
Supplementary Materials and Methods 

Five-µm-thick paraffin sections were prepared. After deparaffinization, the sections 

were demelanized with 0.25% potassium per-manganate for 50 min followed by 5% 

oxalic acid for 5 min and used for immunohistochemistory. The immunohistochemistry 

was performed using a VECTASTAIN® ABC Kit (VECTOR) and VECTOR VIP 

(VECTOR) for colorization according to the manufacturer’s protocol. The primary 

antibodies used were Goat polyclonal anti-Dct IgG (Santacruz, 1:100 dilution) and 

Rabbit polyclonal anti-S100 IgG (DakoCytomation, 1:400 dilution). Counterstaining 

was carried out with methyl green (VECTOR). Western blot analysis was performed 

with a rabbit polyclonal anti-Ednrb antibody (Abcam). 

 

Supplementary Figure 1: Melanocytic characteristics in primary tumors from 

Ednrb(+/-);RET-mice.  

Microscopic appearances of <500 mm3 primary tumors from Ednrb(+/-);RET-mice were 

examined by HE-staining (A) and immunohistochemical analysis with anti-Dct (B, a 

marker for melanin-producing cells) and anti-S100 (C, a common marker for 

melanocytic tumors) antibodies. Dct and S100 proteins were detected as purple color 

with nuclei stained green. Tumors were located under the dotted lines. More than 3 

tumors were examined, and representative results are presented. Scale bars: 100 µm. 

 

Supplementary Figure 2: Ednrb expression in malignant tumors from RET-mice 

and Ednrb(+/-);RET-mice. 

A, Transcript (mean ± SE) expression levels of Ednrb in malignant tumors from 

RET-mice (black bar) and Ednrb(+/-);RET-mice (white bar) were examined by real-time 

PCR. More than 10 tumors in each stage were used for real-time PCR analysis. 

*Significantly different (p<0.01) from RET tumors by Mann-Whitney test. B, Ednrb 

protein expression in malignant tumors from RET-mice and Ednrb(+/-);RET-mice was 

examined by Western blot analysis. Western blot analysis was performed in 4-6 tumors 

in each stage, and representative results are presented. 

 

Supplementary Figure 3: Melanocytic characteristics in metastatic tumors from 

Ednrb(+/-);RET-mice.  

Macroscopic (A) and microscopic (B-D) appearances of metastatic tumors (encircled by 



dotted lines) in lungs from Ednrb(+/-);RET-mice were examined by HE-staining (B) 

and immunohistochemical analysis with anti-Dct (C) and anti-S100 (D) antibodies. Dct 

and S100 proteins were detected as purple color with nuclei stained green. More than 3 

tumors were examined, and representative results are presented. Scale bars: 100 µm. 

 

 

 
 


