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Issue in honor of Professor Léon Ghosez

l. Deoxycholic acid derivative characterization (LCMS and NMR)

o
UGN

Chemical Formula: CygH4,Cl,0g
Molecular Weight: 545.5380

ARKIVOC 2024, v, S1-539

LCMS data
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#%% End of Report *+%%

Figure S1. LCMS (ESI-MS, negative mode) of deoxycholic acid derivative (C3/C12), found [M +

35ClJ7, m/z 580.10 and [M + 37Cl];, m/z 582.09
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Issue in honor of Professor Léon Ghosez ARKIVOC 2024, v, S1-S39

IH-NMR data

3.
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Chemical Formula: CygH4,Cl,0¢

Molecular Weight: 545.5380
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Figure S2. 'H-NMR (400 MHz) of deoxycholic acid derivative (C3/C12) in deuterated chloroform
(CDCl3)

1. Liquid Chromatography-Electrospray ionization-Mass Spectrometry (LC-ESI-MS)
analysis of peptides

LC-MS analyses were conducted on an Agilent 1100 Series HPLC instrument with diode array
detector (DAD), equipped with a Phenomenex Kinetex® EVO/Phenomenex Kinetex C18® 100 A
(150 x 4.6 mm, 5 um, at 35°C), hyphenated to an Agilent ESI-single quadrupole MS detector type
VL. Mass detection operated in either the positive mode or negative mode. A two-solvent system
was used: 0.1% formic acid in miliQ water (A) and acetonitrile (B), using a gradient from 0% to
100% B for 15 minutes at a flow rate of 1.5 mL/min at 35 °C.
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ARKIVOC 2024, v, S1-539

Table S1. Overview of TATDOCK peptide information and retention times (tg) via LCMS analysis

. Retention
Chemical Exact .
Code Sequence time  (tg
Formula mass .
min)

TDWT GRKKRRQRRRPQPLAQEVTTTLWEW CrocHa1aNeaO 4320.41 414
GSIWKQLYVA-NH; 1osTistaToats ' '
GRKKRRQRRRPQPLAQEVTTTLWEC

TD-i7 Q Q Q C184H303N63048S>  4227.26 3.94
GSIWKQCYVA-NH>

TD-i7 (-5) GRKKRRQRRRPQPLAQEVTTTLWEC* CisaHaciNexOueSy 425,25 373
GSIWKQC*YVA-NH,, *S-S bridge 184730163482 ' '

TD-i7-DCA GRKKRRQRRRPQPLAQEVTTTLWEC* CoioHasNe10aS,  4699.55 4.8
GSIWKQ C*YVA-NH,, * DCA 2127134363542 ' '
GRKKRRQRRRPQPLAQEVTTTLWEC*

TD-i7-BP GSIWKQ C*YVA-NH2, * biphenyl CiogH313Ne304sS2 4405.34 4.11
(BP)

. GRKKRRQRRRPQPLAQEVTTTLWEC*

TD-i7-X C192H309N63048S2,  4329.31 3.90
GSIWKQ C*YVA-NHz: * m-xylyl (X)

TD-i4 GRKKRRQRRRPQPLAQEVTTTLWCW CrooHaceNeaOucSy 428430 4.03
GSCWKQLYVA-NH. HooTaoeTer e ’ '

. GRKKRRQRRRPQPLAQEVTTTLWC*

TD-i4-DCA Cy18H346N64052S,  4756.58  4.41
WGSC*WKQLYVA-NH, * DCA
GRKKRRQRRRPQPLAQEVTTTLWC*

TD-i4-BP WGSC*WKQLYVA-NHz, * biphenyl C204H316N6404652 4462.38 4.13
(BP)

. GRKKRRQRRRPQPLAQEVTTTLWC*

TD-i4-X C198H312N64046S2  4386.35 4,18
WGSC*WKQLYVA-NH2, * m-xylyl (X)

TSWT GRKKRRQRRRPQEGWASYWLKLAQ CrocHa1aNeaO 4320 41 412
WPTTQIVLVET-NH; PerHTere ' '
GRKKRRQRRRPQEGWASYWLKLAQC

TS-i7 C184H303N63048S>  4227.26 3.27

! *PTTQIVC*VET-NH, 18aT203 3482

TS-i7-DCA GRKKRRQRRRPQEGWASYWLKLAQC CoiobasNeOwaSy  4699.55 491
*PTTQIVC*VET-NH,, * DCA 2aTasTost e ' '

