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Supplementary Figure 1
FACS sorting single cells by forward versus side scatter (FSC vs SSC) gating.

Formaldehyde-fixed mouse naive T cells (100K) were submitted for FACS sorting based on size and granularity (FSC vs SSC, P1
gate), and cell doublets were excluded firstly by SSC-H vs SSC-W (P2 gate) and further by FSC-H vs FSC-W (P3 gate)



Supplementary Table 1, oligo sequence for primers and adaptors used in this protocol.

illumina adapter-top /5Phos/GAT CGG AAG AGC ACA CGT CT 250nm STD

illumina adapter-bottom ACACTCTTTCCCTACACGACGCTCTTCCGATCT 250nm STD

illumina PCR Primer 1.0 AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCT lum HPLC

i7 name i7 index sequence

Primer 2.0- IndexM1 CAAGCAGAAGACGGCATACGAGATCGTGATGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT 250nm HPLC Ml ATCACG
Primer 2.0- IndexM2 CAAGCAGAAGACGGCATACGAGATACATCGGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCHT 250nm HPLC M2 CGATGT
Primer 2.0- IndexM3 CAAGCAGAAGACGGCATACGAGATGCCTAAGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCHT 250nm HPLC M3 TTAGGC
Primer 2.0- IndexM4 CAAGCAGAAGACGGCATACGAGATTGGTCAGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT 250nm HPLC M4 TGACCA
Primer 2.0- IndexM5 CAAGCAGAAGACGGCATACGAGATCACTGTGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCHT 250nm HPLC M35 ACAGTG
Primer 2.0- IndexM6 CAAGCAGAAGACGGCATACGAGATATTGGCGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT 250nm HPLC M6 GCCAAT
Primer 2.0- IndexM7 CAAGCAGAAGACGGCATACGAGATGATCTGGTGACTGGAGTTCAGACGTGTGCTCTTCCGATC+T 250nm HPLC M7 CAGATC
Primer 2.0- IndexM8 CAAGCAGAAGACGGCATACGAGATTCAAGTGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT 250nm HPLC M3 ACTTGA
Primer 2.0- IndexM9 CAAGCAGAAGACGGCATACGAGATCTGATCGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCHT 250nm HPLC M9 GATCAG
Primer 2.0- IndexM10 CAAGCAGAAGACGGCATACGAGATAAGCTAGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCHT 250nm HPLC M10 TAGCTT
Primer 2.0- IndexM11 CAAGCAGAAGACGGCATACGAGATGTAGCCGTGACTGGAGTTCAGACGTGTGCTCTTCCGATC+T 250nm HPLC Mi1 GGCTAC
Primer 2.0- IndexM12 CAAGCAGAAGACGGCATACGAGATTACAAGGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCHT 250nm HPLC M12 CTTGTA
Primer 2.0-IndexM14 CAAGCAGAAGACGGCATACGAGATGGAACTGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT 250nm HPLC Ml14 AGTTCC
Primer 2.0-IndexM18 CAAGCAGAAGACGGCATACGAGATGCGGACGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT 250nm HPLC M18 GTCCGC
Primer 2.0-IndexM23 CAAGCAGAAGACGGCATACGAGATCCACTCGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCHT 250nm HPLC M23 GAGTGG
Primer 2.0-IndexM25 CAAGCAGAAGACGGCATACGAGATATCAGTGTGACTGGAGTTCAGACGTGTGCTCTTCCGATC*T 250nm HPLC M25 ACTGAT
Primer 2.0-IndexM27 CAAGCAGAAGACGGCATACGAGATAGGAATGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT 250nm HPLC M27 ATTCCT
Primer 2.0-IndexM29 CAAGCAGAAGACGGCATACGAGATTAGTTGGTGACTGGAGTTCAGACGTGTGCTCTTCCGATC*T 250nm HPLC M29 CAACTA
Primer 2.0-IndexM37 CAAGCAGAAGACGGCATACGAGATATTCCGGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCHT 250nm HPLC M37 CGGAAT
Primer 2.0-IndexM40 CAAGCAGAAGACGGCATACGAGATTCTGAGGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT 250nm HPLC M40 CTCAGA
Primer 2.0-Index\M42 CAAGCAGAAGACGGCATACGAGATCGATTAGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCHT 250nm HPLC M42 TAATCG
Primer 2.0-IndexM45 CAAGCAGAAGACGGCATACGAGATGAATGAGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT 250nm HPLC M45 TCATTC
Primer 2.0-IndexM46 CAAGCAGAAGACGGCATACGAGATTCGGGAGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCHT 250nm HPLC M46 TCCCGA
Primer 2.0-IndexM47 CAAGCAGAAGACGGCATACGAGATCTTCGAGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCHT 250nm HPLC M47 TCGAAG




