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[Abstract] Chronic inflammation drives initiation of hepatocellular carcinoma (HCC), but the 

underlying mechanisms linking inflammation and tumor formation remain obscure. In this study, 

soft agar anchorage-independent assay were used to determine tumor transform activity of 

hepatoma cells with ISX over expression or knockdown in vitro. 

 

Materials and Reagents 
 

1. HCC cells (Hep G2: ATCC® HB-8065™ and Hep 3B: ATCC® HB-8064™) 

2. ISX fusion GFP expression plasmid or ISX shRNAi 

3. Agarose-LE (MDBio) 

4. 2x MEM no phenol red (Gibco) 

5. 100x NEAA (Gibco) 

6. FBS (Gibco) 

7. 10x PBS (MDBio) 

8. Crystal violet (Sigma-Aldrich, catalog number: C3866) 

9. Methanol 

10. Ethanol 

11. ddH2O 

 

Equipment 
 

1. 6 well culture dishes (Greiner Bio-One GmbH) 

2. Water bath 

3. Cell counter  

4. 37 °C incubator 

 

Procedure 
 

1. HCC cells transfected with ISX fusion GFP expression plasmid or ISX shRNAi and then 

were selected to stable clones. 
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2. The stable HCC clones were then grown in MEM culture medium supplemented with 

10% FBS and 1x NEAA according to ATCC guidelines. 

3. Prepare 0.6% and 1.2% agar in ddH2O by autoclave and keep warm in 65 °C water bath. 

4. Making bottom agar: adding 1 ml of 2x MEM culture medium with 20% FBS to 1 ml 1.2% 

agar. After well mixing, the mixture was put into one well of six-well culture dish to form 

bottom gel layer. 

5. The stable HCC cells were harvested and counting the cell numbers. Dilute the cells to 1 

x 104 cells per ml in 2x MEM with 20% FBS. Adding 1 ml diluted HCC stable cells into 1 

ml 0.6% agar. After well mixing, the mixture were put on the top of bottom agar per well. 

The cell-agar mixture became solid phase at 37 °C incubator for 30 minutes. Then, 2 ml 

10% FBS MEM culture medium were added on the top agar in each well. 

6. These dishes were then cultured at 37 °C incubator for 2 weeks and changed the culture 

medium for each 3 days. 

7. Colonies were visualized by staining with 0.05% crystal violet-75% ethanol or 40% 

Methanol to 0.45 μm filter. Colonies larger than 0.5 mm were counted. 
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