TS-i7-BP GRKKRRQRRRPQEGWASYWLKLAQC CronHa1aNexOueSy  4405.34 3.96
*PTTQIVC*VET-NH,, * biphenyl (BP) 0 o 0214832 ' '
GRKKRRQRRRPQEGWASYWLKLAQC

TS-i7-X Q Q Q C192H309Ng3048S2  4329.31 3.83

*PTTQIVC*VET-NH2* m-xylyl (X)

Note: LCMS conditions 0-100% MeCN, TD = TATDOCK, WT = wild type, TS = TATDOCK-scrambled,
i7=1,i+7,i4 =i,i+4
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Issue in honor of Professor Léon Ghosez ARKIVOC 2024, v, S1-S39

1.1 LCMS data of non-modified peptides

TATDOCK WT (TDWT)

Peptide H-GRKKRRQRRRPQPLAQEVTTTLWEWGSIWKQLYVA-NH;
Code TDWT

Exact mass 4320.41
LCMS 1441.5 [M+3H]?*, 1081.5 [M+4H]*, 865.3 [M+5H]°>*, 721.3 [M+6H]®*,
(deconvoluted 618.5 [M+7H]7*541.2 [M+8H]?".
mass)
[0 DB SyBADRIT (20 BRHZLD [ ] *MSD1 SPC, time=4.197 of C:\\DATA\22-04-26\024-2301.D API-ES, Pos, Scan, Frag:
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TATDOCK (i,i+7) series (TD-i7)

ARKIVOC 2024, v, S1-539

Peptide H-GRKKRRQRRRPQPLAQEVTTTLWECGSIWKQCYVA-NH2
Code TD (i,i+7)
Exact mass 4227.26
LCMS 1410.3 [M+3H]?*, 1058.1 [M+4H]*, 846.6 [M+5H]>*, 705.8 [M+6H]®*,
(deconvoluted 605.1 [M+7H]7*.
mass)
[ e s e e [ *MSD1 SPC, time=3.951 of C:\DATA\22-04-06\030-1801.D API-ES, Pos, Scan, |
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Peptide H-GRKKRRQRRRPQPLAQEVTTTLWEC(*)GSIWKQC(*)YVA-NH; : Disulfide
Code TD (i,i+7) Di-S-S
Exact mass 4225.25
LCMS 1409.8 [M+3H]3*, 1057.5 [M+4H]*, 846.3 [M+5H]>*, 705.5 [M+6H]®*,
(deconvoluted 604.8 [M+7H]’*, 529.3 [M+8H]?*.
mass)

[0 DO GBADRAF (203052010 - [ ] *MSD1 SPC, time=3.723 of C:\\DATA\22-04-26\025-2401.D API-ES, Pos, Scan, Frag:
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TATDOCK (i,i+4) series (TD-i4)

ARKIVOC 2024, v, S1-539

mass)

(deconvoluted | [M+7H]"*.

Peptide H-GRKKRRQRRRPQPLAQEVTTTLWCWGSCWKQLYVA-NH;

Code TD (i,i+4)

Exact mass 4284.30

LCMS 1429.5 [M+3H]3*, 1072.2 [M+4H]*, 858.0 [M+5H]>*, 715.2 [M+6H]%*, 613.2
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Issue in honor of Professor Léon Ghosez ARKIVOC 2024, v, S1-S39

TATDOCK WT scrambled (TSWT)

Peptide H-GRKKRRQRRRPQEGWASYWLKLAQWPTTQIVLVET-NH;
Code TSWT
Exact mass 4320.41
LCMS 1441.5 [M+3H]3*, 1081.5 [M+4H]*, 865.3 [M+5H]>*, 721.3 [M+6H]%", 618.5
(deconvoluted | [M+7H]’*, 541.3 [M+8H]8*.
mass)

[ DOIB SFBADRI (2LR20EELD) . [ 1 *MSD1 SPC, time=4.137 of C:\\DATA\21-02-21\076-0901.D  API-ES, Pos, Scan, |
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TATDOCK (i,i+7) scrambled series (TS-i7)

