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Abstract: [ Objective |To investigate the effect of SPON1 expression on invasion and metastasis of
osteosarcoma cells. [Methods] The osteosarcoma KHOS cells were divided into control group,
blank transfection group and si-SPON1 group,the blank transfection group was transfected into
siRNA ,and the si-SPON1 group was transfected into siRNA-SPONI1. The cell proliferation was
detected by MTT,and invasion and migration of cells were detected by Tranwell and scratch test,
the expression of SPON1 protein and FAK/Src signaling protein was detected by Western blot.
[Results ] The relative expression of SPONI protein in si-SPONI group was 0.212+0.087 ,which
were significantly lower than that in control group and blank transfection group (P<0.05). There
were no significant differences in the absorbance A value at 12h,24h,48h and 72h after transfec-
tion among three groups (P>0.05). The cell migration rate and the number of invasive cells in the
si-SPON1 group were 14.08%+3.11% and 75.64+24.20, which were significantly lower than those
in the control group and the blank transfection group (P<0.05). The relative expression of p-FAK
and p-Src in si-SPON1 group were 0.354+0.100 and 0.310+0.101,which were significantly lower
than those in control group and blank transfection group(P<0.05). There were no significant differ-
ences in the relative expression of FAK and Src among three groups(P>0.05). [ Conclusion ] Inhi-
bition of SPON1 protein expression can inhibit the migration and invasion of osteosarcoma KHOS
cells,which may be related to FAK/Sre signaling pathway.
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Fe, BB AR AR A A0 i 69 Opti MEM 32 7%
A HH, KGN siRNA B8 Rk 41K 1% si RNAs
W % 3] 100nmol/L, f£ 37°C .5%CO0, 3 7= 45 F 3 7~
M #H 4h, R HILA A4 iF ey Opti MEM 3% 7% &
B

WP 2 & 2019 4 25 5% 10 4

1.2.3 MTT % o3 58 52 3
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Table 1 Comparsion of SPON1 protein expression in 24h 48h #= T2h BoLE A AR 2 F ¥ L4+ F &
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Blank transfection group ~ 0.897+0.113 8.795 <0.001

Si-SPON1 group 0.212:0.087 24 &2 FAK/Ste £ 583 & & Rk it

si-SPON1 22 p-FAK = p-Sre 7 F 8] 2 A& F %

BAn R G428 (P<0.05); 2 B2l (2 g4k
si-SPON1 28 FAK #= Src & @ AR % & ik T 048 £ ¢
E4it &L (P>0.05), W Table 4 4= Figure 3,
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Figure 1 Western blot detection chart

Table 2 Comparison of absorbance A values of cells transfected at 12h,

24h,48h and 72h in each group (x+s,n=6) BRBLAERETRNE, ZFLE
Groups 12h 24h 48h 72h VERP G R IR AFE S AR RFEALT A
S oy QS O D0 imena [N
ank transfection group 0.343+0. .460=+0. .680+0. .752+0. T R oy
Si-SPON1group 0.340:0.091 0.455:0.106 0.681%0.118 0.753:0.138  JAALAMCEERT, FE45 H 4k A M F R A
F 0.846 0.955 1.012 1106 B AL, RZht i BA 5 Bk &4
P 0.761 0.655 0.521 0.501

B B R TR E R
Table 3 Comparison of the cell migration rate and the number of BT L SRR LEY X%

invasive cells among 3 group (x+s,n=6) ]
BRI NEE WG K IRALE R, R

Groups The cell migration rate(%) The number of invasive cells
Control group 35.46+2.64 250.16:£86.94 R R KR W R E R AR
Blank transfection group 34.10+3.80 245.82+90.15 HEEFAKRALENIRRE, L&
Si-SPON 1 group 14.08+3.11 75.64+24.20 - . o .
G = 3 b E 4>
P <0.001 <0.001 BRPUHE R B, KB R R ES
3 EFARMERARRGER ALK G

oA LT R TRAERBA L.
RREGHEBG S THH, AHE A
TR A B PR AR TE
SPON1 %& & ;& —Fr A #e 3h 4 69
JiE JiG JRAR 4 B B ok 0 2 R Sh K R M R
12 I N P e S e A DS ks e 2
X 25 9x1010 fr b 22 % %o P oY i B Ab
270 LA 5 SPONI 25 44948 5 4k,
% SPONI1 % i% s % 4k 4 & )5 #E AT it
AELERE FE, TRREAMA
BOAPZE TR FeE LG E K,
AL A KB T -B 7T A A-F SPONI A

