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Experimental Procedures

General methods

All chemicals, solvents, and materials were commbycavailable and used as
received without further purification. Silica g&30-400 mesh) from Scharlau was used
for column chromatography. Analytical and semi-prepive HPLC runs were
performed using an Agilent 1100 Series coupled MSa(API-ES positive ionization
mode), UV-Vis diode array, and a Raytest Gina igiotaletectors. As stationary phase,
analytical and semi-preparative Teknokroma Mediigea Seg columns (5um) were
employed. The cyclotron used f8F production was an 18/9 model from IBM, °C
and other routine NMR experiments (COSY, TOCSY, 1&Ssgnd HMBC) were usually
obtained on a Bruker Avance Ill 600 MHz spectrometguipped with a 5 mm TBI
probe with Z-gradients. For some samples a Brukesnge 500 MHz spectrometer
equipped with a 5 mm triple channéH( *C, N) cryoprobe with Z-gradients’F
NMR experiments were performed with a Bruker Avaltd00 spectrometer equipped
with a 5 mm BBOF probe with Z-gradients.
Preparation of Fmoc-Cys-OH (1)

Compoundl was synthesised according to a procedure preyiodisscribed by
Zhao et al.; H.-Y Zhao, G. LiJ, Comb. Chem2008§ 9, 756.
Preparation of Fmoc-Cys-Arg(Pmc)-OH (2)

Fmoc-Arg(Pmc)-OH (0.75 mmol) was dissolved in andte/piperidine (4/1 vlv,
5 mL) at room temperature. After one hour, the erodxture was dried and purified by
silica gel flash chromatography using ethyl acétag¢hanol/trietylamine (7.9/2/0.1

vivlv) as eluent. Then, the compound was solf@d6 mmol) in dichloromethane (3
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mL) and drop-wise added during 30 minutes overlatism of Fmoc-Cys(Trt)-OH (0.5
mmol), 1-hydroxybenzotriazole (0.5 mmol), and 1lii8apropylcarbodiimide (0.5
mmol) in dichloromethane (7 mL). The mixture wakwakd to react for 2 hours at
room temperature. After washing the reaction crudéh water, the dipeptide was
purified by silica gel chromatography using a saotvgradient from chloroform to
chloroform/methanol (9/1 v/v). Finally, the dipeg#iwas reacted with TFA (1.0 mmol)
and triethylsilane (1.0 mmol) in dichloromethane6(@hL) at room temperature for 2
hours. Then, the crude was dried under vacuum anflga by flash chromatography
using a solvent gradient from chloroform to chlorof/methanol (9/1 v/v).2 was
obtained as a white solitH NMR (500 MHz, DMSO) 7.76 (d,J = 7.8 Hz, 2H), 7.60
(d,J = 7.0 Hz, 1H), 7.59 (d] = 7.3, 1H), 7.55 (b, 0.8H), 7.41 &= 7.2 Hz, 1H), 7.40
(t, J= 7.3 Hz, 1H), 7.31 (d) = 7.2, 1H), 7.30 (dJ = 7.2, 1H), 4.67 (b, 0.8H), 4.62 (b,
1H), 4.51 (b, 1H), 4.44 (b, 1H), 4.37 (b, 1H), 4(Q = 7.0, 1H), 3.21 (b, 2H), 2.99 (m,
1H), 2.88 (m, 1H), 2.61 (f] = 6.4, 2H), 2.54 (s, 3H), 2.52 (s, 3H), 2.10 (s),3H31 (s,
3H), 1.28 (s, 3H). MS-ESI (positive mode) ®r{M+H] ", m/z= 766.

Preparation of Fmoc-Cys-Arg-OH (3)

2 (0.06 mmol) was reacted in TFA (0.5 mL) for onaihat room temperature. The
reaction mixture was diluted with acetonitrile gmarified by semi-preparative HPLC
(25x1 cm, water/acetonitrile/TFA from 9/1/0.01 wwbo 6/4/0.01 v/v/v in 25 min, 5
mL-min?). The collected fractions were dried under redpEssure and compourid
was obtained as a white solfti NMR (500 MHz, DMSO)s 8.31 (t,J = 9.3, 1H), 7.91
(d,J=7.1, 1H), 7.89 (dJ = 7.8, 1H), 7.74 (m, 2H), 7.65 (m, 0.8H), 7.63 Jd 7.2,
0.8H), 7.43 (tJ = 7.4, 1H), 7.39 (t) = 7.2, 1H), 7.34 (t) = 7.6, 1H), 4.32 (m, 1H),
4.24 (m, 1H), 4.23 (m, 1H), 4.21 (m, 1H), 4.20 (bh)), 3.09 (m, 2H), 2.82 (m, 1H),

