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Fig. S7: Affinity constants Kd of complexes 1 and 2 for Acm,-hCyp18 5

ABBREVIATIONS:

Aac-pNA: amino acyl-4-nitroanilide; Acm: carbamidomethylated; CEE: cyclophilin
enhancing effect; CsA: cyclopsporine A; DMSO: dimethylsulfoxide; DTT: dithiothreitol;
GSH: glutathione; IIC: integrated ionic current; Kd: dissociation constant; LC-ES/MS: liquid
chromatography coupled to on-line electrospray mass spectrometry; NS;: N-bis(2-thioethyl);
pNA: 4-nitroanilide; PPlase: peptidyl-prolyl isomerase; RP-HPLC: reverse phase high

performance liquid chromatography.
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Fig. S1: Apparent Kds of module 10 (
10 and 6 (— —O— —) (designated as ‘Ligand’).
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Fig. S2: Apparent Kds of module 11 (——e

) and of an equimolar mixture of modules

120 y=ma4+{(Mm1-m4)*(1/(1+(m0/m2...
- Value Error
100 S m1 99,299 35614
\ m2 0,00010438| 2,321e-5
\ m3 0,766 0,13097
80 m4 -2,4887 42213
Y . Chisq 284,88 NA
60 \ R 0,99277 NA

A
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0\ y=ma4+({(m1-ma)*(1/(1+(m0/m2...
40 Value Error
o m1 105,56 6,4525
- m2 51873e-5 2,3303e-5
.\ m3 0,55691 0,12912
m4 -3,3285 7.3347
0 Chisq 482,35 NA
R 0,987 NA

10 107 10°% 0,001 0,1
[Ligand]

) and of an equimolar mixture of modules

10 and 7 (— —0O— —) and modules 10 and 8 (- - - A- - -) (designated as ‘Ligand’).

Relative Fluorescence (%)

y= ma+((m1-m4)*(1/(1 +(m0im2...
Value Error
m1 98,779 1,2645
! ! m2 | 0,0001537| 1,1569e-5
100 m3 0,9682 0,067195
m4 -1,0425 1,591
Chisq 56,405 NA
20 R 0,99877 NA
y= ma+((m1-m4)*(1/(1+(m0im2...
Value Error
60 m1 98,542 1,5184
4 m2 | 0,00013834| 1,2771e-5
m3 0,89039| 0,070397
40 m4 -2,2388 1,8892
Chisq 73,615 NA
R 0,99837 NA
20
y= ma+((m1-m4)*(1/(1 +(m0im2...
Value Error
0 - m1 99,612 1,4573
D m2 | 0,00011198| 8,9212e-6
e 07 0% 001 o m3 0,97472| 0,074934
' ' m4 0,20605 1,5889
[Ligand] Chisq 57,142 NA
R 0,99862 NA
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Fig. S3: Apparent Kds of module 12 ( o
12 and 9 (— —O— —) (designated as ‘Ligand’).

) and of an equimolar mixture of modules

I * y=ma+{(m1-ma)*(1/{1+(m0/m2...
100 == S S Value Error
—_ mi 101,83 14674
R m2 | 0,0004582| 3,9561e-5
s B y m3 1,0791| _ 0,084246
Q %\ mé 052134 22115
o Chisq 74,357 NA
o 60 R 0,99826 NA
ot
o
=
T 40 y= ma+((m1-m4)*(1/(1 +(m0/im2...
@ E Value Error
2 mi 1008]  1,2577
8 20 m2 | 0,00052782| 3.8758e-5
& m3 11232| 0,078035
mé 1.0536 1.9453
0 LS Chisq 56,053 NA
R 0,99866 NA
10 107 10°% 0,001 0,1
[Ligand]

Fig. S4: Circular dichroism spectra of 10 uM native hCyp18 (:
(= —-) in water at 20 °C.

) and 10 uM Acm,-hCyp18
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Fig. S5: kobs of hCypl8 (A) and Acm,-hCypl8 (B) calculated from the trypsin-coupled

PPIase assay using Suc-Ala-Ala-Pro-Arg-pNA as a substrate.
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Fig. S6: Affinity constants Kd of Suc-Ala-Ala-Pro-Arg-pNA determined using the

fluorescence quenching assay for hCyp18 (

Relative Fluorescence (%)

) and Acmy-hCypl8 (— —0— —).

120 LR | LEELERY JRAM| LR | LR | rrTTThT
i il 1 [y =ma+mi-may a1+ mome..
i L - \ i Value Enor
100 . ] mi 08,066 20431
: . . m2 | 000014329 1357165
i i ma 15308 0,19733
80 [ ] ma 32524 33790
i 1 Chisq 11161 NA
I ] R 0,09602 NA
60 [ ]
4 [ ]
i ] Y = ma+(mi-ma) (11 +mom2...
- E Value Enor
0 - 7 m 11086| 28465
I ] m2 | 8.1055e-5| 7.037e-6
i I ma3 23500 043457
0 = ma 15925| 35265
I i Chisq 230,00 NA
oo L vt ] R 099531 NA
107 10°% 10°% 0,0001 0,001 0,01
[ligand] (M)
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Fig. S7: Affinity constants Kd for Acm,-hCyp18 of complexes 1 (——a
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—) determined using the fluorescence quenching assay.
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y =md+((m1-md)~(1{1+(M0Mm2...
Value Emor
mi 99 698 14144
m2 3,4857e-7 1,6424e-8
m3 1,9602 0,14037
m4 1,3584 1,0089
Chisq 49 424 MNA
R 0,99896 NA

y =md+((m1-md)~(1 {1+MO0Mm2...
Value Enor
mi 101,77 15195
m2 4 5047e-6 2.7416e-7
m3 14715 0,123
m4 0,75816 1,3781
Chisq 56,533 NA
R 099876 NA
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