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Background

Production of AB specific to Phosphorylated AA
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Motivation for the study and

Reduction of the selection steps in display technolo
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Common structure of anion (phosphate group) binding
kinases and ATPase




Study design, models, method:s

Screen existing mAB scaffolds library for the desired ani
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Study design, models,

Antigen peptide

KGNYVVTDH




Results

Does parent H2 scaffold STGGYN (anion recognition)

KGNYVVTDH
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Adjustment of the parent H2 scaffold for binding of ph
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Results
What do the AA in the H2 scaffold actuall




Results

Adjust anion recognitio
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Results

Adjust reader region (
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Peptide

P1: Caspase 3 (S12)
P2: RIPK3 (S227)
P3: RIPK3 (S199)
P4: Smad2 (T8)

P5: CREB (S133)
P6: HrA2 (S212)
P7: Aktl (T308)

P8: Aktl (S473)
P9: PKC © (S695)
P10: Sgkl (S422)

Results

Library for reader region
Display to the number of

Sequence

NTENSVDSKpSIKNLEPKII
REVELPTEPpSLVYEAV
LFVYNVNRKApSTASDVYSF
MSSILPFpTPPVVKRLL
RREILSRRPpSYRKILNDL
RRRVRVRLLpSGDTYEAWW
KEGIKDGATMKpTF
ERRPHFPQFpSYSASGTA
DQNMFRNFpSFMNPGMER
EAAEAFLGFpSYAPPTDSF




Results

Specificity of the selected scFvs validated by ELISA

Number of

Number of  phospho-specific
Peptide Sequence unique scFvs scFvs? Kp (nM)b
P1: Caspase 3(S12) NTENSVDSKpSIKNLEPKII 5 0 n.d.
P2: RIPK3 (S227) REVELPTEPpSLVYEAV 6 2 102 + 15 (P2.A11)
P3: RIPK3 (S199) LFVNVNRKApSTASDVYSF 23 17 250 + 13 (P3.28)
P4: Smad2 (T8) MSSILPFpTPPVVKRLL 3 2 78 + 14 (P4.B9)
P5: CREB (S133) RREILSRRPpSYRKILNDL 4 4 151 £+ 8 (P5.G10)
P6: HtrA2 (S212) RRRVRVRLLpSGDTYEAVV 21 21 2430 £ 150 (P6.C12)
P7: Aktl (T308) KEGIKDGATMKpTF 0 0 n.d.
P8: Aktl (S473) ERRPHFPQFpSYSASGTA 1 1 >5000¢ (P8.H9)
P9: PKC © (S695) DQNMFRNFpSFMNPGMER 1 0 n.d.
P10: Sgkl (S422) EAAEAFLGFpSYAPPTDSF 4 4 42.2 £ 2.8 (P10.D6)
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Results

Validation of the selected scFvs with WB on phosphorylated ful

FLAG-tagged target proteins from HEK293T cells +/- treate
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Conclusion

Nature inspired




Discussion

Significance and relevance of the results

e High affinity (42-250 nM Kd)
* Easier/quicker selection in phage display (conserved pho
with unphosphorylated peptide
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