Primer 2.0-IndexM13 CAAGCAGAAGACGGCATACGAGATTTGACTGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT 250nm HPLC M13 AGTCAA
Primer 2.0-IndexM17 CAAGCAGAAGACGGCATACGAGATCTCTACGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT 250nm HPLC M17 GTAGAG
Primer 2.0-IndexM21 CAAGCAGAAGACGGCATACGAGATCGAAACGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT 250nm HPLC M21 GTTTCG

Primer 2.0-IndexM26 CAAGCAGAAGACGGCATACGAGATGCTCATGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT 250nm HPLC M26 ATGAGC
Primer 2.0-IndexM30 CAAGCAGAAGACGGCATACGAGATCCGGTGGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT 250nm HPLC M30 CACCGG
Primer 2.0-IndexM31 CAAGCAGAAGACGGCATACGAGATATCGTGGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT 250nm HPLC M31 CACGAT
Primer 2.0-IndexM35 CAAGCAGAAGACGGCATACGAGATAAAATGGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT 250nm HPLC M35 CATTTT

Primer 2.0-IndexM38 CAAGCAGAAGACGGCATACGAGATAGCTAGGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT 250nm HPLC M38 CTAGCT
Primer 2.0-IndexM41 CAAGCAGAAGACGGCATACGAGATTAGCGCGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT 250nm HPLC M41 GCGCTA
Primer 2.0-IndexM43 CAAGCAGAAGACGGCATACGAGATGCTGTAGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT 250nm HPLC M43 TACAGC
Primer 2.0-IndexM44 CAAGCAGAAGACGGCATACGAGATATTATAGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT 250nm HPLC M44 TATAAT

Primer 2.0-Index\M48 CAAGCAGAAGACGGCATACGAGATTGCCGAGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT 250nm HPLC M48 TCGGCA
Primer 2.0-IndexG1 CAAGCAGAAGACGGCATACGAGATCGTACCGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCHT 100nm HPLC Gl GGTACG
Primer 2.0-IndexG2 CAAGCAGAAGACGGCATACGAGATGCCACGGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCAT 100nm HPLC G2 CGTGGC
Primer 2.0-IndexG3 CAAGCAGAAGACGGCATACGAGATGATGGCGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT 100nm HPLC G3 GCCATC
Primer 2.0-IndexG4 CAAGCAGAAGACGGCATACGAGATCAGTGAGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCAT 100nm HPLC G4 TCACTG

Primer 2.0-IndexG5 CAAGCAGAAGACGGCATACGAGATAAGTCTGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT 100nm HPLC G5 AGACTT
Primer 2.0-IndexG6 CAAGCAGAAGACGGCATACGAGATCTAGCTGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT 100nm HPLC G6 AGCTAG
Primer 2.0-IndexG7 CAAGCAGAAGACGGCATACGAGATACTGGTGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCAT 100nm HPLC G7 ACCAGT
Primer 2.0-IndexG8 CAAGCAGAAGACGGCATACGAGATAGTGTCGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCAT 100nm HPLC G8 GACACT
Primer 2.0-IndexG9 CAAGCAGAAGACGGCATACGAGATGGATCGGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT 100nm HPLC G9 CGATCC
Primer 2.0-IndexG10 CAAGCAGAAGACGGCATACGAGATCAGGTTGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCAT 100nm HPLC G10 AACCTG
Primer 2.0-IndexG11 CAAGCAGAAGACGGCATACGAGATCGTATGGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCAT 100nm HPLC G11 CATACG
Primer 2.0-IndexG12 CAAGCAGAAGACGGCATACGAGATAGTCGTGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCAT 100nm HPLC G12 ACGACT
Primer 2.0-IndexG13 CAAGCAGAAGACGGCATACGAGATGGCTATGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCAT 100nm HPLC G13 ATAGCC
Primer 2.0-IndexG14 CAAGCAGAAGACGGCATACGAGATACTGTGGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCAT 100nm HPLC G14 CACAGT
Primer 2.0-IndexG15 CAAGCAGAAGACGGCATACGAGATGACAATGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT 100nm HPLC G15 ATTGTC