1 2 3 AR R AL 2R Ay A e B R R R
(1:control group;2:blank transfection group;3:si-SPON1 group) —%‘éf}' BB b 7" SPONT iE 45 4% %
T AKX 'R 1R 5 , XL P Ei
Figure 2 Cell invasion images of each group o A B L 2 3 B S LA ] A
2 G
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Table 4 Comparison of protein expression in FAK/Src signaling pathway in each group

The relative expression of The relative expression of The relative expression of The relative expression of

Groups FAK protein p-FAK protein Src protein p-Src protein
Control group 1.215+0.154 1.141+0.160 0.356+0.101 1.154+0.160
Blank transfection group 1.197+0.146 1.100+0.146 0.358+0.106 1.130+0.152
Si-SPON1 group 1.210+0.144 0.354+0.100 0.355+0.103 0.310+0.101
F 1.241 7.846 1.011 6.164
P 0.412 <0.001 0.520 <0.001
1 5 5 T4t A SPON1 & & 69 4 4 ; £ i (focal adhe-
DFAK — sion kinaSEf,FAK) & — A G A bl IR P 0 BE R BRI
B, AR R FAK £ % A R R4 AR 6 Y
FAK [. —-—I TP AR — ALY RIA, T B G 09 BACAK T A
e [ — REHEHRSN 5 FAK 09 Z AR ER % S\rc el
FEA ML P AL, S Sre HEEHEG B
see | — W e A B R AR e A5 AL 3 e
ML ey B A5, KL A Sre & @ BLBE A RN
-actin | e— I - . , . s
Proe e S B 0 K K A A5 W 3% Y Western
(1 :control group;2:blank transfection group;3:si-SPON1 group) blot 5% 3> 2 R £ = ,si-SPON1 21 p—FAK He p—Src g

Figure 3 Western blot detection chart
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# Western blot 5% & 4 R £ = ,si RNA-SPONI1 /& 7]
0 FHAR R, S m e e 5+ gk 7 SPONI
J& R 49 £ ik ,si-SPONI1 21 SPON1 % & A8 5+ £ ik 2 9
BART AR AR G 45 (P<0.05),MTT 2m i 3%
HEBERE T, 3ANBREMEG T F EF, 3
AR 4 5Tk B SPONT 3F 7R & 3% »f 4m i 09 3§ 7845 K,
B, it —F s R B Mgy BT T
#t R SPON1 % & ;Transwell m i3 £ X% R 2
7T ,si-SPON1 28 2 it i 4% & Fodz 22 tm Je B BAK T
xF B Fe 2 G A% 4 28 (P<0.05) , 3L % SPONI % & #&
BRI B A0 4R R A A, L AT T AR
m, EREE N B IR A EFRY AT P
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RAKRT AT R Ar S G A 4 40 A9 3F R W G A 4
40 F= si-SPON1 48 FAK #» Src & & 483+ £ ik & o4
2R % FEL (P>0.05), 38 SPON1 &8 5
FAK #= Src #) &% 824048 % B ,SPON1 T % i}, FAK 12
Tl B HE R Y, EAK T FAK #= Sre BB AL & G
89 F ik R AR T B R m LIRS R A

2z L prik ,SPON1 & & 48 4% % B 1 78 0 Je o)
1z Fe kA4 A, 7% SPON1 & & £ ik, 7T Ak F
K & KHOS %m e it #% fo iz 2 48 1, L AUH T a5
FAK/Src 1% 5 i@ 344 %
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