Fig 1 -SDS page analysis of 1/3PD-PRAME with or without His-tail in pET21 vector
(Example/construct Nos 3 and 4) '

1234 5678 2101112131415161718

Y T U e IL MM T WP M T— —— W ¢ e —we— et

W 195

1/12



Fig 2 -SDS page analysis of 1/3PD-PRAME codon optimized with or

without His-tail in pET26 vector (Example/constructNos 3a and 4a)
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Figure 3
CD4 response (AS01B adjuvant)
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Figure 4
CD8 response (AS01B adjuvant - 20070499)
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Figure 5

CD4 response (AS15 adjuvant - 20070502)
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Figure 6

CD8 response (AS15 adjuvant - 20070502)
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1 i ANTOMKSDKI ITIAHRGASGY LPEHTLESKA LAFAQQADYL
51 EQDLAMTKDG RLVVIHDHFL DGLTDVAKKF PHERHRKDGRY YVIDFTLKEI
101 QSLEMTENFE TMERRRLWGS IQSRYISMSV WTSPRRLVEL AGQSLLKDEA
151 LATAALELLP RELFPPLFMA AFDGRHSQTL KAMVOQAWPFT CLPLGVLMKG
203 QHLHLETFKA VLDGLDVLLA QEVRPRRWKL OVLDLRKNSH QODFWIVWSGN
251 RASLYSFPEP EAAQPMTKKR KVDGLSTEAE QPFIPVEVLV DLFLKEGACD
301 ELFSYLIEKV KRKKNVLRLC CKKLKIFAMP MODIKMILKM VOLDSIEDLE
351 VTCTWKLPTL AKFSPYLGOM INLRRLLLSH THASSYISPE KEEQYTAQFT
401 SQFLSLOCLY ALYVDSLFFL RGRLDOLLRH VMNPLETLSI TNCRLSEGDV
451 MHLSQSPSVS QLSVLSLSGV MLTDVSPEPL QALLERASAT LODLVFDECG
501 ITDDQLLALL PSLSECSQLT TLSFYGNSIS ISALOSLLOE LIGLSNLTHV
551 LYPVPLESYE DIHGTLHL.ER LAYLHARLRE LLCELGRPSM VWLSANPCPH
601 CGDRTFYDPE PILCPCFMPN (TSG) / (LE} / HEHHHH

No signal sequence used for those constructions

Black = AA 20-127 of protein D

Black:#highliphted = 1-Met, 2-Asp and 3-Pro
Double underlined = PRAME protein; anino acids 1-509 of PRAME (509 aas total)

Black - underlined = 6 his tail with a linker sequence shown in parentheses that varied or
was present depending of the clone
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Figure 8

Alignment between LipoD-MAGE3-His (SEQ ID NO:43) and pD1/3-PRAME-
His (SEQ ID NO:10)
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LipoD-MAGE3-His
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LipoD-MAGE3-His

pD1/3-PRAME-His

LipoD-MAGE2-His

pD1/3-PRAME-His

LipoD-MAGE3-His

pb1/3-PRAME-His

LipoD-MAGE3-His

pD1/3-PRAME-His

LipoD-MAGE3-His

pDi/3-PRAME-His

LipoD-MAGE3-His

pD1/3-PRAME-His

LipoD-MAGE3-His

pD1/3-PRAME-His

(1)
(1) Mp

(61) &5

(45) (o8

121 180

e mBLE- - - - - QRYQHCKPEEGHEARGERICLVGROSPATES - - - OF- -
M RRRIWGS IQSRY I SMEVWT SPRRUGELAHCERLKDEFL AT AALELLPRELF

(105) M2
181 240
(165) ---nvn-- 28sSsYSREVERT------- e R PR LR P fiyPARESPD
{165} PPLFMAAFDERHEQEEKARVOANPFTCEPLGVLMKGQHLHLETFKAVLDGLEYLLAQEVR
241 300
{188) @psTEP

