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‘Primer Name

Primer Sequence. &

CH47E-F 5 tctaaatacattcaaatatgta’sécécttatgaattaattcttagaaaaactcatcg 3
cH47t-R 5' coatgagtittictaagaattaattcataageggatacatattigaatgtatitaga 3'
c1422f-F ' ctgtitatgtaagcagacagtittaitgtttatgaccaaaatecctt 3°

c14221-R 5' aagggatittggtcataaacaataaaactgtetgcttacataaacag 3'
c4845t-F 5' gccgaaacaagegcettatgyageecgaagtgg 3'

c4845t-R 5' ccacttegggetcataagegcetigtttegge 3

scFv84-Neol VH_F 1

5' gcecageeggecatggeccaggticagetgcagcagag 3

scFv84-VH_linker_R 2

5’ cgatcegecaccgocagagecacctcogectgaaccgecteeace getgetaacggteacggtggtgee
3!

scFv84-linker VL_F 3

5' ggtggaggceagttcaggeggaggatggctetggeggtggeggateg gatatigaactgacccagageee 3°

scFv84-VL_Notl R 4

5’ gtgatgtgcggecgeacgtitgatticcagttigg 3°

F(ab')2-84-VH_Agel F

5' ccggaaccggtgaccgtgag 3

F(ab)2-84-
VH_30nt_Awril_R

S'tagcagectaggtiattaatgatgatgatgatgatgcgecgecgecgggeacggegggeagatatggattitate
acagcitttcggttccacttitttatc 3’

F(ab)2-(CPP)3_F

5' gcegtgececgecgtgegeggeggege 3'

F(ab)2-(CPP)3_R

5' gcgeecgecgegeacggegggeacgge 3

scFv-5 F 5’ cgtgaccgttagcageggtggaggeggticagatattgaactgacceagageecgge 3
scFv-5_ R 5’ geegggctetgggicagticaatatctyaaccgectccacegctgctaacggteacg 3
scFv-10_F 5’ gatggaggeggticaggcggaggtygetctgatatigaactgacecagageccgge 3
scFv-10_R 5’ goecggyctetgggteagticaatatcagagecacetcegectgaacegectecace 3
scFv-0_VH_F 5’ geeggecatggeccaggticagetgeageagage 3

SCFv-0_VHVL_R

&’ gotcagttcaatatcgcetgetaacggicacg 3

scFv-0_VL R (same
primer as scFv84-
VL Notl R 4)

5 gtgatgtgcggecgeacgtitgatitecagtitgg 3°

Figure 9
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scFv84d
Amino acid

qvqlggsggalvapggsmkiscvasgfifsnywmnwvrgspekglewvaeirlksnnyathyaesvkgrftisrddskss
vylgmnnlraedtgiyyctgerawgqgttvivssggggsggggsggggsdieltgspaimsaspgekvimtcsasssvn

ymywyaqgkpgsspriliydtsnlasgvpvrfsgsgsgtsysltisrmeaedaatyycqqwssypytigggtkleikr
(SEQID NO: 1)

Nucleotide

Caggticagcetgcageagageggtggeggcectggtgcagecgggceggtageatgaaactgagetgegtggegageggt
tttacctttagcaactatiggatgaattgggtgcgccagageccggaaaaaggectggaatgggtggcggaaaticgictga
aaagcaataactatgcgacccattatgccgaaagegtgaaaggtegetitaccattagecgegatgatagcaaaageage
gtgtatctgcagatgaacaatetgegegeggaagataceggeatttattattgcaceggegaacgegegtggagecaggg
caccaccgtgaccgttagcagcggtggaggceggticaggeggaggtggetetggeggtggeggateggatattgaactg

acccagagcececggccattaigagecgegageccgggegaaaaagtgaccatgacctgcagegegagecageagegtga
actatatgtattggtatcagcagaaaccgggcagcagccecgcegcectgctgatttatgataccageaacctggecageggty
tgceggtgegetitageggtageggeageggeaccagetatagectgaceattagecgtatggaageggaagatgegge
gacctaftatigccagcagtggageagctatcegtatacctitggeggtggcaccaaactggaaatcaaacgt

(SEQ ID NO: 13}

Figure 10
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scFv84 Amino acid sequences

VH

qvqiqgsgggivapggsmkiscvasgftfsnywmnwyrgspekglewvaeirlksnnyathyaesvkgritisrddskss
vylgmnnlraedtgiyyctgerawgagttvivss
(SEQID NO: 9)

Glysine-serine linker

999959999Sggggs
(SEQ ID NO: 12)

VL

dieltgspaimsaspgekvtmicsasssvnymywyqakpgsspriliydisnlasgvpvrisgsgsgtsysltisrmeaed
aatyycqqwssypytfaggtkleikrjaaa)
{(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
caggttcagctgcagecagageggtggeggcectggtgcageegggeggtageatgaaactgagetgegtggegageggtt
ttacctttagcaactatiggatgaattgggtgegecagageccggaaaaaggectggaatgggtggeggaaaticgtetga
aaagcaataactatgcgacccattatgccgaaagegtgaaaggtegctitaccattagecgegatgatageaaaageage
gigtatctgecagatgaacaatctgegegeggaagataceggceatttattattgcaceggegaacgegegtggagecaggg
caccaccgtgaccgtiagcage

(SEQ ID NO:; 15)

Glysine-serine linker

ggtggaggeggticaggeggaggtagctetggeggtggcgaateg
(SEQ ID NO: 18)

