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Primer Nam ,
c547t-F 5' tctaaatacaticaaatatgtatccgcttatgaattaaticttagaaaaacteatcg 3'
c547t-R 5' cgatgagtttttctaagaattaattcataagcggatacataﬁtgaatgtatttaéa 3
c1422t-F 5'. ctgtitatgtaagcagacagtittattgtitatgaccaaaatcectt 3'
ct1 42ét-R 5 aagggattttggtcataaacaétaaaactgfétgcttacataaacag 3.
c4845t-F 5' gccg"aaacaabgcgctta'tgagcccgaagtgg 3
c4$45t-R 5' ccacticgggctcataagegcttgtiicgge 3' - -

ScFvB4-Ncol VH_F 1

5' gcecagecggecatggeccaggttcagetgeageagag 3

SCFv84-VH_linker R 2

5’ cgatccgecaccgecagagecacctecgectgaaccgectccace getgotaacggtcacggtggtgee ™ |
37 R . N AN

scFv84-linker VL_F 3

5’ ggtggaggcggttcaggcggaggtggctetggeggtggeggateg gatattgaactgacccagagecc 3

scFv84-VL_NotI_R 4

5’ gtgatgtgcggecgeacgtttgatticcagtitgg 3

F(ab)2-84-VH_Agel_F |

5 ccg’gaaccggtgaccgtgag 3

F(ab )2 -84-
VH_30nt_Avrll_ R

5 tagcagcctaggttattaatgatgatgatgatgatgcgccgccgccgggcacggcgggcaggtatgggttttatc
acagcttticggticcactitittatc 3' -

e

F(ab)2-(CPP)3_F

5 gccgtgcccgccgtgcgcggcggcgc 3

F(ab)2-(CPP)3_R

5 gCQccgccgcgcacggdgggcacggc 3

scFv-5_F 5’ cgtgaccgttageageggtggaggeggttcagatatigaactgaccecagagecegge 3
scFv-s_R 5 gccgggctctgggtcagttcaatatétg_aaccg'cctccaccgctgc:taacggtcacg Ky

‘ Sc_Fv-10_F -5 ggtggaggcggﬁcaggcggaggtggctctgafattgaéctgacccagachcggc 3
_SCFv-1 O;R v5’ gccgggctctgggtcagttcaatatcagagccacctccgcctgaaccgcctccacc 3’
scFv-'O__ VH_F 5 gccggccatggcccaggttcagctgcagcagagc 3" ;

SCFV-0_VAVL_R

5 ggtcagttcaatatcgctgctaacggtcacg _3’

SCFv-0_VL R (same
primer as scFv84-
VL_Notl R 4)

5’ gtgatgtgcggecgeacgtttgatttccagtttgg 3

Figure 9
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scFv84
Amino acid

gvalqgsggglvgpggsmkiscvasgftfsnywmnwvrgspekglewvaeirlksnnyathyaesvkgrftisrddskss
vylgmnniraedtgiyyctgerawgqgttvtvssggggsggggsggggsdieltgspaimsaspgekvtmtcsasssvn
ymywyqakpgssprlliydtsnlasgvpvrfsgsgsgtsysitisrmeaedaatyycqqwssypytfgggtkleikr
(SEQID NO: 1) :

Nucleotide

Caggttcagctgcagcagageggtggeggectggtgcagecgggeggtageatgaaactgagetgegtggegageggt
tttacctitagcaactattggatgaattgggtgcgccagagcccggaaaaaggectggaatgggtggecggaaattegictga
aaagcaataactatgcgacccattatgccgaaagcgtgaaaggtcgctitaccattagccgecgatgatagcaaaagcage
gtgtatctgcagatgaacaatctgcgcgcggaagataccggcatttattattgcaccggcgaacgegegtggggccaggg
caccaccgtgaccgttagcagcggtggaggeggtticaggeggaggtggcteiggeggtggeggatcggatattgaactg

acccagagcccggccattatgagcgcgageccgggcgaaaaagtgaccatgacctgcagecgecgagcageagegtga
actatatgtattggtatcagcagaaaccgggcagcagcccgcegcectgctgatttatgataccagcaacctggecageggtg
tgccggtgegctttageggtagecggcageggeaccagctatagectgaccattagecegtatggaagecggaagatgeggce
gacctattattgccagcagtggagcagctatcegtatacctttggcggtggcaccaaactggaaatcaaacgt