2.67 (m, 1H), 1.78 (m, 1H), 1.62 (m, 1H), 1.51 @hl). **C NMR (125 MHz, DMSO):
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0 174.0, 171.2, 157.6, 156.8, 144.6, 141.6, 12&8,d, 126.2, 121.0, 66.6, 58.0, 52.5,
47.5,41.1, 28.8, 27.2, 26.0. MS-ESI (positive mdde2: [M+H]", m/z= 500.
Preparation of peptide Ac-GCRGYGRGDSPG-NH (4)

The synthesis of peptidewas accomplished according to a published proesedur
VandeVondele, J. Voroés, J. A. Hubb@iptechnol. Bioeng2003 82, 784.

Reaction of Cysthiols 1-4 with N-succinimidyl 4-fluorobenzoate (SFB)

To a solution of the cysteine thiols (0.01 mmol)ir2/1 (v/v) mixture (30QuL) of
DMSO/phosphate buffer (pH= 8.5, 0.2 M), SFB (0.0d&0l) solved in DMSO (200
puL) was added. The progress of the reactions weraitored by HPLC/UV/MS
(15x0.46 cm, water/acetonitrile/TFA from 8/2/0.04/v to 2/8/0.01 v/v/v in 30 min, 2
mL-min?). The labelled compound&a, 2a, 3a, and 4a were purified by semi-
preparative HPLC and the collected fractions wergcentrated under vacuum to obtain
white solids. Chemical yields were determined basetHPLC measurements by using
isolate conjugates as standards.

Purification of Fmoc-Cys(FB)-OH (1a) and Fmoc-Cys(FB)-Arg(Pmc)-OH (2a)

Compound 1la and 2a were purified by semi-preparative HPLC (25x1 cm,
water/acetonitrile/ TFA from 5/5/0.01 v/v/v to 3/70Q v/v/v in 10 min, 5 mL-min). 'H
NMR (500 MHz, CDCJ) for 1a: 6 8.00 (d, 2H), 7.76 (d] = 7.3 Hz, 2H), 7.57 (d] =
7.6 Hz, 1H), 7.55 (dJ = 7.9 Hz, 1H), 7.40 () = 6.7 Hz, 2H), 7.26 (t) = 7.1 Hz, 2H),
7.14 (m, 2H), 5.82 (b, 1H), 4.69 (b, 1H), 4.41 (thi), 4.36 (m, 1H), 4.23 (] = 6.2 Hz,
1H), 3.70 (m, 1H), 3.57 (m, 1H}*C NMR (125 MHz, CDG)) for 1a: 6 167.7, 166.3,
144.0, 141.7, 132.9, 130.7, 130.6, 128.1, 127.5,512120.4, 116.4, 116.2, 68.0, 54.6,
47.4, 31.0. MS-ESI (positive mode) foa: [M+Na]*, m/z= 488.

'H NMR (500 MHz, DMSO) for2a: 6 8.34 (d,J = 7.2, 0.9H), 7.99 (d) = 8.5, 1H),

7.98 (d,J = 8.5, 1H), 7.89 (d) = 7.2, 2H), 7.79 (dJ = 8.5, 0.8H), 7.71 (d] = 7.0, 1H),
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7.70 (d,J= 7.1, 1H), 7.41 (t) = 7.2, 2H), 7.39 (t) = 8.5, 2H), 7.29 () = 7.2, 2H), 6.7
(b, 0.9H), 6.39 (b, 0.9H), 4.32 (m, 1H), 4.30 (th)14.24 (m, 1H), 4.21 (m, 1H), 4.17
(m, 1H), 3.51 (dd, J = 13.3,= 4.1, 1H), 3.23 (dd, 13.3,= 9.5, 1H), 3.04 (m, 2H), 2.56
(t, J = 6.5, 2H), 2.48 (s, 3H), 2.47 (s, 3H), 2.02 (d),3L.76 (t,J = 6.5, 2H), 1.74 (m,
1H), 1.59 (m, 1H), 1.46 (m , 2H), 1.25 (s, 6FC NMR (125 MHz, DMSO) fora: &
190.2, 174.0, 170.7, 166.2, 156.8, 156.7, 153.2.614141.5, 135.4, 135.0, 133.7,
130.7, 128.5, 127.9, 126.1, 123.5, 121.0, 118.8,0.I74.3, 66.7, 54.5, 52.7, 47.4, 40.3,
33.0, 31.9, 29.1, 27.3, 26.4, 21.6, 19.0, 18.08.1RIS-ESI (positive mode) foRa:
[M+H] ", m/z= 888.

