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Supplemental Method: qRT-PCR
Real-time quantitative PCR was performed using a Light-Cycler
(Roche Diagnostics) with SYBR green fluorescence signal detection.
Briefly, total RNA was isolated from human brain tumor tissues using
the Paradise Reagent System (Arcturus). cDNA was synthesized from
1 μg of DNase I–treated total RNA in a 20-μl reaction volume using
the Retroscript kit (Ambion Inc., Austin, TX) for 60 minutes at 42°C.
Quantitative real-time polymerase chain reaction was performed on
2.5 μl of the cDNA diluted 1:5 from final Retroscript reaction using
the following primers: NHERF-1, sense 5′-CCT TCA CCA ATG

GGG AGA TA-3′ and antisense 5′-GGT CGG AGG AGG AGG
TAG AC-3′ (amplicon size, 207 bp); histone 3A, sense 5′-CCA CTG
AAC TTC TGATTC GC-3′ and antisense 5′-GCG TGC TAG CTG
GAT GTC TT-3′ (amplicon size, 215 bp; Operon, Huntsville, AL).
The qRT-PCR data were analyzed with the LightCycler analysis soft-
ware to calculate crossing point values. The difference in the cycle
number was normalized to the housekeeping gene histone 3A (H )
and then used to calculate the fold difference in copy number according
to the formula: F = 2−(HsiRNA − HsiRNA)(HNT − HNT), where F is fold
difference in NHERF-1 expression, H is histone 3A, N is NHERF-1
(gene of interest), siRNA is siRNA-treated cells, and NT is cells given
no treatment (Figure W1).

Figure W1. A total of 1000 to 2000 stationary (core) and invasive
(rim) cells collected on frozen slides from 19 independent GBM
patients were harvested by LCM for microarray analysis and quanti-
tative RT-PCR. Amplified cDNA, 2.5 μl, from samples collected in
Figure 1Awere used to validate NHERF-1 gene expression profiling.
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