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Table ST1. Selection conditions of those DARPins that were characterized in detail

Salt and target Library
oligonucleotide

1C6 NaCl, tellong N3C
1C7 NaCl, tellong N3C
1C11 NaCl, tellong N3C
1G2 KCl, tellong N3C
1G11 KCl, tellong N3C
1H4 KCl, teltt N3C
2C10 NacCl, tellong N3C
2D10 NacCl, teltt N3C
2E4 KCl, tellong N2C
2G7 KCl, tellong N3C

2G10 KCl, tellong N3C




Table ST2. Kinetic data obtained with SPR in TBS

tel
kon koff KD
M™x s*x 10° s'x 10° M x 10
1C6 2.6 0.9 40 + 10 16 + 2
1C7 1.2 + 0.4 40 + 1 37 =15
1C11 16 % 1.1 74 + 20 53 + 22
1G2 1.0 + 0.4 45 + 21 53 + 44
1G11 0.055 + 0.0056 41 +29 72 * 46
1H4 16 % 1.0 82 + 24 62 + 34
2C10 15 + 0.3 68 + 10 48 + 12
2D10 2.0 £ 0.4 64 + 14 34 * 16
2E4
2G7 15 + 0.1 30+ O 20 + 2
2G10
ILPR
kon koff KD
M™x s'x 10° s'x 107 M x 107
1C6
1C7 19 + 0.6 62 * 16 33+ 8
1C11 13 + 0.9 42 + 2 43 + 29
1G2 35 + 0.7 90 + 14 27 £+ 9
1G11 0.14 + 0.14 41 +1.8 44 + 30
1H4
2C10
2D10
2E4
2G7
2G10
c-MYC
kon koff KD
M™x s'x 10° s'x 107 M x 107
1C6
1C7 1.2 + 0.6 79 + 20 81 * 38
1C11 2.1 £ 1.7 79 £ 27 49 + 27
1G2 24 t 0.9 95 =+ 7 43 + 19
1G11 0.12 + 0.06 2.1 £09 19 + 2
1H4
2C10
2D10
2E4 2.7 + 2.1 130 + 30 64 * 40
2G7
2G10 0.95 + 0.59 68 + 2 90 * 59




Table ST3. Kinetic data obtained with SPR in TBS-KCI

tel
kon,l kofﬁl KD,l kon,2 kofﬁZ KD,Z
M™x s*x 10° s'x 107 M x 10 M*x s*x 10° s'x 107 M x 10
1C6
1C7 1.5 +0.2 23 + 1.2 15+ 1 0.062 * 0.035 0.28 + 0.36 33 +3.0
1C11 2.6 £ 2.7 33 =+ 38 11+ 2 0.83 + 1.27 14 + 24 89 =83
1G2 3.6 £+1.0 28 + 7 79 + 19 1.0+ 0.2 33+ 05 3311
1G11
1H4 25 £ 0.8 36 + 4 15+ 4 0.11 £+ 0.05 1.3+ 01 14 + 7
2C10 42 +1.0 83 = 17 20+ 1 0.24 + 0.04 7.8 + 5.1 35 + 28
2D10 45 + 1.0 78 + 13 18 + 3 0.29 + 0.10 6.2+ 24 22 + 2
2E4 43 £ 57 6.4 +6.3 46 + 4.7 3.7+ 23 100 + 83 42 + 48
2G7 24 + 11 22 + 10 10+ 5 0.55 + 0.08 29+ 0.6 55+ 19
2G10 35+ 27 141 + 87 65 + 69 0.21 + 0.12 40 + 4.7 15 + 11
ILPR
kon,l kofﬁl KD,l kon,2 kofﬁZ KD,Z
M™x s'x 10° s'x 10° M x 107 M™x s'x 10° s'x 107 M x 107
1C6
1C7 2.4 +0.2 50 + 3 21 + 2 0.047 +0.011 0.61 £+ 0.16 14 + 8
1C11 9.3 +£3.5 110 + 50 12+ 2 a) a) 40 t 4.6
1G2 16 + 10 128 + 25 9.4 + 3.2 0.25 + 0.21 0.68 + 0.27 6.4 + 7.4
1G11
1H4
2C10
2D10
2E4
2G7
2G10 8.5 + 3.0 179 + 36 22 + 5 0.10 £+ 0.08 1.1+ 11 19 + 24
a) low values indicate a different kinetic model of this DARPin
c-MYC
kon,l kofjﬁl KD,l kon,2 kofﬁz KD,Z
M™x s'x 10° s'x 107 M x 107 M™x s'x 10° s'x 107 M x 107°
1C6
1C7
1C11 3.7 £+ 0.7 64 + 21 17 + 3 0.015 + 0.026 0.10 + 0.17 6.8 + 4.3
1G2 6.6 £+ 2.4 97 = 17 16 £+ 5 0.095 + 0.039 12+ 03 14 + 4
1G11
1H4
2C10
2D10
2E4 2.7 £+ 09 67 + 10 28 + 13 19+ 3.2 42 + 4.7 19 + 27
2G7
2G10 28 + 2.1 97 + 61 104 + 150 0.66 £+ 0.96 70+ 93 15+ 5




Figure Legends:

Figure S1-S6. k.., ko and Kp values calculated from SPR data. S1: TBS, tel; S2: TBS-KCI, tel; S3: TBS,
ILPR; S4: TBS-KCI, ILPR; S5: TBS, c-Myc; S6: TBS-KCl, c-Myc. For measurements in TBS-KCl, a
heterogeneous ligand model was used; values for both binding events are given. Order of a group of
bars is always: kon, kogr, Kp

Figure S7. Sequences of selected DARPins. The differences to the consensus at randomized positions
(indicated by X in consensus) and framework mutations are shown. Residues that had been
randomized in the original design are boxed. DARPins 2E4 contains two internal repeats (N2C), all
others contain 3 internal repeats (N3C).
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Figure S2
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Figure S3 ILPR, TBS
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Figure S4 IPLR, TBS-KCI
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Figure S5 c-Myc, TBS
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Figure S6 c-Myc, TBS-KCI
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Figure S7
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