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Figure 2

(a) Heavy chain variable domain of anti-albumin antibody (no ds) (SEQ ID NO:1)
EVQLLESGGGLVQPGGSLRLSCAVSGIDLSNYAINWVRQAPGKGLEWIGI INASGTTFYATWAKGRETI
SRDNSKNTVYLOMNSLRAEDTAVYYCARTVPGYSTAPYFDLWGQGTLVTVSS

(b) Heavy chain variable domain of anti-albumin antibody (ds) (SEQ ID NO:2)
EVQLLESGGGLVQPGGSLRLSCAVSGIDLSNYAINWVRQAPGKCLEWIGI INASGTTFYATWAKGRETI
SRDNSKNTVYLOMNSLRAEDTAVYYCARTVPGYSTAPYFDLWGQGTLVTVSS

(c) Light chain variable domain of anti-albumin antibody (no ds) (SEQ ID NO:3)
DIQMTQSPSSVSASVGDRVTITCQSSPSVWSNFLSWYQOKPGKAPKLLIYEASKLT SGVPSRFSGSGSG
TDFTLTISSLOPEDFATYYCGGGYSSISDTTFGGGTKVEIKRT

(d) Light chain variable domain of anti-albumin antibody (ds) (SEQ ID NO:4)
DIQMTQSPSSVSASVGDRVTITCOSSPSVWSNFLSWYQQKPGKAPKLLIYEASKLTSGVPSRFSGSGSG
TDFTLTISSLOPEDFATYYCGGGYSSISDTTFGCGTKVEIKRT

(e) Linker 1 (SEQ ID NO:5)
SGGGGSGGGGTGGGGS

(f) Linker 2 (SEQ ID NO:6)
GGGGSGGGGSGGGGS

(g) A26 Fab Heavy-(G4S,G4T,G4S)-645dsFv(gH5) (SEQ ID NO:7)
EVQLVESGGGLVQPGGSLRLSCAASGFTFTNYGIHWIRQAPGKGLEWVASISPSGGLTYYRDSVKGRET
ISRDDAKNSPYLOMNSLRAEDTAVYYCATGGEGIFDYWGQGTLVTVSSASTKGPSVFPLAPSSKSTSGG
TAALGCLVKDYFPEPVTVSWNSGALTSGVHTFPAVLOSSGLYSLSSVVTVPSSSLGTQTYICNVNHKPS
NTKVDKKVEPKSCSGGGGSGGGGTGGGGSEVQLLESGGGLVQPGGSLRLSCAVSGIDLSNYAINWVROA
PGKCLEWIGIIWASGTTFYATWAKGRFTISRDNSKNTVYLOMNSLRAEDTAVYYCARTVPGYSTAPYFD
LWGQGTLVTVSS

(h) A26 Fab Light-(3xG4S)-645dsEv(gL4) (SEQ ID NO:8)
DIQMTQSPSSLSASVGDRVTITCRATQSIYNALAWYQQKPGKAPKLLIYNANTLHTGVPSRFSASGSGT
DSTLTISSLOPEDFATYYCQQYYDYPLTFGGGTKVEIKRTVAAPSVFIFPPSDEQLKSGTASVVCLLNN
FYPREAKVOWKVDNALQSGNSQESVTEQDSKDSTYSLSSTLTLSKADYEKHKVYACEVTHQGLSSPVTK
SFNRGECGGGGSGGGGSGGGGSDIQMTQSPSSVSASVGDRVTITCQSSPSVWSNFLSWYQOKPGKAPKL
LIYEASKLTSGVPSREFSGSGSGTDFTLTISSLOPEDFATYYCGGGYSSISDTTFGCGTKVEIKRT
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FIGURE 3

645gH]1 heavy chain variable domain (SEQ ID NO: 9)
EVQLLESGGGLVQPGGSLRLSCAVSGIDLSNYAINWVRQAPGKCLEWIGI INASGTTFYATWAKGRETI
SRDSTTVYLQMNSLRAEDTAVYYCARTVPGYSTAPYFDLWGQGTLVTVSS

645gL1 light chain variable domain (SEQ ID NO: 10)
DIVMTQSPSSVSASVGDRVTITCQOSSPSVWSNFLSWYQQKPGKAPKLLIYEASKLTSGVPSRFKGSGSG
TDFTLTISSLOPEDFATYYCGGGYSSISDTTFGCGTKVEIK

A26 Fab Heavy-( 3xG4S)-645dsFv(gH1) (SEQ ID NO:11)
EVQLVESGGGLVQPGGSLRLSCAASGFTFTNYGIHWIRQAPGKGLEWVASI SPSGGLTYYRDSVKGRFET
ISRDDAKNSPYLOMNSLRAEDTAVYYCATGGEGIFDYWGQGTLVTVSSASTKGPSVFPLAPSSKSTSGG
TAALGCLVKDYFPEPVTVSWNSGALTSGVHTFPAVLQSSGLYSLSSVVTVPSSSLGTQTY ICNVNHKPS
NTKVDKKVE PKSCSGGGGSGGGGSGGGGSEVQLLE SGGGLVQPGGSLRLSCAVSGIDLSNYATINWVRQA
PGKCLEWIGIIWASGTTFYATWAKGRFTISRDSTTVYLOMNSLRAEDTAVYYCARTVPGY STAPYFDLHW
GQGTLVTVSS

