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ABSTRACT Objecuve: To study the relationship of Egfl7 and E-cadherin, Vimentin in epithelial-mesenchymal transition(EMT) and
to investigate whether of Egfl7 involved in EMT progress in the patients with non-small cell lung cancer NSCLC . Methods: Forty
NSCLC and Twenty normal Pulmonary tissues were obtained Immunonistochemistry and RT-PCR were performed to determine the expr-
essions of Egfl7, E-cadherin and Vimentin protein and mRNA in the NSCLC tissues. To explore the correlation between Egfl7 expression
levels and EMT of NSCLC patients. Results: 1.The result of Immunohistechermial and RT-PCR analysis indicate the expression level of
Egfl7 protein and mRNA were higher in NSCLC tissues than those in normal(P<0.05). Our data also indicate that there is a highly signifi-
cant correlation of the total Egfl7 protein and mRNA expression levels with clinical degree and Lymph node metastasis (P<0.05). 2.The
expression rate of E-cadherin protein and mRNA were significantly lower in NSCLC than those in normal. The expression of E-cadherin
in metastasis group of 40 NSCLC was lower than metastases group. 3. The expression rate of Vimentin protein and mRNA were higher in
NSCLC than those in normal. The expression of Vimentin in metastasis group of 40 NSCLC was higher than metastases group. 4.The ex-
pression of Egfl7 was negatively correlated to that of E-cadherin r=-0.34,P<0.05 , but positively correlated to that of Vimentin r=0.297
P<0.05 ; in addition, the expression of E-cadherin had no correlation with to that of Vimentin r=0.0002 P>0.05 . Conclusions: We
firstly demonstrated the high expression of Egfl7 in NSCLC tissues. Egfl7 may be related with aggression of NSCLC; The expression of
Egfl7 was negatively correlated to that of E-cadherin, but positively correlated to that of Vimentin. Egfl7 may be involved in EMT
progress in the patients with NSCLC, indicating that a blockage of Egfl7 may suppress EMT in NSCLC.
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Egfl7 EMT E-cadherin Vimentin 15 x 4 60 PBS 4
Egfl7 NSCLC 1.5 x 4 PV 6000 37C 20
Egfl7 NSCLC (EMT) o PBS 15 x 4 DAB
1 L
EGFL7 Shimizu
11 (1)
2008 5 1 2 3 .®
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40 20 . 40 1 40%~70% 2 >70% 3 ®
NSCLC 26 14 42-74 27 06 )@ 0
13 16 24 - 1-2 1+ 34 2+ 5-6 3+ 40
TNM 14 15 - ) (2+ 3+)
1 E-cadherin
1.2 sulzers <10% >10%
EGFL7 1 500 santa cruz Vimtemin
5
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(DAB) 1.4.2 RT-PCR -80C
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141 4pum RT-PCR
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. 3% R 1,PCR 95
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1
Table 1 Primer Sequence and Annealing temperature
Primer name Sequence5-3 Annealing temperature Product length bp)
Egfl7 ATGTGGATGAATGCAGTGCT 60 83
CCAACACTGGCACCAGTAAC
E-cadherin TTCTGCTGCTCTTGCTGTTT 59 142
TGGCTCAAGTCAAAGTCCTG
Vimentin AGGTGGACCAGCTAACCAAC 59 103
AGCATCTCCTCCTGCAATTT
GAPDH GCACCGTCAAGGCTGAGAAC 60 105
ATGGTGGTGAAGACGCCAGT
15 21 NSCLC Egfl7
SPSSI7.0 o x  E-cadherin  Vimentin
S Egfl7 211 NSCLC Egfl7
. EGFL7 1.
P<0.05 o Shimizu
2
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11 Fig.1-1 1-2 Fig.1-2

1-1 Egfl7 20% 10 1-2 Egfl7 20% 10
Fig.1-1 Expression of Egfl7 in the squamous cell carcinoma of the lung Fig.1-2 Expression of Egfl7 in the Adenocarcinoma of the lung 20x 10
20x 10