Peptide H-GRKKRRQRRRPQEGWASYWLKLAQC(*)PTTQIVC(*)VET-NH;
Code TS-i7
Exact mass 4227.26
LCMS 1410.6 [M+3H]?*, 1058.1 [M+4H]*, 846.8 [M+5H]>*, 705.8 [M+6H]%*, 605.1
(deconvoluted | [M+7H]’*, 529.7 [M+8H]8*.
mass)
[ DB SGZADRE (LR20UELD " [] *MSD1 SPC, time=3.872 of C:\\DATA\21-02-21\074-0501.D API-ES, Pos, Scan, |
N 100 | o Max: 127392
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Issue in honor of Professor Léon Ghosez ARKIVOC 2024, v, S1-S39

1.2 LCMS data of stapled peptides

Table S2. Yields of stapled peptides after optimization

. . % Yield
Linear peptide
DCA BP X
TD (i,i+7) 53 73 65
TS (i,i+7) 86 67 97
TD (i,i+4) 38 45 61

DOCK (;,+7) 84 54 I

DCA: deoxycholic acid, BP: biphenyl, X: m-xylyl

Peptide H-GRKKRRQRRRPQPLAQEVTTTLWEC(*)GSIWKQ C(*)YVA-NH,: * DCA
Code TD (i,i+7) DCA
Exact mass 4699.55
LCMS 1567.9 [M+3H]3*, 1176.3 [M+4H]*, 941.3 [M+5H]>*, 784.5 [M+6H]®",
(deconvoluted 672.6 [M+7H]’*588.6 [M+8H]?".
mass)
MUDW‘B o P [_] *MSD1 SPC, time=4.346 of C:\DATA\21-02-21\077-1101.D  API-ES, Pos, Scan, |
® 60 @
. 20 §'?: K |
50 0] i L
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Issue in honor of Professor Léon Ghosez ARKIVOC 2024, v, S1-S39

Peptide H-GRKKRRQRRRPQPLAQEVTTTLWEC(*)GSIWKQ C(*)YVA-NH;: *
biphenyl

Code TD (i,i+7) BP

Exact mass 4405.34

LCMS 1469.8 [M+3H]3**, 1102.7 [M+4H]*, 882.3 [M+5H]>*, 735.5 [M+6H]®,

(deconvoluted 630.6 [M+7H]7*551.8 [M+8H]®".

mass)

SR 5 ] *MsDL jpc, fime=4.140 of C:\DATA\22-04-05\080-1001.D API-ES, Pos, Scan, |
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Peptide H-GRKKRRQRRRPQPLAQEVTTTLWEC(*)GSIWKQ C(*)YVA-NH2: * m-xylyl
Code TD (i,i+7) X
Exact mass 4329.31
LCMS 1444.5 [M+3H]3*, 1083.6 [M+4H]*, 867.2 [M+5H]5*, 722.8 [M+6H]¢*,
(deconvoluted 619.7 [M+7H]’* 542.4 [M+8H]®".
mass)

[ DOIBSHBADRIF ZOKRIBELD N [ *MSD1 SPC, time=3.932 of C:ADATA\22-04-05\066-0801.D API-ES, Pos, Scan, |
gl 3 100 4 P Max: 81312
2| 80| é
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0 2 4 6 & o s60 1000 1500 2000  miz
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40000—%
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560 1050 1550 2060 4000‘ o ‘42‘50‘ o ‘45‘00‘ o ‘47‘50‘ S
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Peptide H-GRKKRRQRRRPQPLAQEVTTTLWC(*)WGSC(*)WKQLYVA-NH,: *DCA

Code TD (i,i+4) DCA

Exact mass 4756.58

LCMS 1587.0 [M+3H]3*, 1190.4 [M+4H]*, 952.7 [M+5H]°*, 794.0[M+6H]%*, 680.7
(deconvoluted | [M+7H]’**, 595.8 [M+8H]®*.

mass)

