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Cell-sorting strategy 

The IECs and LPCs were stained with CD45 A700, CD3 PE, CD4 APC-Cy7, CD8 FITC, TCRβ PE-Cy7 and TCR 

BV421. After gating on CD3/CD45 double positive events, a bivariate plot was created looking at TCRβ 

and TCR expression in IEC samples. TCR T cells were sorted by gating on the TCR+ TCRβ- population. 

To identify TCRαβ IEC and LPC populations of interest, after gating on TCRβ+ events, a bivariate plot was 

created for CD8 and CD4 expression, and TCRβ-gated CD8+ and CD4+ T cells were sorted from IEC and 

LPC samples, respectively.  

 

TR sequencing approach 

Briefly, a multiplexed PCR method that uses a mixture of forward primers specific to V gene segments 

and reverse primers specific to J gene segments was employed. Sequencing of amplified CDR3 regions 

was performed using the Illumina HiSeq System (Illumina Inc., San Diego, USA). Raw HiSeq sequence 

data were preprocessed to remove errors in the primary sequence of each read. To remove both PCR 

and sequencing errors, a nearest neighbor algorithm was used to collapse the data into unique 

sequences by merging closely related sequences16,17.  
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