
Table S1 

Tumorigenic and clonogenic assays in Balb 3T3 cell sub-lines: FGF2 inhibition 

of colony growth correlates with growth inhibition of tumors in animals. 

 

a Cells plated at 100-160 cells/cm2 in P60 dishes were incubated in 10% FCS-DME 

containing 1 nM FGF2 for 24h. After this period, the medium was replaced with fresh 

10% FCS-DME to allow colony growth. Colonies were fixed with 3.7% formaldehyde for 

15 min and stained with crystal violet. Results are means  SD (n = 4-8). 

b Balb/c and Balb/c nude mice were inoculated (5 x 105 cells/animal) subcutaneously 

with parental the non-transformed Balb 3T3 cell line or with both the H-rasV12-

transformed sub-lines 3T3-B61 and 3T3-EJA, and non-tumorigenic clonal revertants 

that were isolated from both. Tumor onset and growth rate were checked every 2-4 

days for 30 days. 

c B61-4AB, EJA-3D, EJA-5A, and EJA-2A are non-tumorigenic revertant clonal sub-

lines derived from, respectively, 3T3-B61 and 3T3-EJA tumorigenic sub-lines by 

negative selection with FUDR (Fluor-deoxyuridine) in DME containing 3% plasma 

lacking PDGF. In PDGF-defficient medium, a very small number of 3T3-B61 or 3T3-

EJA variants that had entered the G0/G1 quiescent state survived FUDR cytotoxicity. 

These rare cells were grown in 10% FCS-DME, isolated, and cloned. A B61-4AB 

revertant was identified that had lost the H-rasV12 trans-oncogene and that closely 

resembled the parental Balb 3T3 line phenotype. On the other hand, EJA-3D, EJA-5A, 

and EJA-2A revertants maintained their copies of the H-rasV12 trans-oncogene and 

continued to overexpress the protein. At the same time, however, these three revertant 

clones recovered the induction of c-fos and fosB immediate early genes. In tumorigenic 

3T3-B61 and 3T3-EJA sub-lines, ectopic expression of the H-rasV12 oncogene led to 

Cell Type 

Colonies / plate a % Inhibition 
of 

clonogenic 
growth  

     Percent of Animals with Tumors  b 

Control +FGF2 Balb/c Balb/c Nude 

Balb 3T3 234 ± 12 219 ± 17 7% 0 (0 / 4) 25% (1 / 4) 

3T3-B-61 123 ± 9 56 ± 5 54% 100% (3 / 3) 100% (7 / 7) 

B61-4ABc 26 ± 2 34 ± 4 ---* 8% (1 / 13) 0 (0 / 6) 

3T3-EJA 106 ± 7 45 ± 18 58% 100% (4 / 4) 100% (4 / 4) 

EJA-3Dc 897 ± 53 931 ± 66 ---* 0 (0 / 9) 100% (6 / 6) 

EJA-5Ac 61 ± 6 47 ± 2 24% 12% (6 / 49) 0 (0 / 5) 

EJA-2Ac 91 ± 10 70 ± 4 23% 0 (0 / 18) 50% (3 / 6) 



silencing of both c-fos and fosB genes, constitutive expression of cyclin D1, and full 

growth in DME containing 3% plasma lacking PDGF.  

* No inhibition. FGF2 led to an increase in the number of colonies. 

 


