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Supplementary Figure 1 | Gating strategies for flow cytometry. a, Representative gating strategy for surface
molecule staining of the Jurkat T-cell lines. b, Representative gating strategy for measurements of CD69
expression in the T-cell activation assay.



Supplementary Table 1 | Sequences of the protein constructs used in this study

Name

Protein sequence

1. G83.C4 SpyT-TCRyCD35:_GFP2

(For expression and purification of the Twin-StrepTag
tagged complex, together with 2.)

MLLALALLLAFLPPASQKMGRGVPHIVMVDAYKRYK
SGGGSGENLYFQGGSGESGSGSSNLEGRTKSVTR
PTGSSAVITCDLPVENAVYTHWYLHQEGKAPQRLLY
YDSYNSRVVLESGISREKYHTYASTGKSLKFILENLIE
RDSGVYYCATWDYKKLFGSGTTLVVTDKQLDADVS
PKPTIFLPSIAETKLQKAGTYLCLLEKFFPDVIKIHWQE
KKSNTILGSQEGNTMKTNDTYMKFSWLTVPEKSLDK
EHRCIVRHENNKNGVDQEIIFPPIKTDVITMDPKDNCS
KDANDTLLLQLTNTSAYYMYLLLLLKSVVYFAIITCCLL
RRTAFCCNGEKSGSGQCTNYALLKLAGDVESNPGP
MEHSTFLSGLVLATLLSQVSPFKIPIEELEDRVFVNCN
TSITWVEGTVGTLLSDITRLDLGKRILDPRGIYRCNGT
DIYKDKESTVQVHYRMCQSCVELDPATVAGIIVTDVI
ATLLLALGVFCFAGHETGRLSGAADTQALLRNDQVY
QPLRDRDDAQYSHLGGNWARNKGSGEGRGSLLTC
GDVEENPGPMQSGTHWRVLGLCLLSVGVWGQDGN
EEMGGITQTPYKVSISGTTVILTCPQYPGSEILWQHN
DKNIGGDEDDKNIGSDEDHLSLKEFSELEQSGYYVC
YPRGSKPEDANFYLYLRARVCENCMEMDVMSVATIV
IVDICITGGLLLLVYYWSKNRKAKAKPVTRGAGAGGR
QRGQNKERPPPVPNPDYEPIRKGQRDLYSGLNQRR
IGDPPVATMVSKGEELFTGVVPILVELDGDVNGHKFS
VSGEGEGDATYGKLTLKFICTTGKLPVPWPTLVTTLS
YGVQCFSRYPDHMKQHDFFKSAMPEGYVQERTIFF
KDDGNYKTRAEVKFEGDTLVNRIELKGIDFKEDGNIL
GHKLEYNYNSHNVYIMADKQKNGIKVNFKIRHNIEDG
SVQLADHYQQNTPIGDGPVLLPDNHYLSTQSALSKD
PNEKRDHMVLLEFVTAAGITLGMDELYK

2. G83.C4 TCR5CD3Jy_Strep2

(For expression and purification of the Twin-StrepTag
tagged complex, together with 1.)

MILTVGFSFLFFYRGTLCDKVTQSSPDQTVASGSEV
VLLCTYDTVYSNPDLFWYRIRPDYSFQFVFYGDNSR
SEGADFTQGRFSVKHILTQKAFHLVISPVRTEDSATY
YCATRLWLGDPHTDKLIFGKGTRVTVEPRSQPHTKP
SVFVMKNGTNVACLVKEFYPKDIRINLVSSKKITEFDP
AIVISPSGKYNAVKLGKYEDSNSVTCSVQHDNKTVH
STDFEVKTDSTDHVKPKETENTKQPSKSCHKPKAIV
HTEKVNMMSLTVLGLRMLFAKTVAVNFLLTAKLFFLG
SGQCTNYALLKLAGDVESNPGPMKWKALFTAAILQA
QLPITEAQSFGLLDPKLCYLLDGILFIYGVILTALFLRV
KFSRSADAPAYQQGQNQLYNELNLGRREEYDVLDK
RRGRDPEMGGKPQRRKNPQEGLYNELQKDKMAEA
YSEIGMKGERRRGKGHDGLYQGLSTATKDTYDALH
MQALPPRGSGEGRGSLLTCGDVEENPGPMEQGKG
LAVLILAILLQGTLAQSIKGNHLVKVYDYQEDGSVLLT
CDAEAKNITWFKDGKMIGFLTEDKKKWNLGSNAKDP
RGMYQCKGSQNKSKPLQVYYRMCQNCIELNAATIS
GFLFAEIVSIFVLAVGVYFIAGQDGVRQSRASDKQTL
LPNDQLYQPLKDREDDQYSHLQGNQLRRNGSGSA
WSHPQFEKGGGSGGGSGGSAWSHPQFEK

