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Figl Effect of Grb2 snall nterference RNA ( siRNA) trandection on apoptosis of SKBr3 ( x100). A:

SKBr3 cellswithout trandfection; B, C and D: 24,48 and 72 h after Grb2 sRNA trandection The arrovs shoved the gpopiotic cells

detected by TUNHE. test Bar means 504 m.
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Tab 1  Apoptosis of SKBr3 cells tran sected with ,
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Fig2 Effect of Grb2 siRNA trandection on SKBr3 cell apoptosis by Annexn /Pl staning A: SKBr3
cellswithout trandfection; B, C and D: SKB13 cells at 24, 48 and 72 h after trandection with Grb2 sRNA, regectively
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Fig3  Effect of control vector on SKBr3 cell apoptosis by Annexn /Pl stahihg A: SKBi3 cellswithout
trandection; B, C andD: SKB13 cellsat 24, 48 and 72 h after trandection with control vector, repectively.
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Fig4  Expression of active cagpase 3 n SKBr3 cells A: SKBr3 cellswithout transfection; B: SKB13 cells transfected
with Grb2 sRNA for 48 h

. '. ‘ - £ -
A gt oo %\ Ly B C *
4 4 : . -
¢ W 0' & ),' . .
4 ."‘.. *-’ . # . % ®
o 2 » o oo . )
2 ™ = ) y - \ +,
A e g . M
AL 1 . ’ ’ ;i .
. + % -, ’ ‘ =
. ._{ 4 - G BN a \
+# ” .
] e N  — ‘.. e . b — WY _—
—
; "w W op T
D ¢ * ‘. '0 . E 4 ‘ ® . " F '.:,1 | o -'. -
p ; ® ‘,o.\. s . 13 g e
o e AN oy & > K g g e e
& ia.® .' < e A 1 4 S 'l .., .\ e
. < > pe Wy . " :
.. ‘\w » e 9'\ ® F o re
b ot # v N M" ‘ i X '\ - m’ : .“ -1 ’
i . .." . x ’\ 1 .., #° -‘ ; % \ " G & [ ]
b et ;b i v Lt TN RPN i a-»"".‘
H\ s & g .)' "‘. ’ oy G ’ T nall | &S 8 < I\m A P
’ ° " . ie * « i K <. 5
‘( .‘ o’ < "’ b 78 —_—
4 Cra . R ’ .-

Fig5 Immunocytochan istry result of Grb2 expression of SKBr3 cells tran dected with siRNA ( % 100).

A, B andC: SKB13 cells trandected with Grb2 siRNA for 24, 48 and 72 h, repectively The expression degree of Grb2was + - # ,
+ -4 and - - +, repectively D, E, and F: SKB13 cells transfected with control vector for 24, 48, and 72 h, repectively The
expression degree of Grb2 wastt , # , and #+ - # , repectively; bar means50u m. - : The cell was not stained, and the rate of
stained cells in the field was <20%; +: the cell was dlight stained, and the rate of stained cells in the field was20% - 40%; + :

the cell was strong stained, and the rate of stained cells in the fieldwas40% - 75%; tt : the cell was strong stained, and the rate of
stained cells in the field was>75%.

232 Western 1 2 3
,W estern Grb2 ) ) 5 I
48 h Grb2 ( o),
Grb2 sRNA Grb2 Fig6 Grb2 expression of SKBr3 cells tran Sected
2 4 Grb2 siRNA with Grb2 siRNA. SKB13 cellswere trandected with Grb2
sRNA, and the Grb2 expression level was studied by W estem
blot assay Lane 1: without trandection; lane 2: 24 h after
W estemn SKB 13 transfection; lane 3: 48 h after trandfection The Grb2 expression
Grb2 sSRNA was inhibited at 48 h after trandfection
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Effect of nhibiting expression of growth factor receptor-bound
proten-2 on proliferation of breast cancer cells

YE YunBin, CHEN Hui-Jing, L U Fang, L |Jie-Yu, CHEN Qiang
(L aboratory of Immuno-oncology, Fujian Provincial Tumor Hospital, Fujian M edical

U niversity, Fuzhou

Abstract: AM To confim the effect of
growth factor receptor-bound protein-2 ( Grb2)
inhibition on the advance of breast cancer

M ETHODS Grb2 snall interference RNA
(siRNA) was trandfected t breast cancer cells
(SKB13) byL ipofectamine transfection system.

Trypan blue exclusion assay was used to ob-
srve the inhibition of cell proliferation The
gooptosis of breast cancer cells induced by

350014, China)

Grb2 sRNA was analyzed using TUNE. assay
and Annexin /Pl staining The expression of
Grb2 in SKBr3 cells trandected with Grb2
siRNA was exanined with immunocytochemis
try The expression of signal molecules inclu-
ding Grb2, extracellular signal-regulated kinase
(p42/44 ERK) , phophorylated ERK ( P-p42/
44 ERK), pmof-oncogene proteins c-akt
(Akt) , phophorylated Akt(P-Akt) and STAT
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5 trancripition factorwas evaluated by W estern
blot assay Cagpase-3 was exanined by flov cy-
tometry(FOM ). RESUL TS Trypan blue ex-
clusion assay showed that Grb2 sRNA could
inhibit the growth of SKB 3 cells significantly.

TUNHE. test demonstrated that the percentage of
goop otic cells increased greatly on SKB 13 cells
trandected with Grb2 sRNA in a time-depend-
ent manner Annexin /Pl analysis al® sug-
gested that the inhibition of Grb2 lead © the
gooptosisof SKBr3 cellsobvioudly. After trans
fection for 48 h, the level of active capase 3 of
SKB 13 cellswas up o 17. 43% fran 0 99%.

mmunocytochemistry demonstrated that the ex-
pression of Grb2 decreased greatly in SKBr3
cells trandected with Grb2 sRNA, and the ex-
pression degree decreased from # (24 h after
trandection) to + to - (72 h after trandec-
tion). W estern B lot assay showved that the inhi-
bition of Grb2 could decrease the level of phos
phorylated ERK (including P-p42 and Pp44) ,
P-Akt and STAT 5 transcription factor of SKB r3
cells significantly The ratio of relative band
density of P-p42 ERK vs p42 ERK was repec-

tively (60 £17) % for without transfection, (38
+ 13)% at 24 h after trandection, and
(21 +8) % at 48 h after trandection; the ratio
of P-p44 ERK vs p44 ERK was regectively
(104 +16) % for without trandfection, (49 *
13) % at 24 h after trandection, and (30 *
10) % at 48 h after trandfection; the ratio of P-
Akt vsAktwas regectively (40 +6) % for with-
out trandection, (32 + 10) % at 24 h after
trandection, and (15%4) % at 48 h after
trandection; the relative band density of STAT
5 transcription factor decreased o (64 +6) %
at 24 h after trandection and (52 +14) % at
48 h after trandection, compared to that with-
out trandection CONCL USION Inhibition
of Grb2 expression has inhibitory effect on
breast cancer cells and induces gpoptosis

Key words receptors, growth factor;, RNA
interference; breast neoplasnas gooptosis
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	结论:　抑制Grb2(生长因子受体连接蛋白-2)的表达可抑制乳癌细胞生长并诱导细胞凋亡
	本研究结果提示:  Grb2分子的封闭可阻断细胞内相关信号通路的传递,并活化胞内capases 3分子,从而诱导SKBr3细胞凋亡, 抑制肿瘤细胞的生长、增殖, 有望成为新的抗肿瘤作用的靶点。