WD”m”‘5‘":’“"'””:""7’“‘7““"”‘”‘ 8 [ *MSD1 SPC, time=4.481 of C:\\DATA\22-04-26\018-1801.D API-ES, Pos, Scan, Frag: -
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Peptide H-GRKKRRQRRRPQPLAQEVTTTLWC(*)WGSC(*)WKQLYVA-NH,: *biphenyl
Code TD (i,i+4) BP
Exact mass 4462.38
LCMS 1469.8 [M+3H]3*, 1102.7 [M+4H]*, 882.3 [M+5H]>*, 735.5 [M+6H]%", 630.5
(deconvoluted | [M+7H]"*.
mass)
[0 DOBSyBADR (2UBIBIA0 [ *MSD1 SPC, time=4.121 of C:\\DATA\22-04-06\029-1701.D API-ES, Pos, Scan, |

b g 100 g”’ Max: 60392
i
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i w0 5
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mo 3 4 5 5 " R T T "
350004 - 140000 %
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250003 100000 \
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560 lObO 15‘00 ZObO ‘ ‘ ‘ ‘ 44‘00 ‘ ‘ ‘ ‘ 45‘00 ‘ ‘ ‘ ‘ 46‘00 ‘
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Peptide H-GRKKRRQRRRPQPLAQEVTTTLWC(*)WGSC(*)WKQLYVA-NH: * m-xylyl
Code TD (i,i+4) X
Exact mass 4386.35
LCMS 1463.6 [M+3H]3*, 1097.8 [M+4H]*, 878.5 [M+5H]>*, 732.3 [M+6H]°*, 627.8
(deconvoluted | [M+7H]’*549.5 [M+8H]®".
mass)
WD DB SyHADREN 201N - [ ] *MSD1 SPC, time=4.197 of C:\DATA\22-04-06\055-2001.D  API-ES, Pos, Scan, |
100 + ¢ Max: 40584
K 60 0
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500 1000 1500 2000 4400 4600 4800
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Peptide H-GRKKRRQRRRPQEGWASYWLKLAQC(*)PTTQIVC(*)VET-NH;: *DCA

Code TS-i7-DCA

Exact mass 4699.55

LCMS 1567.9 [M+3H]3?*, 1176.3 [M+4H]*, 941.3 [M+5H]>*, 784.5 [M+6H]%*, 672.6
(deconvoluted | [M+7H]’*, 588.8 [M+8H]8*.

mass)

[ DOBSyBIREF@OMATHAND . [] *MSD1 SPC, time=4.273 of C\DATA22-04-12065-4201.D  API-ES, Pos, Scan, Frag: 70
ol 100 © § Max: 58384
2 80 i
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) o] é
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b 2 5 5 B p 50 100 150 20 e

] b 160000 3
50000 < < 140000 b
40000—? 1200007

] o 1000001
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20000—? 2 60000*

1 = J o 40000~
10000 < < 20000-]

Y g
560 T ‘ 10bO S leO T 20‘00 T 2000 K‘ID 4(‘11] 5(‘11]
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Peptide H-GRKKRRQRRRPQEGWASYWLKLAQC(*)PTTQIVC(*)VET-NHz: *biphenyl
Code TS-i7-BP
Exact mass 4405.34
LCMS 1469.8 [M+3H]3*, 1102.7 [M+4H]*, 882.3 [M+5H]°>*, 735.5 [M+6H]®*, 630.6
(deconvoluted | [M+7H]’*, 551.8 [M+8H]%*.
mass)
ol o [] *MEDLSPC time=3970 of C\DATA22.04-12066-430LD  APHES, Ros, Scan,
o 100 ° u”’ Max: 70656
) o 8 .
. & & g
. - { o B
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50000 0 150000
40000 - B P ]
20000 2 50000
10000
04 1 Ll il [ 01
500 1000 1500 2000 00 A0 500
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ARKIVOC 2024, v, S1-539

Peptide H-GRKKRRQRRRPQEGWASYWLKLAQC(*)PTTQIVC(*)VET-NHz: * m-xylyl
Code TS-i7-X

Exact mass 4329.31

LCMS 1444.5 [M+3H]3*, 1083.6 [M+4H]*, 867.0 [M+5H]>*, 722.7 [M+6H]%*, 619.7
(deconvoluted | [M+7H]’*, 542.3 [M+8H]8*.

mass)

[0 DB SyZADRE (R20MBOLIILD [ *MSD1 SPC, time=3.837 of C:\DATA\22-04-06\041-1901.D API-ES, Pos, Scan, |
wy 3 1004 E Max: 72664
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50000 - o 150000 H
40000 -] N 125000 |
50000 1 b 100000 -
] o 75000 ‘
20000 © = 50000 1 I
10000 - < { 25000 | \
o 1 l E | | J\ | | | |
500 1000 1500 2000 4200 4400 4600
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Issue in honor of Professor Léon Ghosez

