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Figure 1a

Parenial MAGE-A10 alpha chain extracelular amine acid sequence (SEQ 1D No:2)

QREVEQNSGE LSVPEGAIAS INCTYSDRGS (SFFWYRQYS GKSFELIMSI 50
YSNGDKEDGR FTAQLINKASQ PSDSATYLCA VRGTGRRALT 100

FCSGTRLOVO FNIQNPDERAV

SCTNVSQSKD 150

SDVYITDKTY LIDMRSMDEKS

DEACANAENN

200

Figure 1b

Parental MAGE-A10 TCR beta chain exiracellular amine acid sequence (SEG D NO:3)

NAGVTQOTPKE RVLKTGOSMT LLCAQDMNHE YMYWYRQDPG MGLRLIHYSVY

i

b

GEGTTARKGEY FLRGYNVSPLK KONFLLGLES AAFIQTSVYE CASSEFTDTQY

&)
(]

FGPGTRLIVL EDLRENVEYPE VAVPEPSEAE ISHTQRATLYV CLATGEYPDH

—
ul
<

™o
<
<

VELSWWVNGK EVHSGVSTDP QPLKEQPALN DSRYCLSSRL RVSATFWONP

RNHFRCQVQF YGLSENDEWT QDRAKPVTQI VSAEAWGRAD 240
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Figure 2a

Reference TCR alpha chain ~ parental MAGE-A1D alpha chain exiraceliular aming acid sequencs
bul with cysteine (underlined) substiluted for T158 (.. T48 of the TRAC constant region) (SEQ D
No4)

CREVEQNSGE LSVPEGAIAS LNCTYSDRGE QSEFFWYRQYS GKSPELIMSI 50

YSNGDKEDGR FTAQLINKASQ PSDSATYLCA VRGTGRRALT 100

FCSGTRLOVY TPNIQNPDPAV YQLRDSKSSD KSV

SDVYITDRCY LIMRSMDEKS NSAVAWSNKS DFACANAFNN SIIPEDTFFP 200

SPESE 206

Figure 2b

Reference TCOR beta chain - parenial beta chain exiraceliular aming acid sequence but with
cysieine substituted for S187 {(L.e. 857 of the TRBCZ2 constant region) and with A185 substituted for
€185 and with B189 substituted for N198. All substitutions are underlined.

{SEQ 1D No:&}.

NAGVTQOTPKE RVLKTGCSMT LLCAQDMNHE YMYWYRODPG MGLRLIHYSV 50

GEGTTAKGEYV FDGYNVSRLE KONFLLGLES AAPSQTS

FGPGTRLIVL EDLENVEPFE VAVEEFSEAR

VELSWWVNGK EVHSGVCTDE QPLKEQPALN DSRYALSSRL RVSATFWODP 200

RNHFRCQVOF YGLSENDEWT QDRAKPVIQI VIAEAWGRAD 240
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Figure 3

Alpha chain amino acid sequences. CDRs are underlined and sequence changes from the
parental alpha chain are highlighted

SEQ ID No: 6 (alpha chain has single mutation encoding GIn—->Ala at position 5 of alpha CDR1)

QREVEQNSGE LSVPEGAIAS FWYRQYS GKS5P

IMST 50
YSNGDKEDGR FTAQLNKASQ PSDSATYLCA VEGTGRRALT 100

FCSGTRLOVY PNIQNPDPAV YQLRDSKSSD KSVCLETDED

SCTNVSQSKD 150
SDVYITDKTV LIMRSMDEKS NSAVAWSNKS DFACANAFNN SIIPEDTFFER 200

SPEZE 206

SEQ ID No: 7 (alpha chain has single mutation encoding GIn—> Ser at position 5 of alpha CDR1)

QREVEQNSGE LSVPEGAIAS INCTYSDRGES

(%3]
Py

FEWYRQYS GKSPELIMSI

YSNGDKEDGR FTAQLNKASD YVSLLIRDSQ PSDSATYLCA VREGTGRRALT

H
.
o

FCSGTRLOVY PNIQNPDPAYV YQLRDSKSSD KSVCLET

SQTNVSQSKD

(]

