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Analytical data of peptides

Peptide Sequence M(calc.) [M+H]+ [M+2H]2+ [M+3H]3+
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Peptide Sequence M(calc.) [M+H]+ [M+2H]2+ [M+3H]3+
Fluo-PepK Fluo-Aoa-RIAALRERIAALRERIAALRE-NH> 2953.3 2954.3 1477.7 985.4
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Peptide Sequence M(calc.) [M+H]+ [M+2H]2+ [M+3H]3+
PepK(K13) Bio-Aoa-RIAALRERIAALKERIAALRE-NH: 2791.3 2792.3 1396.7 931.4
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Peptide Sequence M(calc.) [M+H]+ [M+2H]2+ [M+3H]3+
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Peptide Sequence M(calc.) [M+H]+ [M+2H]2+ | [M+3H]3+
PepE(-1C) Fluo-Aoa-EIAALEREIAALEREIAALE-NH2 2712.8 2713.8 1357.4 905.3
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Peptide Sequence M(calc.) | [M+H]+ | [M+2H]2+ | [M+3H]3+
PepE(-5C) Fluo-Aoa-EIAALEREIAALEREI-NH2 2328.4 2329.4 1165.2 777.1
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PepE(-6C) Fluo-Aoa-EIAALEREIAALERE-NH 2215.2 2216.2 1108.6 739.4
B .31 8,851 to 7,152 min from Sample 12 [JB-BLEFlugl-6C) HP F27+28) of Data180222_JB-BLEFlual-1... Mazx. 5,025 cps
5.0e5 1108,1
4,505 ]
4,0e5 4
3,525 ]
w
S 3.0e5
=
i
c
@
E
11478 14779
. L o~ VS . - S SUS—
850 900 950 1000 1050 1100 1150 1200 1250 1300 1350 1400 1450 1500 1550 1600
m'z, Da
B TWC of DAD Signal Data: from Sample 12 {JB-BLSFluc{-8C) HP F27+28) of Data180322_JB-BLESFluc... Max. 34380 mAL
2436 885
2000 J
o5 2500
& 2000
2
[ =
S 1500
5
a
2 1000
500 ] -J
A )
0.0 10 2.0 2.0 40 5.0 8.0 7.0 8.0 9,0 10,0 11,0

Time, min




Peptide

Sequence

M(calc.)

[M+H]+

[M+2H]2+

[M+3H]3+

PepE(-7C)

Fluo-Aoa-EIAALEREIAALER-NH;

2086.1

2087.1

1044.1

696.4

Intensity, cps

+Q1: 8,251 to 7,152 min from Sample 14 (JE-BLEFIuc{-7C) HP F25+38) of Data180222_JB-ELSFluc(-1...

3.2e8 10440

3.0e5

10544 10837
WY

12912

Msx. 2,225 cps

1000 1050 1100 1150 1200 1250

m/z, Da

1300 1350

1400

Absarbance, mAL

TWC of DAD Signsl Data: from Sample 14 {(JB-BL5Fluo{-7C) HF F35+36) of Data180322_JB-BL5Fluo.

aaz
19668 8.92

1800

iy

Max. 1965.86 mAU

0.0 1.0 20 30 40 50 8.0 70 8.0 2.0
Time, min

10.0 1.0

Peptide

Sequence

M(calc.)

[M+H]+ | [M+2H]2+

[M+3H]3+

PepE(ARSS)

NBD-Sarc-Aoa-EIAALER-Dap(EDCB)-IAALEREIAALER-NH>

2825.1

2826.1 1413.5

942.7

Intensity, cps

+Q1: 9,982 to 10,227 min from Sample 25 (JB-CFSSADE(E14) HF F25) of Data120202_JB-DFONB{E14...

7.3e5 427

7.0e54

4,0e5
3.0e54
2,0e54

1,054

24F.0

Max. 7,8e5 cps

+1x
TFA

14139

1470,4
N

] T

"800 550 1200 1250 1200 1350

miz, Da

200 250 1000 1050 1100 1150

1400 1450 1500

Absorbance, mAL

TWC of DAD Signal Deta: from Sameple 25 (JB-CFSSADE(E14) HP F25) of Data120202_JB-DFDONB(E...

10,08
1400 4

1200 4

1000 4

Max. 14188 mAU

20 30 40 S0 60 7o 80 80 100

Time, min




Peptide Sequence M(calc.) | [M+H]+ [[M+2H]2+| [M+3H]3+

PepE(ARS15) | NBD-Sarc-Aoa-EIAALERIAALER-Dap(EDCB)-IAALER-NH, | 2825.1 | 2826.1 | 1413.5 942.7
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Figure S1. LC-MS data of peptides. Tables: ESI mass spectrometry data. Graphs: top: mass spectra, bottom: UV chromatograms
(combined absorption at 220 and 280 nm). Masses of single, double and triple TFA adducts, which have been reported for arginine-
rich peptides (https://www.ncbi.nlm.nih.gov/pmc/articles/PMC3397831/), are marked accordingly.
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mismatch 1: + PepK(K13)+PepE(ARS8)
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match 2: PepK(K13)+PepE(ARS15)
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mismatch 2: PepK(K6)+PepE(ARS15)
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Figure S2. LC-MS data (TIC chromatograms and mass spectra of individual peaks of all match and mismatch reaction products of
orthogonal pairs of coilded-coil peptides.



Peptide Sequence M(calc.) | [M+H]+ | [M+2H]2+ | [M+3H]3+ | [M+4H]4+ | [M+5H]5+
PepE-Bi

eP+ '© | Ac-EIAALEREIAALEREIAALER-A0a-A0a-

Bio-PepK LVS(B'S)'NHZ 5685.2 1895.7 1422.1 1137.8 948.4
1 isopeptid
(Lisopeptide | b ) o KIAALKEKIAALKEKIAALKE-NH2

bond)

PepE-Bio | AC-EIAALEREIAALEREIAALER-A0a-Aoa-

+ Lys(Bio)-NH2

Bio-PepK + 5667.2 1889.7 1417.6 1134.2 945.4
(2 isopeptide | Bio-Aoa-KIAALKEKIAALKEKIAALKE-NH2

bonds)

1 isopeptide bond
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Figure S3. Mass spectrum of the product of the reaction of pre-activated PepE-Bio with Bio-PepK.



