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Current Data Parameters

NAME 3_up
EXPNO 1
PROCNO 1

F2 - Acquisition Parameters
Date_ 20120411

Time 17.54
INSTRUM FOURIER300
PROBHD 5 mm DUL 13C-1
PULPROG zg30

D 65536
SOLVENT CDC13

NS 16

DS 2

SWH 6103.516 Hz
FIDRES 0.093132 Hz
AQ 5.3687091 sec
RG 33.7582

DW 81.920 usec
DE 6.50 usec
TE 296.4 K

D1 1.00000000 sec
TDO 1
======== CHANNEL fl ========
SFO1 300.1818537 MHz
NUC1 1H

Pl 8.75 usec
PLW1 25.00000000 w

F2 - Processing parameters
SI 65536

SF 300.1800050 MHz
WDW EM

SSB 0

LB 0.30 Hz
GB 0

PC 1.00

S2
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Current Data Parameters

NAME 3_up
EXPNO 2
PROCNO 1

F2 - Acquisition Parameters
Date_ 20120415

Time 16.00
INSTRUM FOURIER300
PROBHD 5 mm DUL 13C-1
PULPROG zgpg30

TD 65536
SOLVENT CDC13

NS 20000

DS 4

SWH 24414.063 Hz
FIDRES 0.372529 Hz
AQ 1.3421773 sec
RG 501.187

DW 20.480 usec
DE 6.50 usec
TE 296.7 K

D1 2.00000000 sec
D11 0.03000000 sec
D31 0.00001600 sec
D40 0.02432300 sec
L4 34

L5 49

P32 105.00 usec
TDO 1
======== CHANNEL fl ========
SFO1 75.4878687 MHz
NUC1 13C

Pl 16.00 usec
PLW1 60.00000000 W
======== CHANNEL f2 ========
SFO2 300.1812007 MHz
NUC2 1H
CPDPRG[2 waltzl6
PCPD2 105.00 usec
PLW2 10.00000000 W
PLW12 0.36280999 W
PLW13 0.40000001 w

F2 - Processing parameters
SI 32768

SF 75.4803210 MHz
WDW EM

SSB 0

LB 1.00 Hz
GB 0

PC 1.40

S3
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Current Data Parameters

NAME 3_down
EXPNO 1
PROCNO 1

F2 - Acquisition Parameters
Date_ 20120411

Time 15.28
INSTRUM FOURIER300
PROBHD 5 mm DUL 13C-1
PULPROG zg30

D 65536
SOLVENT CDC13

NS 32

DS 2

SWH 6103.516 Hz
FIDRES 0.093132 Hz
AQ 5.3687091 sec
RG 32

DW 81.920 usec
DE 6.50 usec
TE 297.1 K

D1 1.00000000 sec
TDO 1
======== CHANNEL fl ========
SFO1 300.1818537 MHz
NUC1 1H

Pl 8.75 usec
PLW1 25.00000000 w

F2 - Processing parameters
SI 65536

SF 300.1800049 MHz
WDW EM

SSB 0

LB 0.30 Hz
GB 0

PC 1.00

S4
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Current Data Parameters

NAME 3_down
EXPNO 2
: PROCNO 1
F2 - Acquisition Parameters
| Date_ 20120413
: ,7 | 7 7i Time 15.44
| | INSTRUM FOURIER300
% C PROBHD 5 mm DUL 13C-1
SO Y it i » " PULPROG 29pg30
LS B AN B B B B NN B B BN B NN B S N R S BN B B R B B B S B N B B S R S B B R ‘H,U mmmwm
4 T T T T 4 T T 4 T T 4 T T T T 4 T T T T 4 T T T T 4 T ™ 4 4 4 4 4 4 4 4 SOLVENT OUO“_'W
NS 4375
150 145 140 135 130 Ppm 95 90 85 80 75 70 prm e "
SWH 24414.063 Hz
— O~ OO0 1M ®ON FIDRES 0.372529 Hz
N ™ DM o> SO0 ON ToloN] N 0 — 0 O < O W~
@ O O O ~©< ™M ~ O @ S o) O AN~ oM AQ 1.3421773 sec
. . coe e e e e < © Te) 0 O O O N~ O~ m RG 501.187
o ™ N OO OO N . N R R R DW 20.480 usec
[SXe) DLW T NOONNN 0 < — 0wV T M 0w ST ™M DE 6.50 usec
IS B e B P o o © © VWO NN N NN
TE 297.3 K
D1 2.00000000 sec
D11 0.03000000 sec
D31 0.00001600 sec
D40 0.02432300 sec
L4 34
L5 49
P32 105.00 usec
TDO 1
======== CHANNEL fl ========
SFO1 75.4878687 MHz
NUC1 13C
Pl 16.00 usec
PLW1 60.00000000 W
======== CHANNEL f2 ========
SFO2 300.1812007 MHz
NUC2 1H
CPDPRG[2 waltzlé
PCPD2 105.00 usec
PLW2 10.00000000 W
PLW12 0.36280999 W
PLW13 0.40000001 w
‘ F2 - Processing parameters
| _ 77 :: :77 SI 32768
, I SF 75.4803210 MHz
! ) .y L o
" " "~ A SSB 0
T T T T T T T T T T bm H.OO IN
I I I I I GB 0

