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Abstract: Objective  To investigate the expression of inducible nitric oxide synthase ( iINOS) and vascular
endothelial gronth factor (VEGF) in Tca8113 and provide basement of experiment for further study on the role of
iNOS and VEGF in tongue carcinoma angiogenesis. Methods iNOS and VEGF mRNA and protein were detected
by RT-PCR and SP immunohistochemistry. Results The band of iNOS and VEGF mRNA were obvious and the
expression of INOS and VEGF protein were strongly positive by immunohistochemistry in Tca8113 cells.

Conclusion There were overexpression of iINOS and VEGF mRNA and protein in Tca8113cells.
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1.1
Tca8113 (
) :
10% ( ) DMEM
( Gibco ), 37 ,5%CO,
3 4d Tca8113
1.2
1640 Gibco ,  0.2%
EDTA 0.2% sigma
RNA  Trizol Invitrogen RT
Fermentas PCR
Takaca 100 bp
Marker PCR iNOS
VEGF GAPDH Primer 5
iNOS ,5'- GGA GCC AGC TCT
GCA TTA TC-3'; ,5'-TTT TGT CTC
CAA GGG ACC AG-3' VEGF : ,5'-

GAT CCT GCC CTG TCT CTC TG-3';
5'-GAC TCG CCC TCATCC TCT T-3' SP

Santer Cruze VEGF
iNOS Sigma 3-3'-
Diaminobenzidine (DAB)
1.3
1.3.1 RNA
Tca8113 ( 5x109 ) , PBS
, 1 mL Trizol 15 min,

EP , 0.2 mL )
10 15 min,, 4 12 000 r/min 15 min,
EP ,
, 10 min ,4 12 000 r/min 10
min, , 75% 1mL
4 10 000 r/min 5 min ,
5 min , 30 uL  DEPC
RNase 5 uL oD
3 uL, buffer 2 pL, 1
pL 1%
-20
1.3.2 RT-PCR mRNA
Fermen RT cDNA
RT 20 pL: RNA 3 L,
Oligo(dT) 1 pL, 5xRT buffer 4 yL, 10MdNTPs
2 pL, Rnase 1L, AMV 1 pL, RNA
42 60 min, 70 AMV
10 min PCR RT 2 uL,
10xPCR buffer 2.5 pL, dNTP 4 pL,
luL( 25pmol), Tag 025 pL( 1U),
, 25 pL
: INOS ,95 5 min,
94 30s, 58 45 5,72 45 s,
35 , 4 ; VEGF ,95 5 min, 94
30 s, 56 40 5,72 40s, 35
, 4 3 uL,
buffer 2 pL, 1L
1.2% Marker
133 SP Tca8113 iINOS\VEGF
, DAB
PBS ,
iINOS\VEGF
2
RT-PCR Tca8113
iINOS\VEGFmMRNA ( 1,2),iNOS\VEGF
( 3.4)
3
iNOS
Reveneau & iNOS
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Fig.1 Total RNA electrophoregram

The PCR outcome disclosing intact RNA in two samples(A,B)
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Fig.2 The iNOS\VEGF mRNA apparent band in two
samples PCR outcome

The band of INOS{A.B) and VEGF(C,D) are 200 bp and 500 bp
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Fig.3 The expression of iNOS protein by SP
immunohistochemistry
iNOS protein strong positive express in the cytoplasm of Tca8113

cells (DAB staining %200 arrow)
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Figd The expression of VEGF protein by SP
immunohistochemistry

VEGF protein positive express strongly in Tea8113 cells

cytoplasm (DAB staining %200 arrow)
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