I1.3 Regioisomer analysis of DCA-stapled peptides

D01 B SrA BRI (DDA D

ARKIVOC 2024, v, S1-539
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Figure S3. HPLC chromatogram of TATDOCK (j,i+4) DCA sh

i

owing two regioisomers (tg = 14.22 and

14.36 min at 254 nm) via analytical Luna C18 column (250 x 4.6 mm, 5 um particle size, 100A),

gradient 0-100% MeCN for 15 min at 35°C
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Figure S4. HPLC chromatogram of TATDOCK (i,i+7) DCA (tgr = 13.99 min at 254 nm) via analytical
Luna C18 column (250 x 4.6 mm, 5 um particle size,100A), gradient 0-100% MeCN for 15 min at

35°C
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1l. MALDI-TOF-MS data

ARKIVOC 2024, v, 51-S39

Peptide

H-GRKKRRQRRRPQPLAQEVTTTLWEWGSIWKQLYVA-NH;
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Peptide

H-GRKKRRQRRRPQPLAQEVTTTLWEC(*)GSIWKQ C(*)YVA-NH,: * DCA

Code

TD (i,i+7) DCA

MW (g/mole)

4702.58
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Peptide H-GRKKRRQRRRPQPLAQEVTTTLWEC(*)GSIWKQ, C(*)YVA-NHa: * biphenyl
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MW (g/mole) | 4408.20
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Peptide H-GRKKRRQRRRPQPLAQEVTTTLWEC(*)GSIWKQ C(*)YVA-NH,: * m-xylyl
Code TD (i,i+7) X
MW (g/mole) | 4332.10
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Peptide H-GRKKRRQRRRPQEGWASYWLKLAQC(*)PTTQIVC(*)VET-NH;
Code TS-i7
MW (g/mole) | 4229.96
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Peptide

H-GRKKRRQRRRPQEGWASYWLKLAQC(*)PTTQIVC(*)VET-NH,: *biphenyl
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TS-i7-BP

MW (g/mole)
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Peptide H-GRKKRRQRRRPQPLAQEVTTTLWCWGSCWKQLYVA-NH;
Code TD (i,i+4)
MW (g/mole) | 4287.06
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Peptide H-GRKKRRQRRRPQPLAQEVTTTLWC(*)WGSC(*)WKQLYVA-NH,: *biphenyl
Code TD (i,i+4) BP
MW (g/mole) | 4465.29

a.i

4462 9393
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/
N e S |
Peptide H-GRKKRRQRRRPQPLAQEVTTTLWC(*)WGSC(*)WKQLYVA-NH,: *m-xylenyl
Code TD (i,i+4) X
MW (g/mole) | 4389.20

m/z
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Proposed deletion products during peptide synthesis (SPPS)
Using Fmoc-Rink Amide AM resin
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* 90 008

Ac—K-K-R-R-Q-R-R-R-P-Q——P—-L-A-Q-E-V-T-T-T-L—W-E-C-G-S—I-W-K-Q-C——Y-V-ANH,
Molecular Weight: 4058.76

33 residues

Ac—P—L-A-Q-E-V-T-T-T-L—W-E-C-G—-S—I-W-K-Q-C—Y-V-A 23 residues
Molecular Weight: 2668.08
Figure S5. MALDI-TOF-MS results of crude peptide (TATDOCK j,i+7) using Fmoc-Rink Amide AM resin (0.69 mmol/g) under HBTU/DIPEA conditions
and proposed mass identification.
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Using hemMatrix® resin
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Molecular Weight: 3049.52

Figure S6. MALDI-TOF-MS results of crude peptide (TATDOCK j,i+7) using ChemMatrix® resin (0.5 mmol/g) under HBTU/DIPEA conditions and
proposed mass identification.
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19F NMR: TFA-to-Ac salt exchange

To effectuate the transition from trifluoroacetate to acetate salt, the utilization of a potent anion
resin, specifically AG1-X8 with quaternary ammonium functionality, was chosen. In pursuit of a
thorough counter ion exchange, 245 mg of the resin was prepared within a 10 mL solid-phase
peptide synthesis (SPPS) reactor for the trifluoroacetate to acetate salt conversion. This process
involved successive triple rinses of the resin with 1.6M acetic acid (10 mL) and subsequent triple
rinses with 0.16M acetic acid (10 mL). Following this, a peptide solution (20 mg in 4 mL of miliQ
water) was carefully introduced onto the resin. After a 2-hour period of vigorous stirring, the
resultant peptide-resin suspension underwent filtration, and the recovered liquid phase was
isolated. The resin was subjected to dual washes with 1-2 mL of miliQ water. Subsequently, the
combined solutions were subjected to pooling, and the isolated peptide (acetate salt) was
obtained through freeze-drying. Afterward, the dried peptide was subjected to 19F-NMR analysis
to confirm the conversion through salt exchange.