3. AF-7 TCR-a chain

(For expression of the AF-7 TCR in Jurkat T-cells,
together with 4.)

MWGVFLLYVSMKMGGTTGQNIDQPTEMTATEGAIV
QINCTYQTSGFNGLFWYQQHAGEAPTFLSYNVLDGL
EEKGRFSSFLSRSKGYSYLLLKELQMKDSASYLCAV
KDSNYQLIWGAGTKLIIKPDIQNPDPAVYQLRDSKSS
DKSVCLFTDFDSQTNVSQSKDSDVYITDKTVLDMRS
MDFKSNSAVAWSNKSDFACANAFNNSIIPEDTFFPS
PESSCDVKLVEKSFETDTNLNFQNLSVIGFRILLLKVA
GFNLLMTLRLWSS

4. AF-7 TCR-B chain

(For expression of the AF-7 TCR in Jurkat T-cells,
together with 3.)

MGILPSPGMPALLSLVSLLSVLLMGCVAETSYPYDVP
DYAGGSGTSNAGVTQTPKFQVLKTGQSMTLQCAQD
MNHNSMYWYRQDPGMGLRLIYYSASEGTTDKGEVP
NGYNVSRLNKREFSLRLESAAPSQTSVYFCASSVWT
GEGSGELFFGEGSRLTVLEDLKNVFPPKVAVFEPSE




AEISHTQKATLVCLATGFYPDHVELSWWVNGKEVHS
GVSTDPQPLKEQPALNDSRYCLSSRLRVSATFWQN
PRNHFRCQVQFYGLSENDEWTQDRAKPVTQIVSAE
AWGRADCGFTSESYQQGVLSATILYEILLGKATLYAV
LVSALVLMAMVKRKDSRG

5. G83.C4 TCR-y chain

(For expression of the G83.C4 TCR in Jurkat T-cells,
together with 6.)

MLLALALLLAFLPPASQKTSYPYDVPDYAGGSGTSS
SNLEGRTKSVTRPTGSSAVITCDLPVENAVYTHWYL
HQEGKAPQRLLYYDSYNSRVVLESGISREKYHTYAS
TGKSLKFILENLIERDSGVYYCATWDYKKLFGSGTTL
VVTDKQLDADVSPKPTIFLPSIAETKLQKAGTYLCLLE
KFFPDVIKIHWQEKKSNTILGSQEGNTMKTNDTYMKF
SWLTVPEKSLDKEHRCIVRHENNKNGVDQEIFPPIK
TDVITMDPKDNCSKDANDTLLLQLTNTSAYYMYLLLL
LKSVVYFAITCCLLRRTAFCCNGEKS

6. G83.C4 TCR-5 chain

(For expression of the G83.C4 TCR in Jurkat T-cells,
together with 5.)

