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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,

Xenograft tumor assay was used to determine the tumorigenic activity of hepatoma cells with

ISX over expression on nude mice in vivo.

Materials and Reagents

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

2. CAnN.Cg-Foxnlnu/CrlIBltw Nude mice

3. ISXfused with GFP or ISX shRNAI expression constructs

4. PBS (MDBIo)

5. 2.5% Trypsin (10x) (Gibco , catalog number: 15090-046)

6. MEM Culture medium (Gibco, catalog number: 61100-061)

Equipment

1. 100 mm? plate

2. 15 ml conical tubes

3.  Centrifuge (Beckman Coulter)

4.  Eppendorf

5. 1 ml syringes (0.45 x 13 mm)

6.  Tissue culture hood

7.  Caliper (Digital Caliper)

Procedure

1. HCC cells were transfected with ISX fused with GFP or ISX shRNAI expression
constructs and selected into stable clones.

2. Determining the cells number for injection. 5 x 107 cells per ml will be required to
trypsinizing (usually a 100% confluent plate of 100 mm? will yield at least 6 injections
at 5 x 108 cells/injection).

3. Trypsinizing the cells with 1x trypsin solution from needed number of plates to be

counted all at once.
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Collecting the detached cells in 15 ml conical tubes and spin for 3 min at 300 x g.

To remove the supernatant and re-suspend the cells with 3 ml of culture medium for
counting.

To remove three 10 pl aliquots into 3 separate eppendorfs and dilute each 10 pl
1:100 by adding 990 ul of culture medium, mix well for counting.

Then, to remove 10 pl of 1:10 dilutions for counting, counting each of three dilutions
and average the three numbers.

Determining the concentration of cells in cells/ml by using the following formula:
Average counts x 10,000 x dilution factor (1,000) = #cells/ml.

Determining the volume required to add to achieve final concentration of cells for
injection per volume to be injected (i.e. 5 x 10° cells/ml injections).

Spin down 15 ml conical for 3 min at 300 x g.

Discard supernatant and re-suspend the pellet in the previously determined volume
from step 8.

Draw up each injection/mouse in 1 ml syringes in the tissue culture hood prior to
going to the animal facility. Place the separate syringes each containing 200 pl on
ice.

The tumor volume was estimated according to the formula: volume (cm?3) = 1/2(L x

W?2), where L and W are the length and width of the tumor, respectively.
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