Purification of Fmoc-Cys(FB)-Arg-OH (3a)

Conjugate 3a was isolated by injection of the reaction mixtumto a
semipreparative HPLC system (25x%1 cm, water/aceti@ii FA from 6/4/0.01 v/viv to
4.5/5.5/0.01 v/v/v in 15 min, 5 mL-nit) *H NMR (500 MHz, DMSO):6 8.28 (b,
0.6H), 7.99 (m, 2H), 7.90 (d, = 7.3, 2H), 7.83 (dJ = 8.7, 1H), 7.71 (dJ = 7.3, 2H),
7.58 (b, 0.7H), 7.42 () = 7.4, 2H), 7.39 (t) = 7.3, 2H), 7.30 (m, 2H), 4.33 (m, 1H),
4.32 (m, 1H), 4.23 (m, 1H), 4.22 (m, 1H), 4.20 (t), 3.53 (ddJ = 13.4, J = 4.2,
1H), 3.10 (qJ = 6.1, 2H), 1.77 (m, 1H), 1.63 (m, 1H), 1.52 o 7.1, 2H).*C NMR
(125 MHz, DMSO):6 190.2, 157.5, 156.7, 144.6, 144.5, 145.6, 1333D.46, 130.7,
128.5, 127.9, 126.2, 121.0, 117.2, 117.0, 66./,38R.9, 47.4, 41.2, 32.0, 29.1, 26.0.
MS-ESI (positive mode) faBa: [M+H] ", m/z= 622.

Purification of the peptide-FB conjugate (4a)

The reaction crude was submitted to semi-prepaathPLC (25%1 cm,
water/acetonitrile/TFA from 9/1/0.01 v/viv to 6/40Q v/viv in 30 min, 5 mL-mif).
MS-ESI (positive mode) forda: [M+2H]™?, m/z = 672.5. See below for NMR

characterisation.
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Radiosynthesis of N-succinimidyl 4-[**F]fluorobenzoate ([*°F]SFB)

[*®F]SFB was synthesised according to the well establl three-step one-pot
procedurewith some modifications by using assembled EckerZi&gler modules
(Isotope Products, Inc.). ThUSF[F] was produced in a cyclotron by bombardment of
[**0O]H,0 with high energy protons (18 MeV). Then, radidatt was delivered to the
automatic synthesiser system wh¥&fF] aqueous solution was passed through a Sep-
Pak light QMA cartridge (Waters, Inc.) to trap theoride. The'®F[F] was eluted from
the trapping cartridge to the reaction vessel aigolution of potassium carbonate (5.5
umol) and 4,7,13,16,21,24-hexaoxa-1,10-diazabicgcBBlhexacosangK,o,, 18.7
pumol) in acetonitrile/water (1/1 v/v, 0.8 mL). Thelgent was evaporated by applying
He flow and vacuum at 110°C. To ensure that thengnyrocess was done successfully,
additional anhydrous acetonitrile (1 mL) was added the mixture was dried as before.
To the anhydrous ¥J['®F]KF complex, a solution of ethyl 4-(trimethylammonium
triflate) benzoate (20 mmol) in anhydrous acetdait(l mL) was added and the
mixture was heated at 90°C for 10 min. Then, tetrdaBmmonium hydroxide (1 M in
methanol, 251L) in anhydrous acetonitrile (0.4 mL) was added Hralreaction vessel
was heated at 120°C for 5 min. Subsequently, disolaf N,N,N’, N'-tetramethyl-O-{-
succinimidyl)uranium tetrafluoroborate (0.05 mmuai)dry acetonitrile (0.6 mL) was
added and the reaction was heated at 90°C for 2 Thi@ crude mixture was cooled
down to 40°C and neutralized with aqueous acett @&, 3 mL). The final solution
was purified by semipreparative HPLC (25x1 cm, ewaicetonitrile/TFA 6/4/0.01, 7.5
mL-minY). The desired fraction,( 9-11 min) was collected over 0.9 % saline sotutio
(20 ml) and passed through a Sep-Pak C18 cart(Migeers, Inc.). The cartridge was
rinsed with water (10 mL) and®F]SFB was eluted with acetonitrile (2 mL). The

solvent was removed by bubbling, It room temperature to provide a dry residue.
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Chemical and radiochemical purity was determinedabalytical HPLC (15x%0.46 cm,
water/acetonitrile/TFA from 9/1/0.01 v/viv to 6/40Q v/viv in 30 min, 2 mL-mif).
[*®F]SFB was obtained in a radiochemical yield (RCYB® + 5 % (decay-corrected),
with chemical and radiochemical purity exceeding?®8A specific activity of 102 + 7
GBg/umol was estimated§F]SFB was prepared in 74 + 5 min.
Radiolabeling of cysteine thiols 1-4 with [**F]SFB

