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epithelial cells showed a mild decrease in expression.

 VEGF-C: Tracheal fibroblasts expressed more mRNA in response to hypoxia and in
larger quantities relative to the other cell lines. SCCF2 cells consistently produced little
to no VEGF-C mRNA, but there was not a statistically significant change in expression
In response to hypoxia.

 VEGF-D: SCCF1 had marked upregulation of VEGF-D in hypoxic conditions. This
supports the findings of Harris 2019.

 Significance: These findings demonstrate how mediators of angiogenesis can be

electrophoresis curve (not shown), in no-template control samples (blue lines in 4.1) and in low-expressing SCCF2

cells (red lines in 4.1, overlapping with blue negative controls). PCR products were electrophoresed
on a 1% agarose gel (Figure 4.2). CCL94 kidney cells (lane A) yielded a single melt peak and a
dominant band at the expected product size (135 base pairs). Amplification from SCCF2 samples
(lanes B and C) resulted in no band (or a faint band) at the expected size, with prominent bands below
100 bp indicating primer dimer formation. Negative control (lane D) also showed primer dimer
products and possible contamination. VEGF-C primer set #6 showed far less non-specific
amplification in SCCF2 cells (Figure 4.3, red lines) and there was no amplification in negative controls.

Adapted from W. Nasry, 2024

Annealing temperature
optimized 2. Reverse Transcription- quantitative PCR:

RNA was extracted using a commercial kit. RNA concentration

was measured with spectrophotometry and used to synthesize variably expressed between patients and could translate to variable and inconsistent
PCRfP“’d”Ct f.eq“"tgcef.tm 12.5ng/ul of cDNA. Samples were reverse transcribed for one treatment response. Additionally, stromal cells in the tumor microenvironment could be
S cycle in a thermal cycler at 25° C for 5 minutes, 46° C for 20 an important source of VEGF-C, even if expression is not apparent in tumor cells.
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