FIGURE 1: SEQUENCE OF CDRS OF MOUSE MONOCLONAL 5/44

H1  NYWIH (SEQ ID NO:1)
H2  GINPGNNYTTYKRNLKG (SEQ ID NO:2)
H3  EGYGNYGAWFAY (SEQ ID NO:3)
L1  RSSQSLANSYGNTFLS ~ (SEQID NO:4)
L2 GISNRFS (SEQ ID NO:5)
L3  LQGTHQPYT (SEQ ID NO:6)
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FIGURE 3: DNA/PROTEIN SEQUENCE OF 5/44 V |
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REMOVAL OF GLYCOSYLATION SITE AND REACTIVE LYSINE: PCR
STRATEGY TO MUTATE C(DR-H2 IN CH VECTOR

Xbo |
%
(DR-H1 (DR-H2 (DR-H3
X
(DR-H2
55 60 65
H GNNYTTYKRNLKG
N550 GNQYTTYKRNLKG
57 HZ GNNYATYKRNLKG
57 GNNYVIYKRNLKG
K6OR  H2"  GNNYTTYRRNLKG
FIG. 4
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5/44 LIGHT CHAIN SEQUENCE GRAFT DESIGN

10 20 30 40 50
Vi, DVVVTQTPLSLPVSFGDQVSISC RSSQSLANSYGNTFLS WYLHKPGQSPQLLIY

NI I

DPK9 DIQMTQSPSSLSASVGDRVTITC WYQOKPGKAPKLLIY
|| 1 |

gLl DVQVTQSPSSLSASVGDRVTITC RSSQSLANSYGNTFLS WYLEKPGKAPQLLIY

gL2 DVVVTQSPSSLSASVGDRVTITC RSSQSLANSYGNTFLS WYLHKPGKAPQLLIY

60 70 80 90 100
Vi, GISNRFS GVPDRFTGSGSGTDFTLKISTIKPEDLGMYYC LQGTHQPYT

| | HH 1T

DPK9 GVPSRFSGSGSGTDFTLTISSLQPEDFATYYC

|

gLl GISNRFS GVPDRFSGSGSGTDFTLTISSLQPEDFATYYC LQOGTHQPYT
gL2 GISNRFS GVPDRFSGSGSGTDFTLTISSLQPEDFATYYC LOGTHOPYT

110
Vi, FGGGTKLEIKR

l

JK1 FGQGTKVEIKR

gLl FGQGTKVEIKR
gLl FGQGTKVEIKR

FIG.5
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5/44 HEAVY CHAIN SEQUENCE GRAFT DESIGN

10 20 30 40 50
Vg  EVQLOQSGTVLARPGASVKMSCKASGYRFT NYWIH WVKQRPGQGLEWIG GINP

LT | l

DP7 QVQLVQSGAEVKKPGASVRKVSCKASGYTFT WVRQAPGQGLEWMG

gHl EVQLVQSGAEVKKPGASVKVSCKASGYRFT NYWIH WVRQAPGQGLEWIG GINP
gt,5,6,7 EVOLVQSGAEVKKPGASVKVSCKASGYRFT NYWIH WVRQAPGQGLEWIG GINP

60 70 80 90 100
Vy  GNNYTTYKRNLKG KATLTAVTSASTAYMDLSSLTSEDSAVYYCTR EGYGNYG

T O

DP7 KFQG RVTMTRDTSTSTVYMELSSLRSEDTAVYYCAR

gHl GNQYTTYKRNLKG RATLTADTSTSTVYMELSSLRSEDTAVYYCTR EGYGNYG
gH4 GNNYATYRRNLKG RATLTADTSTSTVYMELSSLRSEDTAVYYCTR EGYGNYG
gHS GNNYATYRRNLKG RVTMTADTSTSTVYMELSSLRSEDTAVYYCTR EGYGNYG
gH6 GNNYATYRRKFQG RATLTADTSTSTVYMELSSLRSEDTAVYYCTR EGYGNYG
gH7 GNNYATYRRKFQG RVIMTADTSTSTVYMELSSLRSEDTAVYYCTR EGYGNYG

110
JH4 WGQGTLVTVSS

Vg  AWFAY WGQGTLVTVSS

gH1 AWFAY WGQGTLVTVSS
o4,5,6, AWFAY WGQGTLVTVSS

FIG.6
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FIGURE 7: MAP OF VECTOR PMRR14.
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FIGURE 8: MAP OF VECTOR PMRR10.1

fu} O sIW 210
EooR1 610
Sl fk M’NDUSSZ
Stuffer -
BOMY-MIE ol | Ghuffor
SV40E pA T;-__: Pamiit 1303
pMRRIO.1
8133 bp

SVA40E Intron & ph

.