SDVYITDKTV LIMRSMDEKS NSAVAWSNKS DFACANAFNN SIIPEDTFFER 200

SPESE 206
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Figure 4

Beta chain amino acid sequences. CDRs are underlined and sequence changes from the parental

alpha chain are highlighted

SEQ ID No: 8 (beta chain has single mutation encoding Gly—> Ser at position 3 of beta CDR2)

NAGVTRTPKF RVLKTGCSMT LLCAQDMNHE YMYWYRQDFPG MGLRLIHYSV 50

PDGYNVIRLK KONFLLGLES AAPSCTSVYE CASZETDTOY 100
FGPGTRLTVL EDLKNVFPPE VAVFEPSEAE ISHTCOKATLY CLATGEYPDH 150
VELSWWVNGK EVHSGVSTDE OPLKEQPALN DSRYCLSSRL RVSATEWQONE 200
RNHFRCQVOE YGLSENDEWT CODRAKFVTQOI VSAEAWGRAD 240

SEQ ID No: 9 (beta chain has single mutation encoding Gly->Ala at position 3 of beta CDR2)

NAGVTQTPKEF RVLKTGOSMT LLCAQDMNHE YMYWYRQDPG MGLRLIHYSV 50

CTTAKGEV PDGYNVIRLK KONFLLGLES AAPSQTSVYE CASSEFTDTOY 100
LTVL EDLENVEFPPE VAVFEPSEAE ISHTQKATLYV CLATGEYPDH 150

VELSWWVNGK EVHSGVSTDP QPLKEQPALN DSRYCLSSRL RVSATEWONP 200

RNHFRCOVOF YGLSENDEWT CDRAKPVTOT VSARAWGRAD 240
SEQ ID No: 10 (beta chain has single mutation encoding Gly->Phe at position 3 of beta CDR2)

NAGVTQTPKF RVLKTGQOSMT LLCAQDMNHE YMYWYRQDPG MGLRLIHYSV 50

CTTAKGEV PDGYNVIRLK KONFLLGLES AAPSQTSVYE CASSEFTDTOY 100
FGPGTRLTVL EDLENVFPPE VAVFEPSEAL ISHTQKATLYV CLATGEYPDH 150
VELSWWVNGK EVHSGVSTDP QPLKEQPALN DSRYCLSZRL RVSATEWONP 200

1=
<

RNHFRCOVOE YGLSENDEWT CODRAKPVTQOI VSAEAWGRAD Z

SEQ ID No. 11 (beta chain has single mutation encoding Glu—>Asp at position 4 of beta CDR1)

(92}
()

NAGVTQTPKE RVLRTGOSMT LLCAQDMN’“ MGLRLIHYSV

[

i
o <
o
<

<

GEG

FGPGTRLTVL

TTAKGEYV PDGYNVSKRLK KONFLLGLES AAPSQTSVYE CASSETDTQOY

LENVEPRPE VAVEFEPRPSEALR ISHTQEATLV CLATGEFYPDH

o
o

VELSWWVNGK EVHSGVSTDP QPLKEQPALN DSRYCLS3RL RVSATEWONP 2

1=
<

RNHFRCOVOE YGLSENDEWT CODRAKPVTQOI VSAEAWGRAD Z
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Figure 5

PCT/GB2015/052938

Alpha chain amino acid sequences of the soluble TCRs. CDRs are underlined and sequence
changes from the reference alpha chain are highlighted

SEQ ID No: 12 (alpha chain has single mutation encoding Gln—>Ala at position 5 of alpha CDR1)

OKEVEQNEGP
YSNGDKEDGR
FGSGTRLOVO
SDVYITDRCY

SPEZE 206

LSVPEGAIAS
FTAQLNKASO
PNIONPDPAV

LDMRSMPEKS

FWYRQYS
PSDSATYLCA

KSVCLETDED

PrACANAFNN

GK3P!

