
 



 



 



 



 



 



SUPPLEMENTARY FIGURE LEGENDS 

 

Supplementary Figure 1. Expression of FN or ED-B in esophageal cancer cell 

lines. Cells were plated in P6 wells at 4 x 105 cells/well and incubated for 24 h in 

vitro. OE19: esophageal adenocarcinoma; OE21: squamous carcinoma of mid 

oesophagus; OE33: adenocarcinoma of the lower oesophagus; Kyse-30: 

squamous cell carcinoma. Equivalent amounts of RNA obtained from cells of each 

type were used for cDNA synthesis and analyzed in duplicate by quantitative 

PCR. For each gene, the transcription levels were normalized for human β2-

microglobulin expression and data (mean ± SD; n = 2 replicates / cell line). 

 

Supplementary Figure 2. Expression of ED-B is not restricted to blood vessels in 

esophageal tumor xenografts. Immunofluorescence analysis of CD31 and ED-B 

expression in s.c. xenografts obtained from an esophageal cancer cell line (Kyse-

30) or established from primary tumor samples (EAC#2). Nuclei were stained by 

TOPRO-3 (blue). Magnification, x200. One representative field is shown. 

 

Supplementary Figure 3. Histologic pictures of the esophageal cancer xenografts 

used in this study (Magnification: x200 and x400). Kyse-30: squamous cell 

carcinoma; EAC#2: adenocarcinoma; EAC#8: mucinous carcinoma. 

 

Supplementary Figure 4. Acute Effects of L19mTNFα on EAC#8 esophageal 

tumors 

A, Effects of L19mTNFα administration on tumor size and necrosis. SCID mice 

were implanted on both flanks with EAC#8 (n=4 mice/group) and treated or not 



with L19mTNFα (0.14 μg/g). Mice were sacrificed after 24h. Variations of tumor 

volume after treatment are shown. Histological analysis of EAC#8 tumors treated 

with L19mTNFα shows increased necrosis. The columns indicate quantitative 

analysis of necrotic areas in 8 samples of each experimental group.  

B, L19mTNFα impairs the amount of perfusion. Vascularization of EAC#8 tumors 

by detection of Dextran-FITC 70 kDa and staining with anti-CD31 mAb and 

calculation of the microvessel density or % of perfusion as described in the 

Materials and Methods. Representative images are shown.  Quantitative analysis is 

performed on 5-7 samples of each experimental group. *, P < 0.05, compared to 

the PBS group (Median Test).  

 

Supplementary Figure 5. Evaluation of apoptosis in EAC#2 xenografts following 

administration of L19mTNFα. Apoptotic cells were stained with an anti-caspase3 

Ab (Asp-175); endothelial cells were stained with anti-CD31 and nuclei with 

TOPRO-3 (Magnification: x630). Three representative fields are shown. L19mTNFα 

appears to induce apoptosis of both tumor and endothelial (arrowed) cells. 

 

Supplementary Figure 6. Lack of cytotoxic effects of human or murine TNFα on 

Kyse-30 cells. Cells were plated in P6 wells at 5 x 105 cells/well. Following 24 h 

incubation in the presence of different concentrations of TNFα, cells were 

harvested, labelled with Annexin V/PI and the level of apoptosis was measured by 

flow cytometry. Cisplatin was used as a positive control. Mean ± SD values of 3 

independent experiments are shown. 



Supplementary Table I. Primer sequences and conditions used in quantitative PCR 

experiments. 

GENE FORWARD REVERSE AMPLICON 
[PRIMERS] 

nmol/l 
CYCLING 

PARAMETERS 

ED-B 5'-CCG CTA AAC TCT 
TCC ACC AT -3' 

5'-GCC GTT TGT TGT 
GTC AGT GT -3' 

206 bp 
 

F=75 
R=75 

 95°C x 15 sec 
60°C x 1 min 

FN 5'-GAT AAA TCA 
ACA GTG GGA GC -3' 

5'-CCC AGA TCA 
TGG AGT CTT TA -3' 

185 bp 
F=75 
R=75 

 95°C x 15 sec 
60°C x 1 min 

VEGF  
5'- AAC CAT GAA 
CTT TCT GCT GTC 

TTG -3' 

5'- TTC ACC ACT 
TCG TGA TTC TG -3' 

129 bp 
F=200 
R=200 

 95°C x 15 sec 
60°C x 1 min 

β2-MICRO 
GLOBULIN 

5'- TGC TGT CTC 
CAT GTT TGA TGT 

ATCT-3' 

5'- TCT CTG CTC 
CCC ACC TCT  

  AAG T -3' 
86 bp 

F=75 
R=75 

 95°C x 15 sec 
60°C x 1 min 

vegf    5'- ACC CAC GAC 
AGA AGG AGA GC -3' 

5'-CGG GGT ACT 
CCT GGA AGA TG -3' 

116 bp 
F=150 
R=150 

 95°C x 15 sec 
60°C x 1 min 

act   5'-ATG CTC TCC CTC 
ACG CCA TC-3' 

5'-CAC GCA CGA 
TTT CCC TCT CA -3' 

126 bp 
F=75 
R=75 

 95°C x 15 sec 
60°C x 1 min 

 
ED-B= ED-B domain of human fibronectin ; FN= Homo sapiens fibronectin 1; VEGF= Homo 

sapiens vascular endothelial growth factor A ; b2-MICROGLOBULIN= Homo sapiens beta-2-

microglobulin; vegf= Mus musculus vascular endothelial growth factor A; act= Mus musculus 

actin, beta, cytoplasmic 

  

 

 