——————— ATt

T T T T T T T T T T T T T T T T T T T T
10 0 -10 -20 -30 -40 -50 -60 -70 -80 -90 -100 110 -120 -130 -140  -150 -160 -170 -180 -190 -200 ppm

Figure S7. 1°F-NMR of deuterated oxide (D,0) without any peptides (control experiment)
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TATDOCK (i,i+7) DCA

TATDOCK (i,i+7) DCA : TFA salts |
T T T T T T T T T T T
1] -20 -40 -60 -80 -100 -120 -140 -160 -180 -200 ppm
19F-NMR-TFA & 1 "C:\Desktop-work-20180412\Postdoc FU0-UGent'0ECR-FWONELN-ATYNMR™ g‘
Before exchange . e
19F-NMR-TF& 5 1 C:\Desktop-work-20180412 Postdoc FUO-UGent) 0BCR-FUO\ELN-AT NME'
After excha nge L9F-NMR-TFA 6 1 "C:%Desktop-work-20150412\Postdoc FUO-UGent' 0ECE-FWO\ELN-AT:NME™ o
Control
T T T T T T T T T T T T T T T T T T T T T T T )
0 -50 -100 -150 -200 ppm]

Page S31 ©AUTHOR(S)



Issue in honor of Professor Léon Ghosez ARKIVOC 2024, v, S1-S39

TATDOCK (i,i+7) BP
TATDOCK (i,i+7) BP : TFA salts
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V.

pH determination of TATDOCK peptides in milliQ water (pH 7.29)

Table S3. Overview pH of TATDOCK peptides

The observed pH was measured at 3mg/mL concentration for each peptide in MQ water pH 7.29

V.

TD-i7
TD-i7-BP
TD-i7-DCA
TD-i7-X
TS-i7
TS-i7-BP
TS-i7-DCA
TS-i7-X
TS-WT
TD-WT
TD-i4
TD-i4-BP

TD-i4-DCA
TD-i4-X
DOCK-i7

Compound pH

TDWT 5.05
TD-i7 3.59
TD-i7 (Di S-S) nd

TD-i7-DCA 3.59
TD-i7-BP 3.75
TD-i7-X 3.61
TD-i4 3.66
TD-i4-DCA 3.29
TD-i4-BP 3.63
TD-i4-X 3.66
TSWT 4.02
TS-i7 3.76
TS-i7-DCA 2.30
TS-i7-BP 2.24
TS-i7-X 2.26

nd = not determined

Observed solubility value in MQ (pH = 7.29)

-> at least 4.6 mg/ml (4.6 mg in 1.0 mL of MQ)
-> at least 3.7 mg/ml (1.89 mg in 0.5 mL of MQ)
-> at least 3.4 mg/ml (0.69 mg in 0.2 mL of MQ)
-> at least 8.7 mg/ml (0.87mg in 0.1 mL of MQ)
-> at least 8.4 mg/ml (25.1 mg in 3.0 mL of MQ)
-> at least 2.3 mg/ml (4.53 mg in 2.0 mL of MQ)
-> at least 5.2 mg/ml (2.6 mg in 0.5 mL of MQ)
-> at least 10.0 mg/ml (3.5 mg in 0.35 mL of MQ)
-> at least 6.4 mg/ml (5.1 mg in 0.8 mL of MQ)
-> at least 7.4 mg/ml (3.74 mg in 0.5 mL of MQ)
-> at least 16.9 mg/ml (3.28 mg in 0.25 mL of MQ)
-> at least 7.9 mg/ml (1.58 mg in 0.20 mL of MQ)

-> at least 13.6 mg/ml (1.36 mg in 0.10 mL of MQ)
-> at least 15.6 mg/ml (3.89 mg in 0.25 mL of MQ)
-> lower than 40 pg/ml (0.16 mg in 4.0 mL of MQ)* poor solubility in water