To a solution of the thiol (0.1%umol) in a 2/1 (v/v) mixture (30uL) of
DMSO/phosphate buffer (pH= 8.5, 0.2 M¥’H]SFB (a. 20 MBq) in DMSO (20uL)
was added. The reaction was kept at room temperahd analysed at different reaction
times. An analytical HPLC system (15x0.46 cm, watsstonitrile/TFA from 8/2/0.01
viviv to 2/8/0.01 v/v/v in 30 min, 2 mL- i) were used to identify the thioesters (by
co-elution with the correspondirfgF-standards) and to determine the RCY obtained for
the conjugates.
Radiosynthesis of [**F]Fmoc-Cys(FB)-OH (1b)

The amino acid derivativé (1.5 umol) was solved in a 2/1 (v/v) mixture (1pQ)
of DMSO/phosphate buffer (pH 8.5, 0.2 M) and adtee solution of TF]SFB (~2
GBq) in DMSO (10QuL). After reacting at room temperature for 30 nihe crude was
diluted with aqueous TFA (0.1%, 2.6 mL) and injecteto a semipreparative HPLC
(25%1 cm, water/acetonitrile/TFA from 8/2/0.01 wwb 2/8/0.01 v/v/v in 15 min, 5
mL-minY). The fraction with product (+ 16-18 min) was collected and passed through
a Sep-Pak light C18 cartridge (Waters, Inc.) afliéution with saline (0.9 %, 20 ml).
The cartridge was rinsed with water (10 mL) and poundlb was eluted with ethanol
(1 mL) over phosphate buffer solution (PBS, pH 4,79 mL). Chemical and
radiochemical purity were determined by analyticllPLC (25x0.46 cm,

water/acetonitrile/TFA from 8/2/0.01 v/viv to 2/8 v/v/v in 30 min, 2 mL-mif) to
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be > 95 % for > 4 hours with a specific activitys¥ + 9 GBgimol. 1b was obtained in
a RCY of 9 =+ 3 % (decay-corrected, 56 £ 6 min).

Radiosynthesis of [*®F]Fmoc-Cys(FB)-Arg(Pmc)-OH (2b)

[*®F]SFB dry residue (~2 GBq) was solved in DMSO (10) and added to solution of
2 (0.75pumol) in a 2/1 (v/v) mixture (15QL) of DMSO/phosphate buffer (pH 8.5, 0.2
M). After reacting at room temperature for 10 niime reaction mixture was diluted
with aqueous TFA (0.1%, 2.6 mL) and purified by gmeparative HPLC (25x1 cm,
water/acetonitrile/TFA 8/2/0.01 vi/viv to 2/8/0.01viv in 15 min, 5 mL-miff). The
fraction of interest (t~ 17-20 min) was collected and diluted with salsodution (0.9
%, 30 ml) and passed through a Sep-Pak light Ci8idge (Waters, Inc.). The
cartridge was rinsed with water (10 mL) a2lnl was eluted with ethanol (1 mL) over
phosphate buffer solution (PBS, pH = 7.4, 9 mL)e@lfcal and radiochemical purity
was determined by analytical HPLC (25x0.46 cm, watetonitrile/TFA from 8/2/0.01
vIvIv to 2/8/0.01 v/viv in 30 min, 2 mL-mi). Peptide2b was obtained in a RCY of 26
+ 3 % (decay-corrected, 37 + 3 min). Chemical adiachemical purity exceed 95 %
for > 4 hours. A specific activity of 76 £ 8 GRghol was obtained.

Radiosynthesis of [*®F]Fmoc-Cys(FB)-Arg-OH (3b)

Peptide 3 (0.75 pmol) was solved in a 2/1 (v/iv) mixture (15QL) of
DMSO/phosphate buffer (pH 8.5, 0.2 M) and added solution of {*F]SFB (~2 GBq)
in DMSO (100pL). After reacting at room temperature for 10 mihe crude was
diluted with aqueous TFA (0.1%, 2.6 mL) and injecteto a semipreparative HPLC
(25x1 cm, water/acetonitrile/TFA from 8/2/0.01 wwbo 2/8/0.01 v/v/v in 15 min, 5
mL-min?). The fraction with product (+ 12-14 min) was collected and passed through
a Sep-Pak light C18 cartridge (Waters, Inc.) aftiéution with saline (0.9 %, 20 ml).