(SEQ ID NO: 13) '

Figure 10 -
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scFv84 Amino acid sequences

VH
qvalqgsgggivgpggsmkiscvasgftfsnywmnwvrgspekglewvaeirlksnnyathyaesvkgritisrddskss

vylgmnnlraedtgiyyctgerawgagttvtvss
(SEQIDNO:9)

Glysine-serine linker

9999s99ggsggags
(SEQ ID NO: 12)

VL . v
dieltgspaimsaspgekvtmtcsasssvnymywyqqgkpgsspriliydtsnlasgvpvrfsgsgsgtsysitisrmeaed
aatyycqqwssypytfgggtkleikr[aaa]

(SEQ ID NO: 8)

.[optional sequence encoded by optional Notl site for cloning]
Murine IgG3 hinge

pkpstppgss

(SEQ ID NO: 10)

HTH with His-tag

geleellkhlkellkgprkgeleellkhlkellkggsggaphhhhhh
(SEQ ID NO: 11)

Figure 11
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scFv84 Nucleotide sequences

. VH
caggttcagctgcagcagageggtggeggectggtgcagecgggeggtagcatgaaactgagetgegtggegageggit
ttacctttagcaactattggatgaattgggtgcgccagagcccggaaaaaggectggaatgggtggeggaaattegtetga
aaagcaataactatgcgacccattatgccgaaagegtgaaaggtegcetttaccattageecgegatgatagcaaaageage
gtgtatctgcagatgaacaatctgcgcgcggaagataccggcatttattattgcaccggcgaacgcgcgtggggccaggg
caccaccgtgaccgttagcagc
(SEQ ID NO: 15)

Glysine-serine linker

ggtggaggcggttcaggcggaggtggetctggeggtggeggateg
(SEQ ID NO: 18)

VL » : :

- gatattgaactgacccagagcccggccattatgagcgcgagecccgggegaaaaagtgaccatgacctgcagegegag -
cagcagcgtgaactatatgtattggtatcagcagaaaccgggcagcagcccgegectgcetgatttatgataccagcaacct
ggccagceggtgtgecggtgegcetttageggtagecggecageggceaccagcetatagectgaccattagecgtatggaageg
gaagatgcggcgacctattatigccagcagtggagcagctatcegtatacctttggeggtggcaccaaactggaaatcaaa
cgt[geggecgeal

(SEQ ID NO: 14)

[optional Notl site for cloning]
Murine 1gG3 hinge
ccgaaaccgagcaccccgecgggcagcage
(SEQ ID NO: 16)
HTH with H|s-tag and stop codon
: ggcgaactggaagaactgctgaaacatctgaaagaactgctgaaaggcccgcgtaaaggcgaattagaggaactgctg

aaacacttaaaagaattactgaaaggcggcageggtggageaccacatcatcateatcatcattaataa
(SEQID NO: 17)

Figure 12
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Fab84 Amino acid sequences

Heavy chain
- VH

qvqIqqsgggqupggsmklscvasgftfsnywmnwvrqspekgIewvaelrlksnnyathyaesvkgrftlsrddskss
vylgmnnlraedtgiyyctgerawgqgttvivss
(SEQ ID NO: 9)

CH1
astkgpsvfplapsskstsggtaalgclvkdyfpepvtvswnsgaltsgvhtfpavlqssgIyslsswtvpssslgtqtylcnv
nhkpsntkvdkkvepksc :
(SEQ ID NO: 24)

Short hinge with CPP
dkthtcppcppe
(SEQ ID NO: 25)

His-tag
aaahhhhhh
(SEQ ID NO: 26)

Light chain
VL

d|eltqspanmsaspgekvtmtcsasssvnymyquqkpgssprlhydtsnIasgvpvrfsgsgsgtsysltlsrmeaed

aatyycqqwssypytfgggtkleikr
(SEQIDNO:8)

oL -
- tvaapsvf‘ fppsdeqIksgtaswclInnfypreakvqwkvdnaIqsgnsqesvteqdskdstyslsstltlskadyekhkv

yacevthqglsspvtksfnrgec
(SEQID NO: 27) -

Figure 13
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Fab84 Nucleotide sequences