Primer 2.0-IndexG16 CAAGCAGAAGACGGCATACGAGATAGTCTGGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCAT 100nm HPLC G16 CAGACT
Primer 2.0-IndexG17 CAAGCAGAAGACGGCATACGAGATTGCAACGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT 100nm HPLC G17 GTTGCA
Primer 2.0-IndexG18 CAAGCAGAAGACGGCATACGAGATGTTATCGTGACTGGAGTTCAGACGTGTGCTCTTCCGATC*T 100nm HPLC G18 GATAAC
Primer 2.0-IndexG19 CAAGCAGAAGACGGCATACGAGATCTTGAGGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCAT 100nm HPLC G19 CTCAAG




Primer 2.0-IndexG20 CAAGCAGAAGACGGCATACGAGATGTTAGGGTGACTGGAGTTCAGACGTGTGCTCTTCCGATC*T 100nm HPLC G20 CCTAAC
Primer 2.0-IndexG21 CAAGCAGAAGACGGCATACGAGATCTGGGTGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCAT 100nm HPLC G21 ACCCAG
Primer 2.0-IndexG22 CAAGCAGAAGACGGCATACGAGATGCTCGAGTGACTGGAGTTCAGACGTGTGCTCTTCCGATC+T 100nm HPLC G22 TCGAGC
Primer 2.0-IndexG23 CAAGCAGAAGACGGCATACGAGATCCTAGTGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT 100nm HPLC G23 ACTAGG
Primer 2.0-IndexG24 CAAGCAGAAGACGGCATACGAGATAAGTGCGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCAT 100nm HPLC G24 GCACTT
Primer 2.0-IndexG25 CAAGCAGAAGACGGCATACGAGATCGGTGCGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT 100nm HPLC G25 GCACCG
Primer 2.0-IndexG26 CAAGCAGAAGACGGCATACGAGATACTTGGGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCAT 100nm HPLC G26 CCAAGT
Primer 2.0-IndexG27 CAAGCAGAAGACGGCATACGAGATCAATCCGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCAT 100nm HPLC G27 GGATTG
Primer 2.0-IndexG28 CAAGCAGAAGACGGCATACGAGATTGTGCAGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCAT 100nm HPLC G28 TGCACA
Primer 2.0-IndexG29 CAAGCAGAAGACGGCATACGAGATGAATACGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT 100nm HPLC G29 GTATTC
Primer 2.0-IndexG30 CAAGCAGAAGACGGCATACGAGATCCTACGGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT 100nm HPLC G30 CGTAGG
Primer 2.0-IndexG31 CAAGCAGAAGACGGCATACGAGATCTAAGAGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT 100nm HPLC G31 TCTTAG
Primer 2.0-IndexG32 CAAGCAGAAGACGGCATACGAGATAGGTCCGTGACTGGAGTTCAGACGTGTGCTCTTCCGATC+T 100nm HPLC G32 GGACCT
Primer 2.0-IndexG33 CAAGCAGAAGACGGCATACGAGATACGGTAGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCAT 100nm HPLC G33 TACCGT
Primer 2.0-IndexG34 CAAGCAGAAGACGGCATACGAGATGACCCAGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT 100nm HPLC G34 TGGGTC
Primer 2.0-IndexG35 CAAGCAGAAGACGGCATACGAGATTTAGCGGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCAT 100nm HPLC G35 CGCTAA
Primer 2.0-IndexG36 CAAGCAGAAGACGGCATACGAGATAGTCTAGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT 100nm HPLC G36 TAGACT
Primer 2.0-Indexnewl CAAGCAGAAGACGGCATACGAGATGTACGTGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCAT 100nm HPLC newl ACGTAC
Primer 2.0-Indexnew?2 CAAGCAGAAGACGGCATACGAGATCAGCCTGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCHT 100nm HPLC new?2 AGGCTG
Primer 2.0-Indexnew3 CAAGCAGAAGACGGCATACGAGATACGTATGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT 100nm HPLC new3 ATACGT
Primer 2.0-Indexnew4 CAAGCAGAAGACGGCATACGAGATCTATGGGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCAT 100nm HPLC new4 CCATAG
Primer 2.0-Indexnew5 CAAGCAGAAGACGGCATACGAGATCTGCAGGTGACTGGAGTTCAGACGTGTGCTCTTCCGATC+T 100nm HPLC news CTGCAG
Primer 2.0-Indexnew6 CAAGCAGAAGACGGCATACGAGATATACAGGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT 100nm HPLC new6 CTGTAT
Primer 2.0-Indexnew? CAAGCAGAAGACGGCATACGAGATCATGTCGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT 100nm HPLC new?’ GACATG
Primer 2.0-Indexnew8 CAAGCAGAAGACGGCATACGAGATGACGTCGTGACTGGAGTTCAGACGTGTGCTCTTCCGATC+T 100nm HPLC new8 GACGTC
Primer 2.0-Indexnew9 CAAGCAGAAGACGGCATACGAGATTATACCGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCAT 100nm HPLC new9 GGTATA
Primer 2.0-Indexnew10 CAAGCAGAAGACGGCATACGAGATAGCATAGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT 100nm HPLC newl10 TATGCT
Primer 2.0-Indexnew11 CAAGCAGAAGACGGCATACGAGATGTCGGAGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT 100nm HPLC newll TCCGAC
Primer 2.0-Indexnew12 CAAGCAGAAGACGGCATACGAGATCATGCAGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT 100nm HPLC newl2 TGCATG
Primer 2.0-Indexnew13 CAAGCAGAAGACGGCATACGAGATTATGTTGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCAT 100nm HPLC newl3 AACATA
Primer 2.0-Indexnew14 CAAGCAGAAGACGGCATACGAGATGCGTGTGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCAT 100nm HPLC newl4 ACACGC