A26 Fab Light-(3xG4S)-645dsFv(gL1) (SEQ ID NO:12)
DIQMTQSPSSLSASVGDRVTITCRATQSIYNALAWYQOKPGKAPKLLIYNANTLHTGVPSREFSASGSGT
DSTLTISSLOPEDFATYYCQQYYDYPLTFGGGTKVEIKRTVAAPSVFIFPPSDEQLKSGTASVVCLLNN
FYPREAKVOQWKVDNALQSGNSQESVTEQDSKDSTYSLSSTLTLSKADYEKHKVYACEVTHQGLSSPVTK
SFNRGECSGGGGSGGGGSGGGGSDIVMTQSPSSVSASVGDRVTITCQSSPSVWSNEFLSWYQQKPGKAPK
LLIYEASKLTSGVPSRFKGSGSGTDFTLTISSLOQPEDFATYYCGGGYSSISDTTFGCGTKVEIK
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FIGURE 4

645 gH5gL4 (SEQ ID NO: 13)
GAGGTTCAGCTGCTGGAGTCTGGAGGCGGGCTTGTCCAGCCTGGAGGGAGCCTGCGTCTCTCTTGTGCA
GTAAGCGGCATCGACCTGTCCAACTACGCGATTAACTGGGTACGTCAGGCACCGGGTAAAGGTCTGGAA
TGGATCGGCATCATCTGGGCCTCTGGTACGACCTTCTACGCTACTTGGGCCAAAGGTCGTTTCACCATC
TCCCGTGACAACTCTAAAAACACCGTGTACCTGCAGATGAACTCTCTGCGTGCGGAAGACACTGCGGTT
TACTATTGCGCGCGTACCGTTCCGGGCTATTCTACTGCACCGTACTTCGACCTGTGGGGTCAGGGTACT
CTGGTTACCGTCTCGAGTGGAGGTGGCGGTTCTGGCGGTGGCGGTTCCGGTGGCGGTGGATCGGGAGGT
GGCGGTTCTGATATCCAGATGACCCAGAGTCCAAGCAGTGTTTCCGCCAGCGTAGGCGATCGTGTGACT
ATTACCTGTCAGTCCTCTCCGAGCGTTTGGTCCAACTTCCTGAGCTGGTACCAGCAGAAACCGGGTAAA
GCCCCGAAACTGCTGATCTACGAGGCGTCTAAACTGACCTCTGGTGTACCGTCCCGTTTCTCTGGCTCT
GGCTCTGGTACGGACTTCACTCTGACCATCTCCTCTCTGCAGCCGGAAGACTTTGCAACGTACTACTGC
GGTGGTGGTTACTCTTCCATCTCTGACACCACGTTCGGTGGAGGCACCAAAGTTGAAATCAAACGTACG
CATCACCATCACCATCACCATCACCATCAC

645 gH5gL4 (SEQ ID NO: 14)
EVQLLESGGGLVQPGGSLRLSCAVSGIDLSNYAINWVRQAPGKGLEWIGIIWASGTTFYATWAKGRFTI
SRDNSKNTVYLOMNSLRAEDTAVYYCARTVPGYSTAPYFDLWGQGTLVTVSSGGGGSGGGGSGGGGSGG
GGSDIQMTQSPSSVSASVGDRVTITCQSSPSVWSNFLSWYQQKPGKAPKLLIYEASKLTSGVPSRESGS
GSGTDFTLTISSLOPEDFATYYCGGGYSSISDTTFGGGTKVEIKRTHHHHHHHHHH

645 gH5gl4ds (SEQ ID NO: 15)
GAGGTTCAGCTGCTGGAGTCTGGAGGCGGGCTTGTCCAGCCTGGAGGGAGCCTGCGTCTCTCTTGTGCA
GTAAGCGGCATCGACCTGTCCAACTACGCGATTAACTGGGTACGTCAGGCACCGGGTARATGCCTGGAA
TGGATCGGCATCATCTGGGCCTCTGGTACGACCTTCTACGCTACTTGGGCCARAGGTCGTTTCACCATC
TCCCGTGACAACTCTAAAAACACCGTGTACCTGCAGATGAACTCTCTGCGTGCGGAAGACACTGCGGTT
TACTATTGCGCGCGTACCGTTCCGGGCTATTCTACTGCACCGTACTTCGACCTGTGGGGTCAGGGTACT
CTGGTTACCGTCTCGAGTGGAGGTGGCGGTTCTGGCGGTGGCGGTTCCGGTGGCGGTGGATCGGGAGGT
GGCGGTTCTGATATCCAGATGACCCAGAGTCCAAGCAGTGTTTCCGCCAGCGTAGGCGATCGTGTGACT
ATTACCTGTCAGTCCTCTCCGAGCGTTTGGTCCAACT TCCTGAGCTGGTACCAGCAGAAACCGGGTAAA
GCCCCGAAACTGCTGATCTACGAGGCGTCTAAACTGACCTCTGGTGTACCGTCCCGTTTCTCTGGCTCT
GGCTCTGGTACGGACTTCACTCTGACCATCTCCTCTCTGCAGCCGGAAGACTTTGCAACGTACTACTGC
GGTGGTGGTTACTCTTCCATCTCTGACACCACGTTCGGTTGTGGCACCARAGTTGAAATCAAACGTACG
CATCACCATCACCATCACCATCACCATCAC

