
Estimation of the quantitative contribution of contaminating T cells in neutrophil preparations on the RT-PCR results
presented in this study.

(A) RT-PCR was performed on serial dilutions of cDNA from purified T cells (>93% purity) in the absence or presence of cDNA
from purified neutrophils. The results are exemplified for a moderately (Vα1a) and an abundantly expressed TCR Vα chain
(Vα3). Note the presence of only minor amounts of TCR Vα chain specific PCR products when dilutions are used as template
that correspond to a 3% fraction of T cells (*) (left). This fraction represents the maximum amount of contaminating T cells
expected in our neutrophil preparations which routinely displayed >97% purity (see a). Addition of purified neutrophils
completely overrides the observed dilution effect (right) demonstrating that the vast majority of specific PCR products originates
from neutrophils. The results indicate that under the RT-PCR conditions used in this study amplification products obtained from
>97% pure neutrophil preparations were cell-type specific. Amplification of GAPDH is shown as an internal reference gene.
Numbers indicate the percentage of T cell cDNA in each sample.

(B) Lineage-specificity of the T cell marker gene CD8a and the neutrophil-specific gene MMP-25 authenticated by RT-PCR
amplification of serial cDNA dilutions from purified T cells and neutrophils. MMP-25, matrix metalloproteinase 25; CD8a, CD8a
subunit; Vα1a, Vα3; TCR variable α1a and α3 chain, respectively.
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