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For NGS results, the entropy calculation of the peak chosen for CE analysis was used for
downstream comparison analysis. Of the 388 clinical samples, 256 (66.0%, average entropy
279.7, blue dots in Figure 5) were concordant negatives between the NGS and CE assays, and
90 (23.2%, average entropy 51.2, green dots in Figure 5) were concordant positives; the
remaining 42 (10.8%) were discordant. Of the discordant samples, 16 were NGS+ (red dots,
Figure 5), while 26 were CE+ (yellow dots in Figure 5). 16 of these 42 discordant samples were
near the cut-off. However, an interesting pattern appeared for the discordant, CE+ samples. If
the samples are ranked by the entropy value of the target peak from the NGS-E plot, 14 of the
26 were highly complex peaks (average entropy of 202.1, yellow dots with blue square, Figure

TRG clonality is a powerful tool to assist in diagnosing numerous lymphoproliferative disorders
and is commonly assessed using PCR-based capillary electrophoresis (CE) assays. CE assays were
popularized by their speed and low cost, but suffer from disadvantages such as subjective
analysis and slow turnaround when using CE results for tracking. Next-generation sequencing
(NGS) offers solutions to these disadvantages by producing less subjective results and almost
immediate sequence information that is ready to use for tracking. While it is understandable for
labs to be hesitant about switching to newer, unfamiliar technologies, we present the following
data to show the concordance between CE and NGS in a format familiar to the current

388 clinical samples were run on both NGS and CE assays. Examples of concordant results
between these two assays are shown in Figures 2 and 3 for negative and positive TRG
clonality, respectively. An example of a discordant result between NGS and CE is shown in
Figure 4. As seen in this example, when multiple amplicons have the same size, the CE assay
is not able to differentiate amplicons and the CE electropherograms look positive for TRG
clonality. Alternatively, the NGS-E plot can delineate amplicons within size bins and shows
that this sample should be negative for TRG clonality.
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should be sufficient to offset the cost and time; the subjective nature of CE analysis and the
moow o we slow turnaround time to obtaining sequence data from CE may nullify the NGS cost and time.
In addition, NGS-E plots, which have the benefit of displaying the results in a manner familiar
to those accustomed to CE results, in combination with a simple metric for complexity (which
gives more accuracy and reduced false positives by 54% in our dataset), adds to the
advantages of NGS over CE for clonality testing. These NGS-E plots can act as a bridge that the
CE-centric labs can use to become more accustomed to NGS data, as they address potential
concerns about converting to NGS-based testing.
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To ensure fair comparisons between samples and size columns that had different numbers of
participating amplicons, each size column was initialized with 65 participating amplicons
(representing the highest number of participating amplicons across all samples/sizes), and each
initialized amplicon was given a minimum %Total Reads value of 0.0003125. The probability
value used for the entropy calculation was derived from the fraction of %Total reads each
amplicon contributed to its size column. For a size column with only initialized amplicons (i.e. no
actual data, only initialized data), each of the 65 participants contribute an equal probability to

the entropy calculation, and the negative sum is maximized (high entropy). For a size column | CONTACT INFORMATION
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