[MST

VEGTGRRALT

SQTNVSQSKD

SLIPEDTERR

SEQ ID No: 13 (alpha chain has single mutation encoding Gln—>Ser at position 5 of alpha CDR1)

OREVEQNSGE
YSNGDKEDGR
FGSGTRLOVO
SDVYITDRCY

SPESE 206

LSVPEGAIAS
FTAQLNEKASO
PNIONPDPAV

LDMRSMPEKS

LNCTYSDRGS

YVESLLIRDSQ
YOLRDSKS3D

NSAVAWINKS

FEWYRQYS

PSDSATYLCA

KSVCLETI

PrACANAFNN

GKSFELIMST

VRGTGRRALT

SQTNVSQSKD

SLIPEDTERR

=
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Figure 6

Beta chain amino acid sequences of the soluble TCRs. CDRs are underlined and sequence

changes from the reference beta chain are highlighted.

SEQ ID No: 14 (beta chain has single mutation encoding Gly—>Ser at position 3 of beta CDR2)

NAGVTRTPKF RVLKTGCSMT LLCAQDMNHE YMYWYRQDFPG MGLRLIHYSV 50

EV PDGYNVSRLY KONFLLGLES AAPSQTSVYE CASSFTDTOY 100
FGPGTRLTVL EDLKNVFPPE VAVFEPSEAE ISHTCOKATLY CLATGEYPDH 150
VELSWWVNGK EVHSGVCTDE QPLKEQPALN DSRYCLSSRL RVSATEWONE 200

RNHFRCQVOE YGLSENDEWT CODRAKFVTQOI VSAEAWGRAD 240

SEQ ID No: 15 (beta chain has single mutation encoding Gly—>Ala at position 3 of beta CDR2)

NAGVTQTPKE RVLETGOSMT LLCAQDMNHE

CTTAKGEV PDGYNVIRLK KONFLLGLES AAPSQTSVYE CASSEFTDTOY 100
LTVL EDLENVEFPPE VAVFEPSEAE ISHTQKATLYV CLATGEYPDH 150
VELSWWVNGK EVHSGVCTDE OPLKEQPALN DSPYALSSRL RVSATEWQDRE 200

RNHERCOQVOE ¥ SENDEWT CDRAKPVTOI VSAEAWGRAD 240

SEQ ID No: 16 (beta chain has single mutation encoding Gly—>Phe at position 3 of beta CDR2)

NAGVTQOTPKE RVLKTGRSMT LLCAQDMNHE YMYWYRODPG MGLRLIHY3V 50

TAKGEV PDGYNVSRLK KOQNFLLGLES AARPSQTIVYE CA

SIFTDTOY 100

FGPGTRLTVL E INVEFPPE VAVFERSEAL ISHTQKATLV CLATGEFYPDH 150
L

VELSWWVNGK EVHSGVCTDP QFLKEQPALN DSRYALSSRL RVSATFWODP 200

RNHFRCQVOF YGLSENDEWT QDRAKPVTQI VSARAWGRAD 240
SEQ ID No. 17 (beta chain has single mutation encoding Glu—>Asp at position 4 of beta CDR1)

NAGVTQT

EVLKTGQSMT LLCAQDM G MGLRLIHY3V 50

GEGTTAKGEV PLRGYNVSRLE KONFLLGLES AAFPIQTISVYEF CASSETDTQY 100

KNVEPFE VAVFEPSEAE ISHTQRATLY CLATGFYPDH 150

&

FGPGTRLIVL
VELSWWVNGK EVHSGVCTDP QPLKEQPALN DSRYALSSRL RVSATEFWONPR 200

RNHFRCQVQE YGLSENDEWT QDRAKPVIQIL VSAEAWGRAD 240
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Figure 7

DNA sequence for the parental MAGE A10 TCR gene (alpha chain-2A-beta chain construct with