The cartridge was rinsed with water (10 mL) and pound3b was eluted with ethanol
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(1 mL) over phosphate buffer solution (PBS, pH #,79 mL). Chemical and
radiochemical purity were determined by analyticllPLC (25%0.46 cm,
water/acetonitrile/TFA from 8/2/0.01 v/viv to 2/8 v/v/v in 30 min, 2 mL-mif) to
be > 95 % for > 4 hours with a specific activityad + 9 GBgjumol. 3b was obtained in
a RCY of 57 = 4 % (decay-corrected, 31 £ 3 min).

Radiosynthesis of the [*®F]peptide-FB conjugate (4b)

['®F]SFB dry residue (~2 GBq) was dissolved in DMSOQ(lIL) and added to a
solution of4 (0.75umol) in a 2/1 (v/v) mixture (15@QL) of DMSO/phosphate buffer
(pH 8.5, 0.2 M). After reacting at room temperattoe 10 min, the reaction mixture
was diluted with agueous TFA (0.1%, 2.6 mL) andifiad by semipreparative HPLC
(25%1 cm, water/acetonitrile/TFA from 9/1/0.01 wwb 6/4/0.01 v/v/v in 30 min, 5
mL-minY). The desired fraction,( 18-20 min) was diluted with saline solution (€
30 ml) and passed through a Sep-Pak light C18idgetr(\Waters, Inc.). The cartridge
was rinsed with water (10 mL) ardth was eluted with ethanol (1 mL) over PBS (pH =
7.4) solution (9 mL). Chemical and radiochemicatifyuwas estimated by analytical
HPLC (25x0.46 cm, water/acetonitrile/TFA from 8/2YD v/v/v to 2/8/0.01 v/viv in 30
min, 2 mL-min). 4b was obtained in a RCY of 54 + 4 % (decay-correcd&t 3 min),
with chemical and radiochemical purity over 95 % ¥04 hours. A specific activity of

70 £ 5 GBgimol was estimated.
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Figure S2. 2D TOCSY NMR spectrum d¢f acquired in a 600 MHz Bruker spectrometer (C).Cl

S10



Electronic Supplementary Material (ESI) for Chemical Communications
This journal is © The Royal Society of Chemistry 2012

'H and®C NMR spectra o8
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Figure S3. *H NMR spectrum o8B acquired in a 500 MHz Bruker spectrometer (DMSO).
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'H, BC, 2D COSY, 2D HSOC, and 2D HMBC NMR spectrd af
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Figure S6. **C NMR spectrum ola acquired in a 500 MHz Bruker spectrometer (CCl
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Figure S8. Multiplicity edited 2D HSQC NMR spectrum @& acquired in a 500 MHz Bruker
spectrometer (CDG). CH are marked blue and GHre marked red.
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Figure S9. 2D HMBC NMR spectrum ofa acquired in a 500 MHz Bruker spectrometer (C)ClI
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'H, ¥c, 2D COSY, 2D HSOC, and 2D HMBC NMR spectr2af
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Figure S10. *H NMR spectrum oPa acquired in a 500 MHz Bruker spectrometer (DMSO).
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Figure S12. 2D COSY NMR spectrum dfa acquired in a 500 MHz Bruker spectrometer (DMSO).
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Figure S13. 2D HSQC NMR spectrum ¢fa acquired in a 600 MHz Bruker spectrometer (DMSO).
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Figure S14. 2D HMBC NMR spectrum o2a acquired in a 500 MHz Bruker spectrometer (DMSO).
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H,13C, 2D TOCSY, 2D HSOC, and 2D HMBC NMR spectrsaf
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Figure S15. '"H NMR spectrum o8a acquired in a 500 MHz Bruker spectrometer (DMSO).

