
 

 

Supplementary Figure 1. Comparison of calf muscle volume and mass between BC and 

BT groups after BoNT-A injection. (A) For the measurement of body weight fluctuation, the 

body weight of four groups (control, treadmill, BC, BT) was measured weekly during 

experiments. There was no weight difference between the BC and BT groups. (B) For the 

measurement of mass variation in a calf muscle, the mass of a calf muscle detached from the 

hindlimb was weighed and expressed as a percentage of body weight. There was no calf muscle 

weight difference between BC and BT groups. (C) For the measurement of volume variation 

in a calf muscle, the volume of a calf muscle removed from the hindlimb was filmed and 

digitalized with PRIMOS once a week. (D) A graph shows the volume values analyzed with 

PRIMOS. (E) For gross images, dissected hindlimbs were observed under a microscope. All 

data represent mean ± S.D. BC, BoNT-A control, BT, BoNT-A treadmill. 





 



Supplementary Figure 2. Effect of treadmill exercise on gastrocnemius muscle atrophy 

and adipocyte accumulation induced by BoNT-A. (A-C) Atrophy and adipocyte 

accumulation of the gastrocnemius muscles were analyzed using hematoxylin and eosin 

staining 1 week (A), 4 week (B), and 6 week (C) after BoNT-A administration. Scale bar = 100 

μm. (D) Anti-CD34 antibody stained in the gastrocnemius muscle at week 6. Scale bar = 50 

μm. 

  





 

Supplementary Figure 3. Effect of treadmill exercise on muscle fibrosis. Gastrocnemius 

muscle fibrosis confirmed using Masson’s trichrome stain (A) and immunohistochemical 

staining with anti-α-smooth muscle actin (B) staining at week 6. Scale bar = 50 μm. (C) For 

immunohistochemical staining with anti-TGF-β1 expression in the gastrocnemius muscle, 

slides were stained at week 6. Scale bar = 100 μm.  

  



 

Supplementary Figure 4. Effect of treadmill exercise on SNAP-25 and BDNF expression. 

Representative confocal images show BDNF expression in the gastrocnemius muscle of two 

groups (BoNT-A control [BC] and BoNT-A treadmill [BT]) at week 6. Scale bar = 50 μm.   