Heavy chain

VH
caggttcagctgcagcagageggtggeggectggtgcageegggeggtagcatgaaactgagetgegtggegageggtt
ttacctttagcaactattggatgaattgggtgcgccagagecccggaaaaaggectggaatgggtggeggaaattcgtctga
aaagcaataactatgcgacccattatgccgaaagcgtgaaaggtcgcetttaccattagecgegatgatagcaaaagcage
gtgtatctgcagatgaacaatctgecgcgeggaagataccggceatttattattgcaccggegaacgegegtggggecaggg
caccaccgtgaccgttagcagc

(SEQ ID NO: 15)

CH1 '
gccagcaccaaaggtccgagcgtgtttccgctggccccgagcagcaaaagcaccagcggcggtaccgcggcgctggg
ctgtctggtgaaagattatiticcggaaccggtgaccgtgagcetggaatageggtgecctgaccageggtgttcatacctitce
ggccgtgctgcagageageggcctgtatagecectgagecagegtggtgaccgtgecgageageagectgggeacccagac
ctatatctgcaatgttaatcataaaccgagcaacaccaaagttgataaaaaagtggaaccgaaaagctgt

(SEQ ID NO: 28)

His-tag
gcggcggcegcatcatcatcatcatcat
(SEQ ID NO: 29)

Light chain

VL
gatattgaactgacccagagcccggccattatgagcgcgagcccgggcgaaaaagtgaccatgacctgcagcgcgag
‘cagcagcgtgaactatatgtattggtatcagcagaaaccgggcagcageccgegectgcetgatttatgataccagcaacct
ggccagceggtgtgecggtgegcetttagcggtagecggeageggcaccagctatagectgaccattageegtatggaageg
gaagatgcggcgacctattattgccagcagtggagcagctatccgtatacctttggcggtggcaccaaactggaaatcaaa
cgt ‘ .

(SEQ ID NO: 14)

CL
accgttgcggcgccgagcgtgtttattttcccgccgagcgatgaacagctgaaaagcggcaccgcgagcgtggtgtgcct .
gctgaataatttitatccgcgcgaagccaaagtgcagtggaaagtggataatgcgetgcagagcggceaatagccaggaa
agcgtgaccgaacaggatagcaaagatagcacctatagcctgagcagcaccctgaccctgagcaaagcecgattatgaa
aaacataaagtgtatgcgtgtgaagtgacccatcagggcectgagecageccggttaccaaaagcetitaaccgtggtgaatg
C .

(SEQ ID NO: 30)

| Figure 14
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Sequence for heavy chain of Fab84 with leucine zipper extension

QVQLQQSGGGLVQPG.GSMKLSCVASGFTFSNYWMNWVRQSPEKGLEWV_AEIRLKSN
NYATHYAESVKGRFTISRDDSKSSVYLQMNNLRAEDTGIYYCTGERAWGQGTTVTVSS
ASTKGPSVFPLAPSSKSTSGGTAALGCLVKDYFPEPVTVSWNSGALTSGVHTFPAVLQ
SSGLYSLSSWTVPSSSLGTQTYICNVNHKPSNTKVDKKVEP_KSCAAAPKPSTPPGSSR

MKQLEDKVEELLSKNYHLENEVARLKKLVGERGSGGAPHHHHHH

(SEQ ID NO: 31) -

Sequence for light chain of Fab84 (identical to monovalent Fab84)

DIELTQSPAIMSASPGEKVTMTCSASSSVNYMYWYQQKPGSSPRLLIYDTSNLASGVP
V_RFSGSGSGTSYSLTISRMEAEDAATYYCQQWSSYPYTFGGGTKLEIKRTVAAPSVFIF
PPSDEQLKSGTASVVCLLNNFYPREAKVQWKVDNALQSGNSQESVTEQDSKDSTYSL

 SSTLTLSKADYEKHKVYACEVTHQGLSSPVTKSFNRGEC

(SEQID NO: 32)

Figure 15
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