{225) PRRWKLQVLDLRKNGHEDFWERWEGNRASTZHF PEPEERE PMT KKRKVDGLSTEEEQPRT

301 360
{227) DEESEFQAALSRKVAHLEHFLEFKYRARED - - - - - - - —rmmroome e e
{285) PEEVLVDLFHKEGACHEEFSYLHERKVREKKNVLRLCCKKLK I FAMPMQDIKMILKMVQLD
361 420
{257) -w------ T G A -EMECSERICNWOYFRPVEFEKBSSE - - -~ - - LQLVFGTELE
{345) SIEDLEVTCIWKLPTLAKFSPYLGOHENLRRLLLSHIHESEY IS PEKEEQYIAQFTSQFY
421 480
(295) EFDPEGHLYHFETCLGLSYDGLLGDNOEMEKAGELL IVLAR I AREGDCAPEEKINEELAY
{405) sHocHoAYYDELFFLRGRLDQLLRAVENPLETY:SETNCRES ECHVMHLS QS PSVEQLSY

481 540
{355) %LERFEGREDSBLGHEKKLUTQ-------------- HEVOENYHEYRQVPGSDPRCYEFLY

{465) LsBSCVMLTDESPERLQALLERASATLODLVFDECGI TDEBLLALLPSLSHCSQLTTLSE

541 600

(401) crRERVERSYVKEIHEREKESGOPEESYEP---- -~ - - oo o EHEWRLR

{525) YoNEEsIEELOSELOECESNLTHL Y PVPLES YEDIHG TLHLERLAYLHARTRELECE
601 542

(438)

(585)
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Figure 9

Alignment hetween the shared sequence of the original protein D from
Haemophilus influenzae (SEQ ID NO:41), the LipoD-MAGE3-His (SEQ ID
NO:45) for use as fusion partner proteins of the present invention
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Figure 10

Alignment between the shared sequence of the original protein D from
Haemophitus influenzae (SEQ ID NO:41), the LipoD-MAGE3-His (SEQ 1D
NO:45) and the pD1/3-PRAME-His (SEQ ID NO:44) for use as fusion partner
proteins of the present invention

1 50
protein D H influenzae (1) #
LipoD-MAGE3 -His (1)
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Protein D H influenzae  {(51) 1§
LipoD-MAGE3-His (51)

pD1 /3 -PRAME (33) L

Consensus {51)
, 101 127
Protein D_H influenzae (101}

LipoD-MAGE3-His (101}

pD1/3- PRAME (83)
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Figure 11

SDS page analysis of pD1/3-PRAME with or without secretion signal (SS)
and His-tail (His) in pET21 vector.
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Figure 12
Sequence of protein 13 1/3 MAGE-A3-His (SEQ ID NO;43)

l N term MDPJ protD {/3 | Met Asp J Mage 3 | GlyGly 7xHis

C term |

2 124 3 314

VDPKTLALbLLAAGVLAGCSSHSSNMAN“QNKbD (IITAH 40
RGASGYLPEHTLESKALAFAQOADYLEODLAMTKDGRLVV 80
LHDHFLDGLTDVAKKErHRHRKD”RYYVIDFTLKEIQSME 120
MTFNFETMDLmQRSQHCKDEEGLEAQ”EALCLVﬁAQAPAT 160

ASSSLQLVFGIELMEVDDIGHLYII"A LGL%VDCLLGD\:___;_@Q
QIV[PKACLJ.JI VLAL IAQMGDCAPE:EKZIwI}L"‘LSVLEVFHG 360

Tele

AN TR

zi 451

Underlined = signal sequence of Protein D
including 1-Met and the substitutions 2-Asp and
3-Pro for the native aa 2-Lys and 3-Thr of
protein D

Double underlined = amino acids 20 to 127 of

Protein D

M = unrelated amino acids Met-Asp at aa 128-129

toc create a cloning site

GG = unrelated amino acids Gly-Gly at 442-443
Dotted underlined = fragment of MAGE3; amino
ac1ds 3-314 of MAGE3 (312 aas total)

HHEHHHY = 7 his tail
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