G86DNA
SV40E

8/35



FIGURE 9: BIACORE ASSAY OF CHIMERIC 5/44 AND MUTANTS

5/44  Kae® Kd e* KDe™ ~KD nM

cleH 2.9 1.14 3.93 0.4
5.81 1.9 3.27 03

N55Q ‘

T57A 7.8 051 066 0.07

K60R 4.95 1.01 2.04 0.2
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FIGURE 10: OLIGONUCLEOTIDES FOR 5/44 GH1 AND GL1 GENE ASSEMBLIES

Heavy Chain

544gH11 T1
AGTGTGAGGTGCAATTGGTCCAGTCAGGAGCAGAGGTTAAGAAGCCTGGTGCTTCCGTC
AAAGTTTCGTGTAAGGCTAGCGGCTACAGGTTCAC |

544gH1 T2
GTGGCATTAATCCCGGGAATCAGTACACTACATATAAAAGAAATCTAAAGGGCAGAGCA
ACGCTGACCGCGGACACCTCCACAAGCACTGTCTACA

544gH1 T3
AGAGAAGGCTACGGTAATTACGGAGCCTGGTTCGCCTACTGGGGCCAGGGTACCCTAGT
CACAGTCTCCTCAGCTTCTACAAAGGGCCCAAGAAA

544 gH1 B1
GGACCAATTGCACCTCACACTGCACTCCCTTGAGAATGAGTGCCAGGAACACGAGAGAG

- AATCCGAAGTCCATGGTGGCGGCAAGCTTTITATTC

544 gH1 B2
GATTCCCGGGATTAATGCCACCGATCCATTCCAGGCCTTGTCCCGGAGCCTGCCTGACCE
AATGAATCCAATAATTTGTGAACCTGTAGCCGCTAGC

544gH1 B3
CGTAATTACCGTAGCCTTCTCTAGTACAATAGTACACTGCGGTGTCCTCGGATCTCAGAG
ATGACAGCTCCATGTAGACAGTGCTTGTGGAGG

544gH1 F1
GAATAAAAGCTTGCCGCCACC

544gH1 R1
© TTTCTTGGGCCCTTTGTAGAAG
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- FIGURE 10 CONT.

Light Chain

544 gL1 T1
GCTTCCCGGGGTGACGTTCAAGTGACCCAGAGCCCATCCAGCCTGAGCGCATCTGTAGG
AGACCGGGTCACCATCACTTGTAGATCC

544 gLl T2
TATCTGCACAAACCAGGTAAAGCCCCACAATTGCTCATCTACGGAATCTCTAACAGATTT
AGTGGTGTACCAGACAGGTTCAGCGGTTCC

544g1.1 T3
AGATTTCGCCACTTATTACTGTTTACAAGGTACACATCAGCCGTACACATTCGGTCAGGG
' TACTAAAGTAGAAATCAAACGTACGGCGTGC

544gL1 B1
GAACGTCACCCCGGGAAGCAGGAATCCAGAACAACAGAAGCACCAACAGCCTAACAGG
CAACTTCATGGTGGCGGCTTCGAATCATCC

544gL1 B2
CTTTACCTGGTTTGTGCAGATACCAAGACAAAAAGGTGTTCCCATAACTGTTTGCAAGAC
TCTGACTGGATCTACAAGTGATGGTGAC

544gL1 B3
AACAGTAATAAGTGGCGAAATCTTCTGGCTGGAGAGACGAGATCGTGAGGGTGAAATCA
GTACCACTTCCGGAACCGCTGAACCTGTCTG

544g11 F1
GGATGATTCGAAGCCGCCAC

544¢1.1 R1
GCACGCCGTACGTTTGATTTC
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- FIGURE 11: PLASNMID MAPS OF INTERMEDIATE VECTORS PCR2.1 (544GH1)
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FIGURE 12: PLASMID MAPS OF INTERMEDIATE VECTORS PCR2.1 (544GL1)

pCR2.1{544¢L1)
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OLIGONUCLEOTIDE CASSETTES USED TO MAKE FURTHER GRAFTS

o

mal 10 20 30 40 50 SacIl

(C GGG AAT AAC TAC GCT ACA TAT AGG AGA AAT CTA AAG GGC AGA GCA ACG CIG ACC GC
C TTA TIG ATG CGA TGT ATA TCC ICT TTA GAT TIC CCG TCT CGT TGC GAC 1GG

