
Supplemental  Materials and Methods 

 

In Vivo Tumor Growth Delay Assay. 

The H1299 and H226B cells (5 × 106) were injected subcutaneously into the flanks of 

athymic nude mice (n = 16 and 12 for each cell type respectively) as described elsewhere 

When the tumor volume reached 35 to 100 mm3 (day 0), half the mice in each group were 

given with deguelin (4 mg/kg) and the other half were given with vehicle ( Corn 

oil:DMSO, 1:1) by oral gavage once a day. Tumors were locally irradiated with 1.25 Gy 

from a Cs137 radiation source twice a week beginning on day 2 (H1299) or on day 3 

(H226B) after the treatment with deguelin or vehicle. During radiation treatment, each 

mouse was restrained in a custom jig and positioned so that only the tumor xenograft 

would be exposed to the radiation beam (the rest of the mouse’s body was shielded by a 

lead shield). Tumor volumes were measured every 2-3 days. Mice with tumors greater 

than 1.5 cm in diameter were euthanized immediately by carbon dioxide. The tumors 

were then excised from the mice. All animal procedures were performed in accordance 

with a protocol approved by the M.D. Anderson Cancer Center Institutional Animal Care 

and Usage Committee. The immunohistochemical analyses were performed as described 

in the supplemental information. The protein extract from the snap frozen tissues was 

then subjected to Western blotting.  

For the tests of HIF-1α induction in vivo, and the effect of degeuelin with western 

blotting, similar sized ( less then 1.0cm diameter ) H1299 xenograft tumors were 

irradiated as described above and 3 hours after the irradiation the  mice were euthanized 



and the tumors were excised. 

Immunohistochemical analysis. 

The tumor tissue samples for immunohistochemistry were prepared as frozen section 

(CD31) or paraffin section (CycD1,  Ki67, and Activated Caspase 3). The microvessel 

density was calculated from the microscopic images taken by Axiocam (Zeiss,  

Thornwood, NY ) with counting the stained vessel in the arbitrarily defined field. At least 

three tissues for each group were used for the analysis. For the quantification of relative 

staining of the CycD1, Ki67 and  Activated Caspase 3, the positive staining in the 

arbitrarily defined field were counted from more than 6 slides from al least 2 tumors from 

each group. The Ab and dilution factors used in the assay are as following.  CD31 , 1:100 

dilution, BD-Pharmingen, San Diego, CA; CycD1, 1:100 dilution; Cellmarque, Rocklin, 

CA; Ki67,  1:200 dilution, Novovastura, UK : Active Caspase 3, 1:100 dilution, RnD, 

Minneapolis, MN . For Antigen retrieval, the antigen retrieval solution from Vector Lab 

(Burlingame, CA) or Dako Chemicals (Carpenteria, CA) were used. The blocking 

solution and antibody dilution solution was purchased from Dako Chemicals and DAB 

(3’,3′-Diaminobenzidine) solution was purchased from Vector Labs. 

Immunoblot Assays.  

Harvesting of whole-cell lysates and Western blotting were performed as described 

elsewhere (1).  The antibodies used for Western blotting were monoclonal antibodies 

against HIF-1α (1:500 dilution; BD Transduction Laboratories, Lexington, KY, or Santa 

Cruz Biotechnology, Santa Cruz, CA), Hsp90α (1:4000 dilution, Stressgen, San Diego, 

CA), VEGF (1:1000 dilution; Santa Cruz Biotechnology), β-actin and tubulin (both at a 

1:4000 dilution; Santa Cruz Biotechnology), rabbit anti-mouse immunoglobulin G (IgG)-



horseradish peroxidase conjugate (1:4000 dilution; Santa Cruz Biotechnology), and 

donkey anti-rabbit IgG-horseradish peroxidase conjugate and rabbit anti-goat IgG-

horseradish peroxidase conjugate (both at a 1:4000 dilution; Santa Cruz Biotechnology). 
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Supplemental Figure Legends. 

 

Figure 1. Effect of siHif-1 and deguelin to other cells. A, Effect of SiHif-1 transfection 

to a sensitive cell line H460 survival (DEF, 1.04). B. Effect of deguelin to the survival of 

H226Br  after radiation (DEF, 1.0). C. Deguelin does not change the pro-angiogenic 

potential of conditioned medium from H226Br. D, Deguelin sensitizes the H182 cell to 

radiation (DEF, 1.82). 

 

Figure 2.  Cell cycle and apoptosis in the Xenograft tumors. A. The positive and 

negative staining of CycD1 and Ki67. A section containing control tumors and adjacent 

normal mouse skin were subjected to the staining of CycD1 and Ki67 as shown in Figure 

6. A staining without primary antibody is used for negative control. B. Quantification of 

the staining in Figure 6. CycD1, Ki67 and Active Caspase 3 were counted in the defined 

field and shown. 

 
 


