATTACATTAA-3’
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FeEm) TR T MTT 32486, K554 36 h 5 A i fh
T 96 FLEFFEM (5 x 10° 4f/AL ), 5537 12 h 5, 3 RS EE
BT AR N AR 3545 . DDP £ 4 1000,100,10.1 ,
0.1.0.01.,0.001 pg/ml, T 37 °C.5%CO, ¥z 72 h, LA 5 mg/ml
MTT(20 wl A4L), 1537 4 h, A~ H EF 0 (dimethyl sulfoxide,
DMSO) (150 pl/AL), & IR 10 min, F 570 nm 45 FL %
JEBE (absorbance, A)H, AMMAERKAMBIZR (%)= (1-FHH A
H/ATIELH A ) x 100%, ST GraphPad5.0 2/ (4 A1)
BT 105, 2804320 . Dptl 2H; @pNC 2H ; @XF IR | 5246
M EE 3K, A S AMRAL.
1.3.6 AT EI A Annexin V-FITC 4l )5
TR &, L V=FITC/PT XY 2 40 LSO 290 i 7
TGN, FHANEZ 6 weg/ml DDP AEFH 48 h )& , 1% PBS
VI AN, TR BT 500 pl 258 i, A 5 wl 5
Wi UL 9¢ 2% (annexin V—fluorescein isothiocyanate , FITC) Fl
5 wl WAL 5 IE (propidium iodide, PT) , 8 LI AL 15 min 5
PEATH AN T, S8 434 - Dptl 41 ; @pNC 41 ;@)% i
20, g R 3K
14 %t FoHr

TR SES AR ST 43 BT R SPSS 19.0 A3, 1
TORER TR £ FRUEE (v 25 ) TR, GEiTF T LR N4
KR T7 22500, BT He sk Tukey #1 Games—Howell He#s,
K56 /K HE «=0.05

2.1 #:3J5 TRIM25 mRNA K-F %46

Real—-time PCR Z5 5L iR (% 3 & 1) il b2 5+ B
B G275 X (F=42.778,P=0.000) ., 5%} 2 ik, T4E2H
ptl .pt3 () mRNA Rk B AL, H2s B G 2#m X
(P=0.000), Tl pt2 .ptd  FIPEFRXT B pNC 21 T64E
s . P THid ptl 4iHE mRNA kK4 (0.110 =
0.013), W1 BAKT pt3 4H(0.432 +0.013), 5 HA Gt it
X (P=0.013),

% 3 RT-PCR #&ill TRIM25 £ & 227 mRNA HIRi%
Tab.3 Expression of mRNA of TRIM25 detected by RT-PCR

SRR 5 pNC i 5 p3 B

SR HIRE + B

PAH PAH PAH
ptl 0.110 £ 0.013" 0.000 0.000 0.013
pt2 0.785 + 0.038" 0.064 0.149 -
pt3 0.432 +0.013* 0.000 0.000 -
pt4 0.838 +0.078 0.189 0.393 -
pNC  0.994 +0.165 0.994 - -

YFARZH 1.035+0.138 - - _
e ra, HXTHEZH LS, P < 0.05;b, 5 pNC HL#L,P<0.05;¢, 5 pi3
#,P<0.05

1.4 9
1.24

TRIM25/B-actin
c o o o =
Pr 2=

(=]
.

ptl pt2 pt3 ptd pNC X HEZH
B 1 RT-PCR #&ill TRIM25 & 2H/ mRNA 3£ i%
Fig.1 Expression of mRNA of TRIM25 detected by RT-PCR

2.2 #:4 )5 TRIM2S5 & @ K-F R
Western blot 453 85 (F 4 K 2), 40 tig £ 55 H
Gt a8 L (F=49.375,P=0.000) . 5% M4 bz, THR41RY
TRIM25 3 11155 B R AT, Ho2e 5 BT g it/ 3, T
pNC HITEGH 225 . 5 pNC A LA, ptl pi2 pt3 A 25 34l
HA G242 3, pid L2255, 4744 real-time PCR
5 Western blot 51T LLZFLT 4L pt1 IR fe dr
[, BEUSTRL ptl #E47 F — 205580,
# 4 Western blot #&ill TRIM25 & B &%
Tab.4 Expression of TRIM25 protein detected by Western blot

o o SXTHRZALEEL 5 pNC AR
SRSl PE bR Pl Pl
ptl 0.305 +0.012" 0.002 0.001
pt2 0.349 + 0.024" 0.048 0.042
pt3 0.335 +0.023" 0.034 0.027
pt4 0.408 + 0.004" 0.005 0.053
pNC 0.447 +0.010 0.931 -
X HEZH 0.453 + 0.006 - -

T a, X IR LA, P< 0.05;b, 55 pNC [E4Z, P<0.05

TRIM25 SRR S s S s e = 7| (D

B-aclin W W — N S S =3 (D

ptl pt2 pt3 ptd  XFHEZH pNC
2 Western blot #:illl TRIM25 & A Ky FRi%

Fig.2 Expression of TRIM25 protein detected by Western blot
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2.794) (P=0.000) , VLA £ X TRIM25 R #4TH RNA T4
AT RS IR A AS49/DDP AT 2450 & A 35 |

% 5 A549/DDP ZHAaIZA1ET{L
Tab.5 Changes in the durg resistance of A549/DDP

SR YR e hRfEE SXTER4IHAY 5 pNC AR
(pg/ml) P{H P{E
ptl 16.352 +3.160" 0.000 0.001
pNC 30.150 +3.552 0.961 -
X EZH 30.696 + 2.794 - -
T :a, S0 AL HH, P< 0.05;b, 55 pNC 8, P < 0.05

24 AT R T

FCM 25 R B R A 3,3 FH 4 e) i 25 55 HA G40
M (F=35.796,P=0.000), ptl ZH .pNC ZHFl A549/DDP £H 42
RT3 910 (11.327 £ 1.387)%. (3427 £ 1.220)% . (3.647 =
1.300)% , H:o pNC 41 5% R4l i 22 S TC B i F 2438 L (P=
0.975), pt1 20 B4 A 722801 KT pNC 4 (P=0.005) ,XF
IHZH (P=0.004) , H2s R ¥ BA G428 L
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