SUPPLEMENTARY METHODS

Immunohistochemistry

Xenograft tumor samples were fixed in 10% buffered formalin and embedded in paraffin.
Thin sections (4 m) were stained with hematoxylin and eosin according to standard
protocols. Detection of CD-31 (1:500, Santa Cruz) and anti- VEGF rabbit polyclonal
antibody (1:1000, Santa Cruz) was by standard avidin-biotin immunoperoxidase methods,
with diaminobenzidine used as the chromogen and hematoxylin as the counter stain.
Microvessel density was determined by light microscopy in areas of the xenograft tumor
containing highest numbers of capillaries and small venules (microvessels) per area (i.e.
neovascular "hotspots") by scanning the tumor sections at low power (40x and 100x)*.
Any endothelial cell or endothelial cell cluster positive for CD-31 and clearly separate from
an adjacent cluster was considered to be a single, countable microvessel and results were
expressed as the highest number of microvessels identified within any single 200x field.
Statistical analysis was performed using the Microsoft Excel Student T-test.

Real-Time Quantitative Reverse Transcriptase-Polymerase Chain Reaction. Total
RNA was extracted from SN12C-CSCG, ACHN-CSCG, SN12C-CSCG-VHLshRNA
and ACHN-CSCG-VHL shRNA cell lines treated with vehicle or 10 nM of CCI-779
using the RNeasy kit (Qiagen). Two g of total RNA was used as a template for the
production of ¢ DNA through reverse transcription. The reactions were assembled as in a
25 1 final volume as follows: 1 M primers (random hexamers; Invitrogen), 10 mM DTT,
1X Superscript II buffer, 0.5 M of dATP, dCTP, dGTP and dTTP, 10U RNasin, 200 units
of Superscript II reverse transcriptase. Each RNA template, primer and nuclease free water
were combined and incubated for 10 minutes, then placed in an ice bath. The remaining

reaction components were added and each reaction was incubated at 25°C for 10 minutes,



then 42°C for 60 minutes and finally 70°C for 15 minutes. Negative control reactions
(which contained no RT enzyme) were also assembled. Real-time PCR was performed on
an ABI Prism 7700 sequence detector (Applied Biosystems). Primers and specific probes
for HIF-1o and 18S were obtained from Assays-on Demand Gene Expression products
(Applied Biosystems). PCR reaction was performed as follows: 50°C for 2 minutes, 95°C
for 10 minutes, and 40 cycles of two-step PCR (95°C for 15 seconds and 60°C for 1
minute). Threshold cycles (Ct’s) for the RT samples were recorded. Each sample was run
in duplicate.

ELISA

For VEGF ELISA quantification, cells were plated in 6 well plates (1x10° per well).
Experiments were performed in triplicate. Once the cells attached, the media was changed
and either 10nM of CCI-779 or vehicle (100% ethanol) was added. Thirty-six hours later,
VEGF ELISA (R&D Systems) was performed according to the manufacturer's
instructions, using a Fisher Plate reader. For normalization, the VEGF protein levels were

divided by the intracellular protein concentrations within each sample.
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