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Primary bone cancer
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1. MTT assay 4 104/well 24

37 16 Isorhapontigenin
24 1 mL

10 MTT reagent (final concentration 0.5 mg/mL) 3
MTT reagent

 ( 563 nm)
 

2. Zymography 4 104/well 24
37 16 FBS
Isorhapontigenin 24

5 0.1% gelatin-8% SDS-PAGE 2% 
casein-8% SDS-PAGE

100V 140V
wash buffer 30

reaction buffer 37 16
Coomassie billiant blue R-250 30

 
3. Wound healing culture-insert 6 143B

1.0 104/well culture-insert kit 37
24 6 culture-insert PBS buffer

1%
Isorhapontigenin (0 25 50 100 µg/mL) 0 24 36 10X

4X ×

 
4. 2D colony formation 6 well 0.5 104

7 6well medium
PBS wash 5 1 c.c. 30 wash 5

GIEMSA 30 PBS wash
 

5. Western blot  
i. 80 104 10 cm dish 37 16

FBS 37 5
FBS

16  



ii. PBS TD 
buffer NP-40 4

10 4 12000 rpm 10
Glycerol -20  ( ) BL 

buffer 4 1
4 12000 rpm 10 -20  (

)  
iii. 798λ ddH2O eppendorf 2λ

Bradford dye  
iv. β-MSH 5

95 10 4 10
SDS-PAGE 100V

140V  
v. NC paper transfer buffer 5 NC 

paper 4 100V 1.5
NC paper Ponceau S TBS-T buffer

5% blocking 1  
vi. Blocking TBS-T buffer 3 10

16 TBS-T buffer 3
10 ) 1 TBS-T 
buffer 3 10  (mini LAS-4000)
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3. Western blot 
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p-ERK
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(I) PI3K p-Akt t-Src p-Src

Src Proto-oncogene 
tyrosine-protein kinase

p-Src  
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