DOCK-i7-DCA and DOCK-i7 BP: ND

DOCK-i4

-> lower than 38 pg/ml (1.0 mgin 26 mL of MQ)* poor solubility in water

* not completely dissolved in MQ, ND = not determined
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Notes:

1) Most peptides were obtained after semi-prep. HPLC

2) DOCK (i,i+7 and i,i+4) peptides dissolved well in 2:1 MeCN and water

3) In general, TD/TS stapled peptides have good water solubility in the range of 3.4-16.9 mg/ml

VI. Circular Dichroism (CD) Spectroscopy results
1 — o-helix

80 & 2 — antiparallel p

60 L 3 — extended
_ 4 — collagen (triple helix)
o
g 40 L 5 collagen (denatured)
E
©
2
©
e
=)
<
=)

_60 1 | 1 1 1

190 200 210 20 230 240 250

Wavelength, nm
Figure S8. Characteristic pattern for circular dichroism (CD) spectra of polypeptides and proteins with some
representative secondary structures, this figure was taken from Nature Protocols, 2006.>*

Table S4. Ratios of Ellipticities at 222 and 208 nm
[6]222/[6]208 [6]222/[6]208

Compound in MQ in 50% TFE
TDWT 0.45 0.60
TD-i7 0.52 0.70
TD-i7-DCA 0.50 0.70
TD-i7-BP 1.06 0.68
TD-i7-X 0.39 0.65
TD-i4 0.47 0.63
TD-i4-DCA 1.13 0.73
TD-i4-BP 0.84 0.43
TD-i-X 0.29 0.70
TSWT 0.43 0.39
T5-i7 0.47 0.41
TS-i7-DCA 0.58 0.48
TS-i7-BP 0.88 0.43
TS-i7-X 0.45 0.42
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TD-i7-DCA-salts
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Figure S9. CD spectra of TATDOCK-i7-DCA (salt exchanged Acetate vs TFA). The peptides were dissolved in 1:1
TFE/H;O0 at a final concentration of 20 uM.

TD-i7-BP-salts
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Figure S10. CD spectra of TATDOCK-i7-BP (salt exchanged Acetate vs TFA). The peptides were dissolved in 1:1
TFE/H,O0 at a final concentration of 20 uM.
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CD analysis: (i,i+7) in MQ
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Figure S11. CD spectra of TATDOCK (wt) and TATDOCK (i,i+7) series in miliQ water (pH 7.29) at a final

concentration of 20 uM.

CD analysis: TS (i,i+7) in MQ
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Figure S12. CD spectra of TATDOCK scrambled (wt) and TATDOCK scrambled (i,i+7) series in miliQ water (pH
7.29) at a final concentration of 20 uM.

Page 36 ©AUTHOR(S)



Issue in honor of Professor Léon Ghosez ARKIVOC 2024, v, S1-S39

CD analysis: i,i+4 in MQ
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Figure $13. CD spectra of TATDOCK (i,i+4) series in miliQ water (pH 7.29) at a final concentration of 20 uM.
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Figure S14. Comparison of CD spectra of TATDOCK (wt) and TATDOCK scrambled (wt). The peptides were
dissolved in 1:1 TFE/H,0 at a final concentration of 20 uM.
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CD analysis
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Figure S15. Comparison of CD spectra of TATDOCK (i,i+7), TATDOCK scrambled (i,i+7) and TATDOCK (i,i+4). The
peptides were dissolved in 1:1 TFE/H,0 at a final concentration of 20 uM.
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Figure S16. Comparison of CD spectra of TATDOCK (l,i+7), TATDOCK scrambled (i,i+7) and TATDOCK (i,i+4)
conjugated with DCA moiety. The peptides were dissolved in 1:1 TFE/H,0 at a final concentration of 20 uM.
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CD analysis
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Figure $17. Comparison of CD spectra of TATDOCK (l,i+7), TATDOCK scrambled (i,i+7) and TATDOCK (i,i+4)
conjugated with BP moiety. The peptides were dissolved in 1:1 TFE/H.0 at a final concentration of 20 uM.
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Figure S18. Comparison of CD spectra of TATDOCK (l,i+7), TATDOCK scrambled (i,i+7) and TATDOCK (i,i+4)
conjugated with X moiety. The peptides were dissolved in 1:1 TFE/H,0 at a final concentration of 20 uM.
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