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Effect of thrombospondin 4 on metastasis and invasion in lung cancer cells”
MO Zhengying \WANG Fengqin,Al Shuying
(Department of Oncology ,Taihe Hospital /A f filiated Taihe Hospital s Hubei University
of Medicine ,Shiyan , Hubei 442000 ,China)

[Abstract] Objective To investigate the effect of thrombospondin-4 (TSP-4) on the metastasis and in-
vasion of lung cancer cells. Methods The cellular proliferation was detected by MTT, the xCELLigence assay
was used to detect the cellular migration,and the 3D sphere cells invasion assay kit was applied to detect the
cellular invasion. Results After recombinant TSP-4 with 10 pmol/L level acting on the lung cancer cell line,
compared with the 0 pmol/L group,the cellular proliferation ability was significantly increased,and the differ-
ence was statistically significant (P<C0. 05). After incubating the cells with 10 pmol/L. TSP-4,the cellular mi-
gration ability was significantly increased (P<C0.05). On 7 d after adding 10 pmol/L TSP-4, the cellular inva-
sion ability was significantly increased. After inhibiting the expression of TSP-4 in cells by using the siRNA
interference method, its invasion, metastasis and proliferation abilities were significantly inhibited, and the
differences were statistically significant (P <C0. 05). Conclusion TSP-4 is an extracellular matrix glycoprotein
and can promote the invasion, metastasis and proliferation of lung cancer cells.
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1.1 #f s 3 Zak R il A549.H292 41 il [
o BRI A A B 2R ST K 3R 3 RPMI-
1640, % 10 % a4 13 (3€ [ Gibeo A H)) 100 U/mL
HRER.100 U/mL #% K, T 37 C.5% CO,.95%
WA CO, FFM 5, E4l TSP-4 HAWA %
[ Biovision v, siRNA i I 35 35 A4 ) 5 R A R
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H 2 E Invitrogen 2\ A,
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1.2.1 MTT S & ARk TSP-4 At
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REW L 100 pL B FLEEFF 96 fLA . &5 fL 200
pL B 5 AR AL B2 0t 8 A BE G 40 A R Xt
HRM S R AR SR AR rh B 3R JE R A R AL
A MTT #H# (5 mg/mL)20 pl,37 CA4LME 4 h,
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P (0 45 S FE AT VA AR 5 e R 490 nm P K AE AR A I
G0 2% FL R O B, AR i T A 2 2T B A i G A R
HIE R = (R LT3 A (/X RALFE 3 A B X
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1.2.2 B A549 K& H292 4108 /i #
it 1/l xCELLigence % %4tk (£ & ACEA Bio-
sciences A H]) . KR40I A & 2% 1L B9 DMEM £ 3%
FHRAIEH 200 pL 40 LB R E A CIM-16 plate
M) L2, B EgEdin A TSP-4, A TSP-4 B A4E Jg %f
ML ZETFE P AS 10% 13 ) DMEM ¥ 5% 5,
20 1) 3 B SR R A TR /NS Y AR R PO TR
ffi | xCELLigence RTCA MP ¥ #% 5 RTCA #
1.2 PEAT CTAAEIAE X 40 722 W 72 h,

1.2.3 4R 28525  TSP-4 %l 40 i 1912 28 fig
JIiE 3k 3D BRI AR 28 4 TR A, R R R
LR A 0 o A R R B B OR B, M
DMEM Fil i 35k 56 51 1R & 240 M, 76 3D BR 3% 7% 4l 19 B4~
LA 5X10% AN, #E 4 C &M ,200 g B
3 min, WEEFRMA 37 EWEE 72 h, ik BRI AL,
TEMMAR BT 2Z A 78 4 C % F.300 g B0 5
min. RJEHEEFRHRA 37 CFE 1 h e 2B
M . ZEFLH A 1 pmol/L 1) TSP-4, % 48 /N
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1.2.4 siRNA T4 ) TSP-4 3 H A 5F 5 M
siRNA %1 h: 1F X4 5'-GGC AGU UCU UGG
GUC AAA UTT-3', & X % 3'-AUU UGA CCC
AAG AAC UGC CTT-5', XFHd siRNA (751K . 1E
Y4k 5'-UUC UCC GAA CGU GUC ACG UTT-3',
K AE 5'-ACG UGA CAC GUU CGG AGA ATT-
3", A Y siRNA ¥y AR ¥ f# 7€ RNase Free dH, O 1,
BE il % 20 mmol/ L # £7 W 5 e P A7, 12 R % g L 5]
VLA B UEATHE YL, FEYLHT 1 doKF AS49 AL T 6
FUA 85 5 L 20 0% B IV REAE 24 h N 40 R 35 F)
70%~90% ., % Lipofectamine™ 2000 Reagent i} B
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1.2.5 Real-time PCR ¥ 35430 3 41, TSP-4-
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R, BHEDL 3AER., SRS AL ]G
48 h 4 A RNA. B RNA JE47 55 5% AL cDNA L i@
it SEHE B PCR U3 H LR . RVAR RN 20 pl,
Hp SYBR Ex Taq 10 pL. E Fi#f5I ¥4 0.4 pl,
¢DNA 2 pL.ddH,0 7.2 pl, 4R .95 CHids
P30 5,95 CAEPE 5 5,60 ‘CiB Ak IEMH 20 s, KA 40
AMER, R 222 a0 B R mRNA 944
KRRV, P IGEHE R RS W58 . GAPDH .
5'-ATC ATC AGC AAT GCC TCC TG-3' C(iF 1)),
5-ATG GAC TGT GGT CAT GAG TC-3' (JZ i)
TSP-4:5'-GTT GCA GAA CCT GGC ATT CAG-3’
(IE 1), 5'-CCC TGG ACC TGT CTT AGA CTT
CA-3" (1)),
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TSP-4 B H 40 72 h J& .7 10 pmol/L KFE5&MFF .
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