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Figure legends 

Fig. 1  

The schema showing the mouse tongue operation for SCC7 cells injecting. 

*: Carcinoma 

The SCC7 cells were injected at the 3mm from the apex on the left lateral 

aspect of the tongue (A). 

SCC7 cells were injected into only the left half of the tongue (B). 

Fig. 2  

The schema showing the location of tissue samples of mouse tongue for H-E 

and immunohistochemical stainings. 

A: Serial frontal section of tongue 

a: Sections of anterior tongue 

b: Sections of middle tongue 

*: Carcinoma 

B: Observation area in the section of middle tongue of SCC7 group. 

ca: Carcinoma 

p: Muscle fibers peripheral of the carcinoma 

d: Muscle fibers distal to the carcinoma 



Fig. 3 

LMD extraction areas in tongue sections for RT-PCR. 

A: Section of anterior tongue in SCC7 group. 

B: Section of middle tongue in SCC7 group. 

C: Section of anterior tongue in DMEM group. 

D: Section of middle tongue in DMEM group. 

E: Section of anterior tongue in non-stimulating group. 

F: Section of middle tongue in non-stimulating group. 

c: Central area (A, C, D, E, F) 

i: Needle injection area (A, C) 

ca: Carcinoma (B). 

p: Muscle fibers peripheral of the carcinoma (B). 

d: Muscle fibers distal to the carcinoma (B). 

 

Fig. 4 

H-E stained sections from SCC7 group. Scale bars: 50µm  

A: Section of anterior tongue. 

B: Section of middle tongue, showing the formed carcinoma (*). 



C: Muscle fibers peripheral of the carcinoma in middle tongue. 

D: Muscle fibers distal to the carcinoma in middle tongue. 

The destructed muscle bundles were observed (A, B, C, D). Muscle fibers 

with reduced in size (arrows a) were observed. In addition some muscle 

fibers were disappeared nuclei (arrows b). Moreover, vacuolated muscle 

fibers (arrows c) and central nuclei (arrows d) were observed (A, C). Central 

nuclei were characteristic of the regeneration muscle. Additionally, an 

increased gap was observed between muscle fibers.  

 

Fig. 5 

H-E stained sections of tongue from DMEM group and non-stimulating 

groups. Scale bars: 50µm 

A: Section of anterior tongue in DMEM group. 

B: Section of middle tongue in DMEM group. 

C: Section of anterior tongue in non-stimulating group. 

D: Section of middle tongue in non-stimulating group. 

Arrow a: muscle fibers had become reduced in size.  

Section of anterior tongue was observed a few gaps (A), but other sections 



were not able to be appeared. 

Fig. 6 

Section of anterior tongue in the SCC7 group immunohistochemically 

stained with anti-HMGB1 antibody and anti-RAGE antibody.  

Scale bars: 50µm 

A: Immunohistochemical staining with anti-HMGB1 antibody. 

B: Immunohistochemical staining with anti-RAGE antibody. 

An increased gap was observed between muscle fibers. Peripheral muscle of 

the carcinoma in contact with the gap (arrows a) were positive for 

anti-HMGB1 antibody (A) and anti-RAGE antibody (B). In contrast, the 

nuclei of the muscle fibers reacted positively with anti-HMGB1 antibody 

(arrows b) but not with anti-RAGE antibody (B). 

 

Fig. 7 

Sections of middle tongue in SCC7 group stained immunohistochemically 

with anti-HMGB1 antibody and anti-RAGE antibody. Scale bars: 50 µm 

A: Anti-HMGB1 antibody stained section showing positive for the carcinoma 

and muscle fibers at the periphery of the carcinoma. 



B: Anti-RAGE antibody-stained section showing positive for the carcinoma 

and muscle fibers at the periphery of the carcinoma. 

C: Section stained with anti-HMGB1 antibody, showing positive for muscle 

fibers distal to the carcinoma. 

D: Section stained with anti-RAGE antibody, showing positive for muscle 

fibers distal to the carcinoma. 

The carcinoma (*) was immunoreactive with both anti-HMGB1 antibody (A) 

and anti-RAGE antibody (B). 

An increased gap was observed between muscle fibers. Muscle fibers 

peripheral of the carcinoma in contact with the gap (arrows a) were positive 

for both anti-HMGB1 antibody (A, C) and anti-RAGE antibody (B, D). In 

addition, the nuclei of muscle fibers (arrows b) were observed 

immunoreactive with anti-HMGB1 antibody (A, C) but not with anti-RAGE 

antibody (arrows) staining (B, D). 

 

Fig. 8 

Tongue muscle section from the DMEM group stained with anti-HMGB1 

antibody. Scale bars: 50 µm 



A: Section of anterior tongue was stained with anti-HMGB1 antibody. 

B: Section of middle tongue was stained with anti-HMGB1 antibody. 

An increased gap was observed between muscle fibers. Muscle fibers 

peripheral in contact with the gap (arrow a) were observed immunoreactive 

with anti-HMGB1 antibody (A). 

The nuclei of muscle fibers (arrows b) were positive for anti-HMGB1 

antibody (A, B). 

 

Fig. 9 

Immunohistochemical staining of tongue muscle with anti-HMGB1 antibody 

in the section of non-stimulating group. Scale bars: 50 µm 

A: Immunohistochemical staining with anti-HMGB1 antibody of the section 

of anterior tongue. 

B: Immunohistochemical staining with anti-HMGB1 antibody of the section 

of middle tongue. 

Nuclei of muscle fibers (arrows) were immunoreactive with anti-HMGB1 

antibody (A, B). 

 



Fig. 10 

Expression level of HMGB1 mRNA in the tongue tissues.  

Black bars: SCC7group. Gray bars: DMEM group. White bars: 

non-stimulating group. 

*: Indicates a significant difference from the carcinoma (center of SCC7 

group). Statistical analysis: P<0.01 (n=5) 

**: Indicates a significant difference from the muscle fibers peripheral of the 

carcinoma. Statistical analysis: P<0.01 (n=5) 

***: Indicates a significant difference from the muscle fibers distal from the 

carcinoma. Statistical analysis: P<0.01 (n=5) 

Expression of HMGB1 mRNA was observed in all groups. Above all, the 

highest HMGB1 expression was in the area of the carcinoma in the anterior 

tongue in the SCC7 group. 

 

Fig. 11 

Expression level of RAGE mRNA in the SCC7 group (black bars).  

Statistical analysis: P<0.01 (n=5)  

Expression of RAGE mRNA was observed in the carcinoma, muscle fibers 



in the periphery the carcinoma, and muscle fibers distal to the carcinoma in 

the middle tongue, which the area of carcinoma or muscle fibers expressed 

much HMGB1 mRNA. 
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