the Porcine teschovirus-1 2A sequence)
SEQ ID No: 18

gctagccgecaccatgatgaagtcectgegggtgctgetggteatectgtggcetgcagetgtectgggtetggteccageaga
aagaggtggagcagaacagcggccctctgagegtgeccgagggcegcetatcgeccagectgaactgecacctacagegaca
gaggcagccagagctictictggtacagacagtacagcggcaagagecccgagcetgatcatgagcatctacagcaacggce
gacaaagaggacggccggttcaccgecccagctgaacaaggcecagecagtacgtgteectgetgatccgggacagecage
ccagcgacagcgccacctacctgtgecgecgtgagaggcacaggcagaagggcecctgacatttggcageggcaccagact
gcaggtgcagcccaatattcagaaccccgacccecgcecgtgtaccagcetgecgggacagcaagagecagegacaagagegt
gtgcctgtticaccgacticgacagccagaccaacgtgtcccagagcaaggacagegacgtgtacatcaccgacaagaccg
tgctggacatgcggagcatggacticaagagcaacagegcecgtggcectggtccaacaagagcegacttcgectgegecaac
gccttcaacaacagcatcatccccgaggacaccttittccccageccecgagagceagcetgegacgtcaaactggtggagaag
tccttcgagacagacaccaacctgaacticcagaacctgagcegtgatcggcttcagaatcctgetgetgaaggtggecggcett
caatctgctgatgaccctgeggcetgtggagcagecggcagecgggccaagagaageggatcecggegecaccaacttcage
ctgctgaagcaggcecggcegacgtggaggaaaaccctggecctaggatgtetctgggectgetgtgetgtggegtgticteect
gctgtgggecggacctgtgaatgecggegtgacccagaccceccaagticcgggtgetgaaaaccggecagageatgaca
ctgctgtgcgceccaggacatgaaccacgagtacatgtattggtacagacaggaccccggceatgggectgeggcetgateccac
tattctgtgggcgagggcaccaccgccaagggcegaagtgectgatggctacaacgtgtcccggetgaagaagcagaacttc
ctgctgggcectggaaagcegecgcetcctagecagaccagcegtgtactictgegecagecagceticaccgacacccagtacticg
gcectggcaccagactgaccgtgetggaggacctgaagaacgtgticcccccagaggtggecgtgticgagecctctgagg
ccgagatcagccacacccagaaagccaccctggtetgectggecaccggcettctacceccgaccacgtggaactgtetiggtg
ggtgaacggcaaagaggtgcacagcggcegtcagcaccgaccctcageccctgaaagagcageccgcecctgaacgaca
gceggtactgectgagcagecagactgegggtgtecegecaccttctggcagaacccececggaaccacttcagatgecaggtge
agttctacggcctgagcgagaacgacgagtggacccaggaccgggcecaagcectgtgacccagategtgtetgeccgaage
atgggggcgcgcecgattgeggceticacaagecgagagcetaccagcagggcegtgcetgagegcecaccatectgtacgagatece
tgctgggcaaggcecaccctgtacgecgtgetggtgtecgcetetggtgetgatggecatggtgaaacggaaggacagecggg

gctaataagtcgac
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Amino acid sequence of the parental MAGE A10 TCR for T-cell transduction produced from the

DNA sequence of Figure 7. The Porcine teschovirus-1 2A sequence is bold and underlined.

SEQ ID NO: 19

MMERSLRVLLY

GSQSEEWYRQO

0

SQPSDSATYL
SDRSVCLETD
KSDEFACANAF
GFRILLLKY
PGPRMELGLL

NHEYMYWYRG

ALNDSRYCLS

TOIVSAEAWG

LMAMVERKDS

QLSWVW

e

YSGKEFPELIM

e *\(-1

308

DSOTNV

ATGEY

TLVCLS
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RADCGEFTESES
612
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Figure 8

SQORKEVEONS
SIYSNGDKED
LTPGSGETRLY

E(' C’(T‘\T\'TT'Trﬂ /

DLV

FRSPESSCDV

Y SVGEGTTAK
TOYFGPGTRL
POHVELSWWY

ONPRNHERCD

YQOGVLSATEI

GRETAQDLNEKA

TVLDMRSMDE

KLVEKSE

GSGATNESIL

PCT/GB2015/052938

ASLNCTYSDR

SOYVSLLIRD

AVYQLRDS

KSNSAVAWSN

TNLNEON

LEQAGDVEEN

GEVEPDGEYNVS
TVLEDLENVE
NGREVHSGVS

sLSEND

LY

TTLLOKAT

SEMTLLCAQDM
RLRKEONITLLG
PPEVAVEEPS
TDPQPLEKEQP
EWTODRARKEV

LYAVLVIALV
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Figure 9

Activation of MAGE-A10 TCR engineered T-cells (IFNy production)
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