Primer 2.0-Indexnew15 CAAGCAGAAGACGGCATACGAGATAGAGGTGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT 100nm HPLC newl5 ACCTCT
Primer 2.0-Indexnew16 CAAGCAGAAGACGGCATACGAGATTGATGGGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT 100nm HPLC newl6 CCATCA
Primer 2.0-Indexnew17 CAAGCAGAAGACGGCATACGAGATCTGTCGGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT 100nm HPLC newl?7 CGACAG
Primer 2.0-Indexnew18 CAAGCAGAAGACGGCATACGAGATACGCAGGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT 100nm HPLC newl8 CTGCGT
Primer 2.0-Indexnew19 CAAGCAGAAGACGGCATACGAGATTGCGTCGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT 100nm HPLC newl9 GACGCA
Primer 2.0-Indexnew20 CAAGCAGAAGACGGCATACGAGATTGCGCCGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT 100nm HPLC new20 GGCGCA
Primer 2.0-Indexnew?21 CAAGCAGAAGACGGCATACGAGATACTACCGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCAT 100nm HPLC new21 GGTAGT
Primer 2.0-Indexnew?2?2 CAAGCAGAAGACGGCATACGAGATCACATAGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCHT 100nm HPLC new22 TATGTG
Primer 2.0-Indexnew?23 CAAGCAGAAGACGGCATACGAGATTCTACAGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCAT 100nm HPLC new23 TGTAGA
Primer 2.0-Indexnew24 CAAGCAGAAGACGGCATACGAGATTTACAAGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCAT 100nm HPLC new24 TTGTAA
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