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Introduction Cohort Characteristics

Circulating CD8* DRTC Are Increased at Rejection
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simultaneously sequence all TCR-
beta chain sequences. D) CD4* and
E) CD8* DRTC were then identified by plotting the TCR-beta chain reads from the MLR flow sorted CD4 and
CD8 samples against the unstimulated, pre-transplant PBMC. DRTC (blue circles) were clones that were: 1)
significantly more abundant in the MLR sort based on a binomial model after multiple comparisons corrections
and 2) at least 2-fold more abundant in the MLR sort compared to the unstimulated pre-transplant sample.
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Figure 2: Generation and characterization of DRTC in the pre-transplant period. DRTC were identified as
shown in Figure 1. A) A median of 935 CD4* and 113 CD8* DRTC were detected. B-C) The number of DRTC
e i were then compared across the number of HLA mismatches based on the following loci: HLA-A, HLA-B, HLA-DR.
LL ,‘ 'czcwgai: — — Increased generation of DRTC was observed in subjects with greater HLA disparity (Kruskal Wallis Test). D-E) The
1OZOR—;%MC-(;S—Pre;S_TCRéo frequency of D) CD4* and E) CD8* DRTC was then plotted against the absolute number of each DRTC subset.

The number of CD4* DRTC was strongly correlated with their frequency (r*=0.79, p<0.0001), which was not
observed with CD8* DRTC (r?=0.05, p=0.37). F-l) Baseline (i.e., pre-transplant) CD4* and CD8* DRTC number
and frequency were evaluated to determine if there was a difference in subjects that would ultimately develop
rejection/borderline rejection. No significant difference was observed with CD4* DRTC, but both the absolute
number and frequency of CD8* DRTC were elevated in non-stable subjects (Mann Whitney U Test).
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