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Chemistry

General. H and *C NMR spectra were recorded at 300 K on a Bruker AVANCE-400 or a Bruker
AVANCE-600 MHz spectrometer.

HPLC-Mass spectra were obtained with Agilent 1100 analytical HPLC equipped with diode array
detector and Bruker ion-trap Esquire 3000 plus with ESI. HPLC analysis was performed using the
following methods:

Method A. Column: Waters Atlantis 3um 50x4.6 mm; Phase A: H2O + 0.05% TFA, Phase B: MeCN
+ 0.05% TFA; Flow: 1 mL/min, Gradient: from 10% B to 90% B in 6 min, washing at 100% B for 1

min, equilibration at 10% B in the next 3 min.

Method B. Column: Supelco Ascentis-Express 2.7um 50x4.6 mm; Phase A: H20 + 0.05% TFA,
Phase B: MeCN + 0.05% TFA; Flow: 1 mL/min, Gradient: from 5% B to 95% B in 6 min, washing

at 100% B for 1 min, equilibration at 5% B in the next 3 min.

Method C. Column: Waters Atlantis 3um 50x4.6 mm; Phase A: H>O + 0.05% TFA, Phase B: MeCN
+ 0.05% TFA; Flow: 1 mL/min, Gradient: from 0% B to 30% B in 6 min, from 30% B to 90% B in

1 min, washing at 100% B for 1 min, equilibration at 0% B in the next 3 min.

Method D. Column: Supelco RP-amide 5um 6x150 mm; Phase A: H20 + 0.1% TFA, Phase B: MeCN
+0.1% TFA,; Flow: 1 mL/min, Gradient: from 0% B to 30% B in 20 min.



Compound 7.

N CO-Arg(Mtr)-Gly-OMe
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HPLC-MS (analytical method A)
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Compound 9.

N CO-Arg(Mtr)-Gly-OMe
HO

'H NMR (400 MHz, Acetone-ds)
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HPLC-MS (analytical method A)

Intens7. : 08021320.D: BPC 50-2000 +All MS|
X107

2.5
2.01
1.517
1.04
0.51

O'O_ 08021320.D: UV Chromatogram, 221 nm|
mAU

2001

1501

]
0o 12 3 4 5 6 T T T T8 T T T T e Timemin)

Intens, +M8S, 4.6min (#96)
8 7825

1585.7
i

0= 7 - i T ; = , 7 . ; : 7 y :
200 400 600 800 1000 1200 1400 1600 1800 m/z




Compound 10

N CO-Arg(Mtr)-Gly-OMe

(0]

NHBoc
N3

'H NMR (400 MHz, Acetone-ds)

wwwwwwwwwwwwwwwwwwwwwwwwwwwwwwwwwwwwwwww
N\DUWM:(:I‘DU\LDLﬂNv—(\DG\-—wOOCOLDﬂ"Q“Fq‘ﬂmﬂ'mmml‘\-t\ll\(\l(\]oz—{m
mmmmmmmmmmmmmmmmmmmmmmmmmmmmmmmmmmmmmm

mmmmmmmmmmmmmmmmmmmmmmmmmmmmmmmmmmm

_—7.771
_——7.656

__\—7.642

—6.701
603
— 5.909

v Mhox /MJUW JWM
R T RIS e

13C NMR (100.6 MHz, Acetone-ds)

| RS | T 1

S Raateal ikttt nd o T i ™
170 160 150 140 130 120 110 100 90 80 70 60 50 40 30 20 ppm

S7




HPLC-MS (analytical method A)
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Compound 11

CO-Arg(Mtr)-Gly-OMe

N

(@)
NHBoc
NHAsp(tBu)Cbz

'H NMR (400 MHz, Acetone-ds)
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HPLC-MS (analytical method A)
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CO-Arg(Mtr)-Gly-OBn

[e]
NHBoc

Compound 12
NHAsp(tBu)Cbz

N

'H NMR (400 MHz, Acetone-ds)
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HPLC-MS (analytical method A)
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Compound 13

CO-Arg(Mtr)-Gly-OBn

N

NHBoc

OH

'H NMR (400 MHz, Acetone-ds)
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HPLC-MS (analytical method A)
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Compound 14