645 gH5glL4ds (SEQ ID NO: 16)
EVQLLESGGGLVQPGGSLRLSCAVSGIDLSNYAINWVRQAPGKCLEWIGI INASGTTFYATWAKGRFTI
SRDNSKNTVYLOMNSLRAEDTAVYYCARTVPGYSTAPYFDLWGQGTLVTVSSGGGGSGGGGSGGGGSGG
GGSDIQMTQSPSSVSASVGDRVTITCOSSPSVWSNFLSWYQQKPGKAPKLLIYEASKLTSGVPSRFSGS
GSGTDFTLTISSLOPEDFATYYCGGGYSSISDTTFGCGTKVEIKRTHHHHHHHHHH

FIGURE §

LINKER (SEQ ID NO: 17)
GGGGSGGGGSGGGGSGGGGES

LINKER (SEQ ID NO. 18)
SGGGGSGGGGSGGGGS

cKappa (SEQ ID NO. 19)
VAAPSVFIFPPSDEQLKSGTASVVCLLNNFYPREAKVOWKVDNALQSGNSQESVTEQDSKDSTYSLSST
LTLSKADYEKHKVYACEVTHQGLSSPVTKSFNRGEC

CHI (SEQ ID NO. 20)
ASTKGPSVFPLAPSSKSTSGGTAALGCLVKDYFPEPVTVSWNSGALTSGVHTFPAVLQSSGLYSLSSVV
TVPSSSLGTQTYICNVNHKPSNTKVDKKVEPKSC
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FIGURE 6

Specific binding of A26Fab-Fv in 5% HSA
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FIGURE 7
A26-645gH5gl4 Transient expression of FabA-dsscFv in HEK293 cell line

FabA dsscFv antibody titres from transient expression in HEK 293
cells
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SDS-PAGE of purified FabA-dsscFv (HEK293)
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FIGURE 9
Affinity to HSA and AntigenA binding (HEK293)
Concentrations ka KD
Analyte used (1/Ms) kd (1/s)| KD (M) (nM)
50nM, 25nM, 12.5nM,
FabA-dsscFv (CL-dsscFv) HSA Titration 6.25nM 1.83E+05| 2.40E-04[1.31E-09| 1.31
Single
concentration 50nM 1.65E+05|2.11E-04(1.28E-09] 1.28
50nM, 25nM, 12.5nM,
FabA-dsscFv (CH1-dsscFv) | HSA Titration 6.25nM 1.72E+05|2.22E-04[1.29E-09] 1.29
Single
concentration 50nM 1.60E+05|1.99E-04|1.25E-09| 1.25
50nM, 25nM, 12.5nM,
FabA-dsFyv HSA Titration 6.25nM 7.51E+04{1.51E-04|2.01E-09] 2.01
Single
concentration 50nM 6.06E+04]|1.19E-04|1.96E-09| 1.96
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FIGURE 10
KD

Analyte Conc. |ka (1/Ms) |kd (1/s) KD (M) ((pM)
FabA-dsscFv (CH1-
dsscFv) AntigenA (Single conc. 25nM 1.66E+05 [2.34E-05(1.41E-10 (141
FabA-dsscFv (CL-dsscFv) |AntigenA [Single conc. [25nM 1.78E+05 [1.82E-05(1.02E-10 |102
FabA-dsFv AntigenA (Single conc. 25nM 1.70E+05 [1.53E-05(9.00E-11 |90
Figure 11
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FIGURE 12
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CL-dssFv 50.5
4 HC 23.1
FabA-dsscFv (CH1-dsscFv)
3 CHI-dsscFv 50.2
LC 25.6
FabA-dsFv
CL-vL 36.3
CH1-vH 37.3
1
7
FIGURE 13
Thermostability FabA-dsscFv (CHO)
Tm 1|Tm 1 std dev|Tm 2|Tm 2 std dev|Tm 3{Tm 3 std dev
FabA-dsscFv (CL-dsscFv) | 83.8 0.2 73.6 0.5 524 0.7
FabA-dsscFv (CH1-dsscFv)| 84.6 0.3 75.5 0.5 57.8 0.6
FabA-dsFv 84 0.2 73.9 0.3 ND ND