VL
gatattgaacigacccagagceceggcecattatgagegegagececgggegaaaaagtgaccatgacctgecagegegag
cagcagcgtgaactatatgtatiggtatcagcagaaaccgggcageageccgegectgctgatitatgataccageaacct
ggccageggigtgceggtgegetttageggtageggeageggeaccagctatagectgaccattageegtatggaageg
gaagatgcggcgacctattatigeccageagtggageagetatcegtatacctitggeggtggeaccaaactggaaateaaa
cgi{gcggecgea]

(SEQ ID NO: 14)

[optional Notl site for cloning]

Murine 1gG3 hinge
ccgaaaccgageaccecegecgggeageage
(SEQ ID NO: 16)

HTH with His-tag and stop codon
ggcgaactggaagaactgctgaaacatctgaaagaactgetgaaaggceccgegtaaaggegaattagaggaactgetg
aaacacttaaaagaattactgaaaggeggcageggtggagcaccacatcatcatcatcatcattaataa

(SEQ ID NO: 17)

Figure 12
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Fab84 Amino acid sequences

Heavy chain
VH

qvqlggsggglvapggsmklscvasgftfsnywmnwvrgspekglewvaeirlksnnyathyaesvkgritisrddskss
vylgmnnlraedtgiyyctgerawgqgttvtvss
(SEQ ID NO: 9)

CH1
astkgpsviplapsskstsggtaalgclvkdyfpepvivswnsgaltsgvhtfpavigssglyslssvvtvpsssigtqtyicny
nhkpsntkvdkkvepksc

(SEQID NO: 24)

Short hinge with CPP
dkthicppeppe
(SEQID NO: 25)

His-tag
aaahhhhhh
(SEQ ID NO: 26)

Light chain
VL

dieltaspaimsaspgekvtmtcsasssvnymywyqgkpgssprlliydtsnlasgvpvrfsgsgsgtsysitisrmeaed

aatyycqaqwssypyifgggtkleikr
(SEQ ID NO: 8)

CL
tvaapsviifppsdeglksgtasvvelinnfypreakvqwkvdnalgsgnsqesvteqdskdstyslsstitiskadyekhkv
yacevthaglsspvtksfnrgec

(SEQ ID NO: 27)

Figure 13
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Fab84 Nucleotide sequences

Heavy chain

VH
caggttcagctgcagcagageggtggeggectaggtgcagecgggeggtageatgaaactgagetgegtggegageggtt
ttacctttagcaactattggatgaattgggtgcgccagagcccggaaaaaggcctggaatgggtggcggaaattcgtctga
aaagcaataactatgcgacccattatgccgaaagcgtgaaaggtcgctttaccattagccgcgatgatagcaaaagcagc
gtgtatctgcaga’tgaacaa’sctgcgcgcggaagataccggcatttattattgcaccggcgaacgcgcgtggggccaggg
caccaccgtgaccgttagcage

(SEQ ID NQ: 15)

CH1
gccagcaccaaaggtccgagegtgtitccgetggeccegageagcaaaageaccagegyeggtacegeggegetyggg
ctgtctggtgaaagatiatittccggaaccggtgacegtgagetggaatageggtgecctgaccageggtgttcatacettice
ggecgtgctgcagageageggcectgtatagectgageagegtggtgaccgtgecgageageagectgggeacecagac
ctatatctgcaatgitaatcataaaccgageaacaccaaagttgataaaaaagtggaaccgaaaagcetigt

(SEQ ID NO: 28)

His-tag
gcgacggcgcatcatcatcatcateat
(SEQ ID NQ: 29)

Light chain
VL

gatattgaactgacccagagccceggecattatgagegegageccgggegaaaaagtgacceatgacctgcagegegag
cagcagcgtgaactatatgtatiggtatcagcagaaaccgggeageageccgegectgctgatitaigataccageaacct
ggccageggtgtgecggtgegctitageggtageggeageggeaccagetatagectgaccattagecgtatggaageg
gaagatgcggcgacctattattgccagecagtggageagcetatcegtataccittggeggtggcaccaaactggaaatcaaa
cgt

(SEQ ID NO: 14)

CL
accgttgcggegcecgagegtgtttatittcccgecgagegatgaacagetgaaaageggeaccgegagegtggtgtgect
gctgaataattittatccgegegaagecaaagtgeagtggaaagtggataatgegetgecagageggeaatagecaggaa
agcgtgaccgaacaggatagcaaagatageacctatagectgagcageaccetgaceeigagcaaagecegattatgaa
aaacataaagtgtatgcgtgtgaagtgacccatcagggcectgageageceggttaccaaaagctitaacegtggtgaatg
c

(SEQ ID NO: 30)

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

QVQLQQSGGGLVQAPGGSMKLSCVASGFTFSNYWMNWVRQSPEKGLEWVAEIRLKSN
NYATHYAESVKGRFTISRDDSKSSVYLQMNNLRAEDTGIYYCTGERAWGQGTTVTVSS
ASTKGPSVFPLAPSSKSTSGGTAALGCLVKDYFPEPVTVSWNSGALTSGVHTFPAVLQ

SSGLYSLSSVVTVPSSSLGTQTYICNVNHKPSNTKVYDKKVEPKSCAAAPKPSTPPGSSR

MKQLEDKVEELLSKNYHLENEVARLKKLVGERGSGGAPHHHHHH

(SEQ ID NO: 31)

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

DIELTQSPAIMSASPGEKVTMTCSASSSVNYMYWYQQKPGSSPRLLIYDTSNLASGVP
VRFSGSGSGTSYSLTISRMEAEDAATYYCQQWSSYPYTFGGGTKLEIKRTVAAPSVFIF
PPSDEQLKSGTASVVCLLNNFYPREAKYQWKVDNALQSGNSQESVTEQDSKDSTYSL
SSTLTLSKADYEKHKVYACEVTHQGLSSFVTKSFNRGEC

(SEQ ID NO: 32)

Figure 15
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