P G ¥NNVY A2ATYRRUNTILIKGRATTLTA

i)

al 10 20 30 10 50 Sacll
CC GGG 22T AAC TAC GCT ACA TAT AGG AGA AAT CTA ARG GGC AGA GTT ACG ATG ACT GC

C TTA TIG ATG (GA TGT ATA CC TCT TTA GAT TIC OCG TCT CAA T6C TAC GG
PG NN VY ATYRRUNTLEKGRUVYVTHNTA

ot

inal 10 20 30 40 50 Sacll
CC GGG ART ARC TAC GCT ACA TAT AGG AGA ABA TIC CAG GGC AGA GCA ACG CTG ACC &

C TTA TIG ATG CGA 6T ATA TCC TCT TIT ARG GIC 0CG TCT CGT T6C GAC 66
PG NNVYATYRREKTFODOGRATTLTA

S

fnal 10 20 30 40 50 SacIl
(C G3G AAT AAC TAC GCT ACA TAT AGG AGA ABA TTC CAG GAC AGA GTT ACG ATG ACC GC

C TTA TTG ATG OGA TGT ATA TCC TCT TIT ARG GIC (CG T CAA T6C TAC GG
PG NDNVYATYRRTEKTEFOQGRTYTMTA

a2

Xmal 10 20
C 0GG GGT GAC GIT GIC GIG ACC CAG AGC CCA TCC AGC CTG AGC GCA CT GTA GGA GAC (GG

30 40 50 60 BstEIL

CCa CTG CAA CAG CAC TGG GIC TCG GGT AGG TCG GAC TCG CGT AGA CAT CCT CT6 GCC CAG TG
S RGDVYVYVTQS?P S SLSASVGEDURUVYVT

FIG. 13
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Median fluorescence intensity

FIGURE 14: COMPETITION ASSAY, COMPETING BINDING OF FLUORESCENTLY
LABELLED MOUSE 5/44 ANTIBODY WITH GRAFTED VARIANTS.
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Median fluorescence intensity

FIGURE 15: COMPETITION ASSAY, COMPETING BINDING OF FLUORESCENTLY
LABELLED MOUSE 5/44 ANTIBODY WITH GRAFTED VARIANTS.
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FIGURE 16: FULL DNA SEQUENCE OF GRAFTED HEAVY AND LIGHT CHAINS
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FIGURE 16 CONT.
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FIGURE 16 CONT.
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FIGURE 16 CONT
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FIGURE 16 CONT.
b) Light Chain
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FIGURE 16 CONT
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FIGURE 17: STRUCTURE OF AN ANTIBODY-NAC-GAMMA CALICHEAMICIN DMH
CONJUGATE
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FIGURE 18: EFFECT OF CMC-544 ON GROWTH OF RAMOS B-CELL LYMPHOMA
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FIGURE 19: EFFECT OF CMC-SM— ON LARGE B-CELL LYMPHOMAS
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FIGURE 20: EFFECT OF CMC-544 MADE WITH THE CMA AND CMC CONJUGATION
PROCEDURES ON THE GROWTH OF RL LYMPHOMA
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FIGURE 21: RITUXIMAB (RITUXANTM)-TREATED LARGE RL LYMPHOMA IS
SUSCEPTIBLE TO CMC-544
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FIGURE 22: EFFECT OF RITUXIMAB (RITUXAN™) ON THE CYTOTOXIC ACTIVITY OF
CMC-544 ‘
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FIGURE 23: EFFECT OF CMC-544, RITUXIMAB (RITUXAN™)-, AND CMA~-676

ON SURVIVAL OF SCID MICE WITH DISSEMINATED EARLY RAMOS B
LYMPHOMA
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FIGURE 24: EFFECT OF CMC-544, RITUXIMAB (RITUXAN™)}, AND CMA-676 ON
SURVIVAL OF SCID MICE WITH DISSEMINATED LATE RAMOS B LYMPHOMA
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FIGURE 25: EFFECT OF CMC-544, RITUXIMAB (RITUXAN™}, AND CMA-676 ON
SURVIVAL OF SCID MICE WITH DISSEMINATED LATE RAMOS B LYMPHOMA
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FIGURE 26: EFFECT OF CMC-544, RITUXIMAB (RITUXAN™), AND CMA-676 ON
SURVIVAL OF SCID MICE WITH DISSEMINATED LATE RAMOS B LYMPHOMA
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' FIGURE 27: EFEECT OF CMC-544, RITUXIMAB (RITUXAN™), AND CMA-676 ON -
SURVIVAL OF SCID MICE WITH DISSEMINATED LATE RAMOS B LYMPHOMA
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FIGURE 28: ANTI-TUMOR ACTIVITY OF CMC-544 WITH/WITHOUT RITUXIMAB

(RITUXAN™) ON RL NON-HODGKINS LYMPHOMA
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FIGURE 29: ANTI-TUMOR ACTIVITY OF CMC-544 AND CHOP ON RL NON-
-HODGKINS LYMPHOMA
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