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Fig. 1 The analysis of EGFR, K-ras, p-JNK, c-Jun and cyclin D1 in NGX6- transfected
cells and non-transfected cells by Western blot
(a) The expression of EGFR, K-ras, p-JNK, c-Jun and cyclin D1 analyzed by Western blot, a-tubulin used as control. /: HT-29; 2: pcDNA3.1(+)/HT-29;
3: pcDNA3.1(+)/NGX6/HT-29. (b) The bar graphs above represent the relative quantities of EGFR, K-ras, p-JNK, c-Jun and cyclin D1. 7: HT-29 cells;
2: pcDNA3.1(+)/HT-29 cells; 3: pcDNA3.1(+)/NGX6/HT-29 cells. These results revealed the expression of EGFR, K-ras, p-JNK, c-Jun and cyclin D1
were reduced in pcDNA3.1(+)/NGX6/HT-29 cells, compared with other two groups.
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Fig. 2 The growth of xenografts of NGX6-transfected and
non-transfected HT-29 cells in nude mice
(a)Xenograft formed by HT-29 cells. (b)Xenograft formed by pcDNA3.1(+)/
HT-29 cells; (c) Xenograft formed by pcDNA3.1(+)/NGX6/HT-29 cells. The
result showed that the tumor size of NGX6-transfected xenograft in nude mice
were reduce, compared with non-transfected xenografts (P < 0.05). /: HT-29

cells; 2: pcDNA3.1(+)/HT-29 cells; 3: pcDNA3.1(+)/NGX6/HT-29 cells.



2008; 35 (5)

FRHEZ. 7= NGX6 #1#] EGFR/K-ras/JNK/c-Jun/cyclin D1 155 @RI R

*573

2.2.2  Western blot 73 HT NGX6 % 4 X # il #5498
1 EGFR. K-ras. p-JNK. c-Jun I cyclin D1 % JiX
IS . R IT NGX6 LK N IR X EGFR /¢
T INK I R e, kK H Western blot )
B NGX6 % H iy i #R 5L F% 4 J H EGFR. K-ras,

K-ras . 21 ku
. S4ku
p-INK
46 ku
39 ku
1 2 3
36 ku
Cyclin D1
31 ku

1 2 3

p-INK. c-Jun Al cyclin DI [fJ3&i5, KIL pcDNA3.1(+)/
NGX6/ HT-29 44 # %% ' EGFR. K-ras. p-JNK.
c-Jun Fl cyclin D1 &IA Fif], 4354 pcDNA3.1(+)/

HT-29 41 ) 44.6% « 45.7% « 383% . 34.4% Fl
45.6% (& 3).
& EGFR
30
0
10
0 ]
1 2 3
250 K-ras
200 ]
il
5
: []
1 2 3
40t p-JNK
30F  —— N
20
10
o ]
1 2 3
c-Jun
15
100 [ ]
st
0 ]
1 2 3
Cyclin D1
20
15¢
n B
st
: ]
1 2 3
«-Tubulin
6
4
‘a0 m
ol L | | |
1 2 3

Fig. 3 Analysis of expression of EGFR, K-ras, p-JNK, c-Jun and cyclin D1 in

NGXG6-transfected and non-transfected xenografts by Western blot

(a) The expression of EGFR, K-ras, p-JNK, c-Jun and cyclin D1 analyzed by Western blot, a-tubulin used as control. 7: HT-29; 2: pcDNA3.1(+)/HT-29;
3: pcDNA3.1(+)/NGX6/HT-29. (b) The bar graphs above represent relative quantities of EGFR, K-ras, p-JNK, c-Jun and cyclin D1. /: Xenograft formed

by HT-29 cells; 2: Xenograft formed by pcDNA3.1(+)/HT-29 cells; 3: Xenograft formed by pcDNA3.1(+)/NGX6/HT-29 cells. These results indicated
that the expression of EGFR, K-ras, p-JNK, c-Jun and cyclin D1 were down-regulated in NGX6-transfected xenograft, compared with non-transfected

xenografts.
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Fig. 4 Expressions of EGFR, K-ras, p-JNK, c-Jun and cyclin D1 in NGX6-transfected and
non-transfected xenografts in nude mice analyzed by immunohistochemistry
(a) Xenograft formed by HT-29 cells. (b) Xenograft formed by pcDNA3.1(+)/HT-29 cells. (c) Xenograft formed by pcDNA3.1(+)/NGX6/HT-29 cells;
These results revealed that NGX6-transfected xenograft in nude mice expressed lower level of EGFR, K-ras, p-JNK, c-Jun and cyclin DI than

non-transfected xenografts.
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Inhibitory Effects of NGX6 Gene on EGFR/K-ras/JNK/c-Jun/cyclin D1
Signal Pathway in The Colon Cancer °

WANG Xiao-Yan"?, SHEN Shou-Rong"”, LIU Fen", PENG Ya", LI Gui-Yuan?®, FAN Song-Qing®
("Department of Gastroenterology, The Third Xiangya Hospital, Central South University, Changsha 410013, China;
? Cancer Research Institute,Xiangya Medical school of Center South University, Changsha 410078, China;
Department of Pathology, the Second Xiangya Hospital; Central South University; Changsha 410011, China)

Abstract Previous studies indicated that NGX6, an EGFR negative regulating gene, can reverse the malignant
phenotype of the colon cancer and down-regulate the expression of MADD(MAP-kinase activating death domain)
which is an essential protein in the JNK pathway. All these results implied that whether NGX6 inhibits tumor
growth by inactivating the EGFR-mediated JNK pathway? Western blot and immunohistochemistry were
performed to detect the expression of EGFR, K-ras, p-JNK, c-Jun and cyclin D1 in the colon caner cell line and in
the tissue of xenografts in nude mice, aiming at deciphering the effects of NGX6 on EGFR/ K-ras/JNK/c-Jun/cyclin
D1 pathway both in vitro and in vivo. The results showed that NGX6 re-expression considerably suppressed the
growth of xenografts in the nude mice. Data from Western blot revealed that NGX6 significantly down-regulated
the expression of EGFR, K-ras, p-JNK, c-Jun and cyclin D1 in the colon cancer cells. And the further analysis by
immunohistochemistry and Western blot in vivo indicated that NGX6 decreased the expression of EGFR, K-ras,
p-JNK, c-Jun and cyclin D1 in the xenografts in nude mice, which were consistent with in vitro observations.
Such evidences suggest that the major mechanism of NGX6 in colon cancer is negatively regulating
EGFR-mediated INK pathway, laying the experimental basis for further elucidating the mechanism of NGX6 gene.

Key words colon cancer, NGX6 gene, EGFR, JNK pathway
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