MILTVGFSFLFFYRGTLCDKVTQSSPDQTVASGSEV
VLLCTYDTVYSNPDLFWYRIRPDYSFQFVFYGDNSR
SEGADFTQGRFSVKHILTQKAFHLVISPVRTEDSATY
YCATRLWLGDPHTDKLIFGKGTRVTVEPRSQPHTKP
SVFVMKNGTNVACLVKEFYPKDIRINLVSSKKITEFDP
AIVISPSGKYNAVKLGKYEDSNSVTCSVQHDNKTVH
STDFEVKTDSTDHVKPKETENTKQPSKSCHKPKAIV
HTEKVNMMSLTVLGLRMLFAKTVAVNFLLTAKLFFL

7. AF-7 V-a/C-0 chain

(For expression of the chimeric AF-7 TCR in Jurkat T-
cells, together with 8; C-8 chain sequence underlined.)

MWGVFLLYVSMKMGGTTGQNIDQPTEMTATEGAIV
QINCTYQTSGFNGLFWYQQHAGEAPTFLSYNVLDGL
EEKGRFSSFLSRSKGYSYLLLKELQMKDSASYLCAV
KDSNYQLIWGAGTKLIKPDSQPHTKPSVFVMKNGTN
VACLVKEFYPKDIRINLVSSKKITEFDPAIVISPSGKYN
AVKLGKYEDSNSVTCSVQHDNKTVHSTDFEVKTDST
DHVKPKETENTKQPSKSCHKPKAIVHTEKVNMMSLT
VLGLRMLFAKTVAVNFLLTAKLFFL

8. AF-7 V-§/C-y chain

(For expression of the chimeric AF-7 TCR in Jurkat T-
cells, together with 7; C-y chain sequence underlined.)

MGILPSPGMPALLSLVSLLSVLLMGCVAETSYPYDVP
DYAGGSGTSNAGVTQTPKFQVLKTGQSMTLQCAQD
MNHNSMYWYRQDPGMGLRLIYYSASEGTTDKGEVP
NGYNVSRLNKREFSLRLESAAPSQTSVYFCASSVWT
GEGSGELFFGEGSRLTVLEDKQLDADVSPKPTIFLPS
IAETKLQKAGTYLCLLEKFFPDVIKIHWQEKKSNTILG
SQEGNTMKTNDTYMKFSWLTVPEKSLDKEHRCIVR
HENNKNGVDQEIIFPPIKTDVITMDPKDNCSKDANDT
LLLQLTNTSAYYMYLLLLLKSVVYFAITCCLLRRTAFC
CNGEKS

9. G83.C4 V-y/C-B chain

(For expression of the chimeric G83.C4 TCR in Jurkat
T-cells, together with 10; C-B chain sequence
underlined.)

MLLALALLLAFLPPASQKTSYPYDVPDYAGGSGTSS
SNLEGRTKSVTRPTGSSAVITCDLPVENAVYTHWYL
HQEGKAPQRLLYYDSYNSRVVLESGISREKYHTYAS
TGKSLKFILENLIERDSGVYYCATWDYKKLFGSGTTL
VVTDLKNVFPPKVAVFEPSEAEISHTQKATLVCLATG
FYPDHVELSWWVNGKEVHSGVSTDPQPLKEQPALN
DSRYCLSSRLRVSATFWQNPRNHFRCQVQFYGLSE
NDEWTQDRAKPVTQIVSAEAWGRADCGFTSESYQQ
GVLSATILYEILLGKATLYAVLVSALVLMAMVKRKDSR
G

10. G83.C4 V-5/C-a chain

(For expression of the chimeric G83.C4 TCR in Jurkat
T-cells, together with 9; C-a chain sequence
underlined.)

MILTVGFSFLFFYRGTLCDKVTQSSPDQTVASGSEV
VLLCTYDTVYSNPDLFWYRIRPDYSFQFVFYGDNSR
SEGADFTQGRFSVKHILTQKAFHLVISPVRTEDSATY
YCATRLWLGDPHTDKLIFGKGTRVTVEPRIQNPDPA
VYQLRDSKSSDKSVCLFTDFDSQTNVSQSKDSDVYI
TDKTVLDMRSMDFKSNSAVAWSNKSDFACANAFNN
SIIPEDTFFPSPESSCDVKLVEKSFETDTNLNFQNLSV
IGFRILLLKVAGENLLMTLRLWSS






