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Supplementary Table 1. Characterisation of linker peptides 5-17.
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peptide structure molecular data found ¢
C%\W 1025.55
Chemical Formula: C54Hg4N1O43 (|V|+H) + 13.63
5 NJK i JKA )k Exact Mass: 1024,47 :
WJ)L /W HW T Molecular Weight: 1025,13 513.30 min
(M+2H)%*
{:%Y 1039.65
Chemical Formula: C55HggN19013 (|V|+H) + 13.47
6 NQL i )kﬂ )k Exact Mass: 1038,48 -
WJ)L /W H/W Y Molecular Weight: 1039,16 520.30 min
(M+2H)2+
Q @ S 1174.65
o Chemical Formula: C59H74N11O15 (M+H) + 14.40
7 HN \)L H\)k /\/H N Exact Mass: 1173,51 .
”/I( Z ;‘/I( H 6 N Tl/v T(l/ Molecular Weight: 1174,28 587.85 min
HaN (M+2H)*
OH OH
OH OH H
Q @ W 999.40
o 7 o Y o o o Chemical Formula: C4gHgoN120 +
8 HeN N/gj(n\)LN N N n\/\NMNk Exact Mass: 949%,:(25 s (M+H) 11'_15
"o i o s " " Molecular Weight: 999,10 500.25 min
“Z\f (M+2H)*
OH H = OH
Q § 1013.55
o o ¢ 0 o o Chemical Formula: C4gHgaN1,0
9 . N/YH%N/YH N H\/\Nk/\Nk Exact Mass: 1€$2,Z48 e (M+H)* 11"72
"o g © "o i : Molecular Weight: 1013,12 507.25 min
HoN (l\/H'ZH)Z+
OH H = OH
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o £ o Q o 9 Chemical Formula: C4gHgsN41,0 +
10 . N/rﬁ(n\')LN i N H\/\N)K/\NJ\ Exact Mass: 1(;1192,3148 e (M+H) 11'.95
To i) o "o § 3 Molecular Weight: 1013,12 507.30 | min
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OH \ OH
Q W 1027.65
Q7 Q o) o o Chemical Formula: C5oHggN12012 +
11 | N/W“QKN R AR A Exact Mass: 1026 49 (M+H) 12"23
L L ol A H Molecular Weight: 1027,15 514.30 min
o]
2
HN (M+2H)%#
OH
OH N OH
Q -l 1027.65
o 0 Chemical Formula: CgqHggN120
H H H H 50" 166' Y1212 + + .
12 HoN NWN\)vLN N N N\/\N)K/\Nk Exact Mass: 1026,49 (M H) 1221
"o ] . Molecular Weight: 1027,15 514.30 min
HoN (l\/|+2H)2+
OH
OH N OH
7\
Q = 1024.60
gz o o 0 o Chemical Formula: Cs4HgsN14O
H H H H 511651N1112 +
13 | ™ N ”QLN N N N\/\Hkﬁﬂk Exact Mass: 1023,48 (M+H) 12"13
e \Fg o s Molecular Weight: 1024,15 512.80 min
HoN (l\/|+2H)2+
OH
OH Ha\ OH
Q 1004.60
o o o o o Chemical Formula: C49HggN11012 +H)*
14 | w N/?W/HQLN R AR A Exact Mass: 1003,51 (M+H) 12'_18
g = "8 o H H Molecular Weight: 1004,16 502.80 min
° 2+
o (M+2H)
OH
N
OH \ ’? OH
Q o 1056.65
NH Chemical Formula: C50H65N13013 (M +
0 0 9 +H) 12.50
15 | . 8 H K Exact Mass: 1055,48 °
YN JLH N s Molecular Weight: 1056,13 528.80 | min
(o] (o]
° M+2H)%*
H,N ( )
OH
N
o
o NH o 1084.65
Q Chemical Formula: CspHggN13013 (M+H) *
16 oz 0 0 0 0 Exact Mass: 108351 12.50
HoN N/an AN R A Molecular Weight: 1084,20 542.85
Wl ; g Rl H H (M+2H)2+
H,N
OH
EE
N/
(o]
on ™M oH 1098.70
Chemical Formula: C53H71N13013 +
17 o o o o o Exact Mass: 1097,53 (M+H) 12.69
H H H Molecular Weight: 1098,23 549.80 min
HN N/WNQLN N N N\/\NkﬂNk 9
H Wl L H H (M+2H)2+
o
OH

* Gradient used: 0 —4 min 95 % solvent A; 4 — 25 min up to 55 % solvent B, then column wash with 100% B and

re-equilibration to 95% A; Waters XBridge BEH300 Cy5 column 5 um, 4.6 x 250 mm, flow rate 1 mL/min.
Solvents used: water + 0.1% formic acid (solvent A) and HPLC-grade MeCN + 0.1% formic acid (solvent B).
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Supplementary Figure 1. The difference of temperature on the binding signal produced by the
titration of OxyB,,, with 5.
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Supplementary Figure 2. Difference spectra of the binding of 10 to OxyB, ., with the difference in
absorbance plotted against the concentration of 10 and fitted to a single site binding model (insert).
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Supplementary Figure 3. Difference spectra of the binding of 14 to OxyB,., with the difference in
absorbance plotted against the concentration of 14 and fitted to a single site binding model (insert).
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Supplementary Figure 4. Difference spectra of the binding of 15 to OxyB,,, with the difference in
absorbance plotted against the concentration of 15 and fitted to a single site binding model (insert).
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Supplementary Figure 5. Difference spectra of the binding of 16 to OxyB,,, with the difference in
absorbance plotted against the concentration of 16 and fitted to a single site binding model (insert).



0.012

0,012

0,01

0,008
17
2 o006
<
0,004
0,002
0
0 20 40 60 80 100
Concentration of 17 (uM)
Abs
A R ""' o~
R TR Y T A WO
Bk Y. i 8 A .
i e “"\hlw A v \ .
; R
“10uM  10pM 40uM  69puM 98 uM
| 20pM 20pM 50 pM 79 uM
000550 M 30 uM 59 uM
-0.006 : . L .
350 400 500

Wavelength [nm]

600

Supplementary Figure 6. Difference spectra of the binding of 17 to OxyB, ., with the difference in
absorbance plotted against the concentration of 17 and fitted to a single site binding model (insert).



