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& 1. Sequencing reads on target and correlation of clonotype count data for varying sample input amounts.
A. Percentages of sequencing reads that map to CDR3 regions in either TCRa (blue) or TCRB (purple) or that
represent off target reads (gray). The protocol was performed on peripheral blood RNA: 10 ng, 100 ng, and
1,000 ng. For each RNA sample amount analyzed, >70% of sequencing reads mapped to a CDR3 region
in either TCRa or TCRR, with the 10 ng sample amount yielding the highest percentage of on target reads.
B. Correlation of clonotype count data for varying sample input amounts. Another form of analysis involved
plotting counts of the 100 most highly represented clonotypes for varying sample input amounts. Com-
10ng 100 ng 1,000 ng parison of clonotype count data for the 100 ng and 1,000 ng sample amounts yielded a Pearson correlation
coefficient of 0.80 and a Spearman coefficient of 0.80.
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3 2. Assessing the reproducibility and sensitivity of the SMARTer approach.

A. The protocol was performed in replicate on PBMC RNA samples spiked at varying concentrations (10%, 1%, 0.1%, 0.01%, and 0.001%) with RNA obtained from a homog-
enous population of Leukemic Jurkat T cells (TRBV12-3-TRBJ1-2 clonotype). The number of TRBV12-3-TRBJ1-2 specific sequence reads obtained for each spiked sample
was normalized by subtracting the number of corresponding reads obtained for negative control samples consisting of unspiked PBMC RNA. Following Log,, transformation,
plotting of the data (spike-in dilution vs. normalized read count) and linear regression analysis revealed a statistically significant correlation (p = 3.93x 107", R?=0.99) between
the amount of spiked-in Jurkat RNA and the number of TRBV12-3TRBJ1-2 specific sequence reads.

B. Count data, signal to noise ratios, and statistical analysis for TRBV12-3-TRBJ1-2 specific sequence reads obtained from spiked RNA samples. This result demonstrates
that differences in the relative abundance of transcripts for a particular TCR clonotype are faithfully and reproducibly represented in sequencing libraries generated. Com-
parison of the number of TRBV12-3-TRBJ1-2 specific sequence reads obtained for the control vs. spike-in samples suggests that added Jurkat RNA at a concentration of
0.1% is detectable above background in the sequencing output (p < 0.005) at a depth of ~ 275,000 reads, evidence of the sensitivity afforded by the SMARTer approach.
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