2 Egfl7  NSCLC
Table 2 Expression of Egfl 7 in the NSCLC and normal lung tissue

Number of cases(n)
Tissue type Egfl7 High expression rate X? P
Low expression High expression
NSCLC tissue 40 11 29 72.5% 5.95 <0.05
Normal lung tissue 20 12 8 40.0%
2.1.2 NSCLC E-cadherin
E-cadherin 2.1.3 NSCLC Vimentin
2 . Vimentin
sulzers 3 3, 4 o

3 E-cadherin  NSCLC
Table 3 Expression of E-cadherin in the NSCLC and normal lung tissue

E-cadherin
Tissue type Number of cases(n) Positive rate x? P
Negative cases Positive cases
NSCLC tissue 40 19 21 52.5% 4.27 <0.05
Normal lung tissue 20 4 16 80.0%

2 E-cadherin 20x 10 3 Vimentin 40% 10
Fig.2 Expression of E-cadherin in the squamous cell carcinoma of the lung Fig.3 Expression of Vimentin in the squamous cell carcinoma of the lung
20x 10 40% 10
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4 Vimentin  NSCLC

Table 4 Expression of Vimentinin the NSCLC and normal lung tissue)

Vimentin
Tissue type Number of cases(n) Positive rate X? P
Negative cases Positive cases
NSCLC tissue 40 21 19 47.5% 13.9 <0.05
Normal lung tissue 20 20 0 0%
2.2 RT-PCR NSCLC Egfl7 E-cadherin ~ Vimentin  mRNA 5
5 5NSCLC Egfl7 .[E-cadherin ~ Vimentin  mRNA
Table 5 The mRNA expression of Egfl7, E-cadherin and Vimentin in the NSCLC and normal lung tissue
) EgflTmRNA expression E-cadherin mRNA Vimentin mMRNA
Tissue type . P . . P . . P
of quantity expression of quantity expression of quantity

Normal lung tissue 3.417+ 0.016 P<0.05 5.748+ 0.072 P<0.05 2.243+ 0.072 P<0.05
Lung cancer tissue 6.88+ 0.062 3.403+ 0.181 5.812+ 0.036

2.3 NSCLC  Egfl7 E-cadherin  Vimentin

6 40 NSCLC Egfl7 E-cadherin  Vimentin

Table 6 The association of Egfl7 E-cadherin and Vimentin expression with pathological characteristics of NSCLC

Pathological Number of Egfl7(High E-cadherin . .
o . P P Vimentin + P
characteristics cases expression +
Male 26 19 >0.05 13 >0.05 12 >0.05
Gender
Female 14 10 8 7
<60 17 12 >0.05 9 >0.05 8 >0.05
Age
>=60 23 17 12 11
Degree of High-middle 23 15 <0.05 15 <0.05 11 <0.05
differentiation Low 17 14 6 8
Squamous 27 19 >0.05 14 >0.05 13 >0.05
Pathological type
Adenocarinoma 13 10 7 6
Lymph node No 24 16 <0.05 16 <0.05 8 <0.05
metastasis YES 16 13 5 11
29 20 <0.05 12 >0.05 10 >0.05
TNM staging
11 9 9 9
2.4 Egdfl7 E-cadherin  Vimentin 4.2 NSCLC  Egfl7  Vimentin 8 :
2.4.1 NSCLC Egfl7 E-cadherin 7 4.3NSCLC  E-cadherin  Vimentin ( 9):
7 NSCLC  Egfl7 E-cadherin
Table 7 Correlation of the expressions of Egfl7 and E-cadherin in NSCLC
Egfl7
E-cadherin Total
Low expression High expression
Negative - 2 17 19
Positive + 9 12 21
Total 11 29 40
X?=5.230 r=—0.34 P<0.05, (negative relevant)

EMT EMT
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Egfl7
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Table 8 Correlation of the expressions of Egfl7 and Vimentin in NSCLC

(EGF-like domain).,

Egfl7
Vimentin Total
Low expression High expression
Negative - 8 11 21
Positive + 3 18 19
Total 11 29 40
X?=3.872 r=0.297 P>0.05, positive relevant
9 NSCLC  E-cadherin  Vimentin
Table 9 Correlation of the expressions of E-cadherin and Vimentin in NSCLC
Vimentin
E-cadherin Total
Negative - Positive +
Negative - 10 9 19
Positive + 11 10 21
Total 21 19 40
X?=0.0003 r=0.0002 P>0.05, (no relevant)
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L EMT
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[11]n
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