CO-Arg(Mtr)-Gly-OBn
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'H NMR (400 MHz, Acetone-ds)
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HPLC-MS (analytical method A)
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Compound 15

CO-Arg(Mtr)-Gly-OMe

HO

'H NMR (400 MHz, Acetone-ds)
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HPLC-MS (analytical method A)
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Compound 16

CO-Arg(Mtr)-Gly-OMe

'H NMR (400 MHz, Acetone-ds)
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HPLC-MS (analytical method A)
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Compound 17

N CO-Arg(Mtr)-Gly-OMe

N
NHAsp(tBu)Cbz
H NMR (400 MHz, CDCls)
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HPLC-MS (analytical method A)
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Compound 18

N CO-Arg(Mtr)-Gly-OBn
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HPLC-MS (analytical method A)
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Compound 19

CO-Arg(Mtr)-Gly-OBn

'H NMR (400 MHz, CDCls)
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HPLC-MS (analytical method A)
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'H NMR (400 MHz, CDCls)

e SN w0 1 C
N Www o oo
- Mmoo oo™

[ e

13C NMR (100.6 MHz, CDCls)

Compound 20

N CO-Arg(Mtr)-Gly-OBn

o
—
N ~N
OAsp(tBu)Cbz

MO W R Ul R R R S e I R R R IS SR
TR T s R e B eI B o RN e B W B B R o R = e
B = R R =R s] [ R e R R = GRS ]

l
‘ T I L ol
LA U il "

T8

: S
55 50 45 40 35 30 25 20 15 ppm
5 sis/siglal 88 leRERl g Ix|Bls

TN Matatanad iaaasasees tosiacinss st M

170 160 150 140 130 120 110 100 90 80 70 60 50 40 30 20

A Aiad Menassasas s st OBV RS oy

ppm
S27



HPLC-MS (analytical method A)
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Compound 21

N CcO
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'H NMR (400 MHz, Acetone-ds)
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HPLC-MS (analytical method A)
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Compound 22

o) Arg-Mtr
NHBoc
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\/lksp/
tBu

'H NMR (400 MHz, Acetone-ds)
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HPLC-MS (analytical method A)
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Compound 23
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HPLC-MS (analytical method B)
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Compound 2
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HPLC-MS (analytical method C)
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Compound 3

N C<
O Arg
NH, /

IH NMR (600 MHz, D;0 + H,0)

13C NMR (150.95 MHz, D20 + H,0)
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HPLC-MS (analytical method C)
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Compound 5
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HPLC-MS (analytical method D)
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Biology

Wound healing assay

Round bottomed 24-well plates were coated with vitronectin (Duotech) or fibronectin (Sigma) at 10
ng/mL in PBS, overnight at 37 °C. 1.2x10% cells/cm?/well were harvested by trypsinization, seeded
and allowed to adhere until a nearly confluent state. Adherent cells were then scratched with a p200
pipette tip and washed three times with culture medium. The scratch was immediately photographed
with a Zeiss Axio Observer Al Inverted Microscope, equipped with a Zeiss AxioCam MRm.
Subsequently, cells were incubated for 24 hours (HUVECS) or 48h (T98G) with the

IC20 of test compound, as graphically extrapolated by the reference I1Cso values determined by means
of adhesion assay. Test compound was diluted in culture medium supplemented with 2% v/v FBS.
Control cells were maintained in culture medium supplemented with 2% v/v FBS. After treatment,
cells were washed once in culture medium and the scratch was photographed as previously described.
This allowed to compare the width of the scratches before and after the treatment. Each experiment
was done in duplicate. The best representative images were chosen.

— Citrl Compound 3

Vitronectin Fibronectin

Figure S1. Wound healing assay on HUVECSs. The I1C2o of compound 3 was incubated on HUVECs
plated on vitronectin or fibronectin for 24 hours, in order to determine its anti-migratory activity.
Original magnification: 10x.
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—  Cirl Compound 3

Vitronectin Fibronectin

Figure S2. Wound healing assay on T98G cells. The IC2o of compound 3 was incubated on T98G
cells plated on vitronectin or fibronectin for 48 hours, in order to determine its anti-migratory
activity. Original magnification: 10x.

S42