S18



Electronic Supplementary Material (ESI) for Chemical Communications
This journal is © The Royal Society of Chemistry 2012

27
14 ! 13 26
1223 27
180 160 140 120 100 80 60 40 20 ppm
3/3'
16
. 2/2' :
29 17/17 55 4/4
6/6" 11
10 15
I
T T T T T T T T T
155 150 145 140 135 130 125 120 115 ppm

Figure S16. *C NMR spectrum o8a acquired in a 500 MHz Bruker spectrometer (DMSO).
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Figure S17. 2D TOCSY NMR spectrum &a acquired in a 500 MHz Bruker spectrometer (DMSOQ).
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Figure S18. Multipliciy edited 2D HSQC NMR spectrum 8& acquired in a 500 MHz Bruker
spectrometer (DMSO). CH are marked blue and &td marked red.
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Figure S19. 2D HMBC NMR spectrum o8a acquired in a 500 MHz Bruker spectrometer (DMSO).
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NMR characterisation ofa

The complete'H, **C and™N chemical shift assignment residue by residue b possible by
standard NMR experiments. Figure S10, shows theamdgd Ch region of theH/**C-HSQC
experiment and Figure S11 shows an expanded regitire multiplicity edited"H/**N-HSQC. In both
experiments all residues are clearly seen. A kepeegment for the assignment of residue spin systems
was HSQC-TOCSY (Figure S12). Scheme S1 and TabkuBimarize théH, *C, >N and*F chemical

shift assignments.

gly cys arg gly tyr gly arg gly asp ser pro ely

.0 o < o o o o o o
185 0819 372367 828 453 o 820 460 796 458 429 730/6.68
238 || e w24 ” iiss 22 || I I | Ti6s 500 || Tivs 53e 60.5 1io)
CHy—C Ho H—C H—C H—C H,—C f{— C—— NH—CH—C——N——CH NH—CH,—C——NH,

170.7 | 1700 | | [ 1724
3.25/3.49 264247 359 3,671
300 CHe THz TH; Era THz 1752 475 3;1{:”34
CH, CH, C==0  5060H 191/185
| | | 247
TH2 TH2 OH
TH TH
C—=NH C——=NH
| | blackis used for protons
N, N, ted d used for nitrogen

for carbon
sed for fluorine

Scheme SL. Chemical shift assignment 8, *3C, N and'°F for peptideta

Glycine 1 NH 106.4/8.26
CH, 42.3/3.76
Glycine 2 NH 106.4/8.26
CH, 42.3/3.73
Glycine 3 NH 105.8/8.08
CH, 42.3/3.78
Glycine 4 NH 105.3/8.03
CH, 42.2/3.59
Arginine 1 NH 118.9/8.16
CH 53.8/4.25

CH, 29.4/(1.75-1.69)/(1.60-1.53)

CH, 25.4/(1.54-1.43)

CH, 41.2/(3.13-3.04)

NHCNHNH, (exchangeable protons)
Arginine 2 NH 117.4/8.07

CH 52.5/4.30

CH, 29.4/(1.75-1.69)/(1.60-1.53)

CH, 25.4/(1.54-1.43)

CH, 41.2/(3.12-3.04)

NHCNHNH, (exchangeable protons)

Table S1: Assignment of glycine and arginine residues. Altfiowach residue can be totally assigned
independently, due to a lack of resolution in bodihbonyl and alfa carbon regions we cannot acdyrate
assign which signals belong to each glycine omémgiinto the peptide chain.
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Figure S20. “F{*H}-NMR spectrum of4a acquired in a Bruker 400 MHz spectrometer (DMSO).
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Figure S21. CHa region of *H/**C-HSQC NMR spectrum of4a acquired in a Bruker 500 MHz
spectrometer (DMSO).
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Figure S23. Assignment of residue spin system H/®C-HSQC-TOCSY NMR spectrum ofa.
Experiment is acquired in a Bruker 500 MHz spect&ten(DMSO).

S23



Electronic Supplementary Material (ESI) for Chemical Communications
This journal is © The Royal Society of Chemistry 2012

The key NMR experiment to confirm that undoubtedifffluorobenzoyl was attached to the Cys residue
was the'H/**C-HMBC experiment, which allowed to link GBiprotons of Cys with the carbonyl of 4-

fluorobenzoyl group, as schematically indicateéigure S11.
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i [
e I I| V] J=224Hz " |
(©) ~ G
1704 "" , .' (I |
Py O @ s

175

(b) C :O
1804 HA ©) HA
185
H,/CO Hy H
B
190 I (d)
(b) (a) F

T T T T T T T T T T T
8.5 8.0 7.5 7.0 6.5 6.0 5.5 5.0 4.5 4.0 3.5 ppm

Figure S24. *H/*C HMBC NMR spectrum (DMSO) demonstrates that 4+fimenzoyl group is linked to
Cys residue.
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