4 4 4 4 4
200 180 160 140 120 100 80 60 40 20 ppm o e
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Current Data Parameters

NAME 401
EXPNO 1
PROCNO 1

F2 - Acquisition Parameters
Date_ 20120423

Time 17.57
INSTRUM FOURIER300
PROBHD 5 mm DUL 13C-1
PULPROG zg30

TD 65536
SOLVENT CDC13

NS 32

DS 2

SWH 6103.516 Hz
FIDRES 0.093132 Hz
AQ 5.3687091 sec
RG 17.8865

DW 81.920 usec
DE 6.50 usec
TE 296.3 K

D1 1.00000000 sec
TDO 1
======== CHANNEL fl ========
SFO1 300.1818537 MHz
NUC1 1H

Pl 8.75 usec
PLW1 25.00000000 W

F2 - Processing parameters
SI 65536

SF 300.1800050 MHz
WDW EM

SSB 0

LB 0.30 Hz
GB 0

PC 1.00

S6
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Current Data Parameters

NAME 401

EXPNO 2

PROCNO 1

F2 - Acquisition Parameters

Date_ 20120423

Time 18.08

INSTRUM FOURIER300

PROBHD 5 mm DUL 13C-1

PULPROG zgpg30

. . TD 65536

AAAA4<<<<4<<AA%AAAA%AAAA%AAAA%AAAA; % SOLVENT OUO“_-w
NS 16000

150 145 140 135 130 Ppm 34 Do .

SWH 24414.063 Hz
o™ © O M O 0~ oo FIDRES 0.372529 Hz
— ™ WO O N A oD O < o~ o N OO ANNOMLSLINNNTOSMNLDSMM
~N ™ NI RERNREN I~ M © 0 OM ANHOVOANNOONNRNNEM®ORNMO 0N AQ 1.3421713 sec

. o < -~ COCOVUTFONVOUOITNAOMNMANON A A O A RG 501.187
76 N A~ <t o0 0O ™M N . . . . . . . . . . . . . . . . . . . . . . UE No.bwo usec
o o [TolTolES I NN NN n ¢ o o OO LM H OO OO WL N T DE 6.50 usec
— — — o o o LWOWWOWWOWMMANNNNNNNNNNNNN A TE 2065 K

D1 2.00000000 sec

D11 0.03000000 sec

D31 0.00001600 sec

D40 0.02432300 sec

L4 34

L5 49

P32 105.00 usec

TDO 1

======== CHANNEL fl ========

SFO1 75.4878687 MHz

NUC1 13C

Pl 16.00 usec

[ , PLW1 60.00000000 W
| ======== CHANNEL f2 ========
| SF02 300.1812007 MHz

NUC2 1H

CPDPRG[2 waltzlé

, PCPD2 105.00 usec
, PLW2 10.00000000 W
PLW12 0.36280999 W
| PLW13 0.40000001 W
| , ! , , ! 1 1 F2 - Processing parameters
, | ST 32768
| | , , I , SF 75.4803210 MHz
L WDW EM
._ Mesebl A " " i; " " L J on o SSB 0

LB 1.00 Hz

T T T T T T T T T T T T T T T T T on 0

4 4 4 4
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Current Data Parameters

NAME 402
EXPNO 1
PROCNO 1

F2 - Acquisition Parameters
Date_ 20120512

Time 19.15
INSTRUM FOURIER300
PROBHD 5 mm DUL 13C-1
PULPROG zg30

D 65536
SOLVENT CDC13

NS 32

DS 2

SWH 6103.516 Hz
FIDRES 0.093132 Hz
AQ 5.3687091 sec
RG 7.24528

DW 81.920 usec
DE 6.50 usec
TE 297.8 K

D1 1.00000000 sec
TDO 1
======== CHANNEL fl ========
SFO1 300.1818537 MHz
NUC1 1H

Pl 8.75 usec
PLW1 25.00000000 W

F2 - Processing parameters
SI 65536

SF 300.1800049 MHz
WDW EM

SSB 0

LB 0.30 Hz
GB 0

PC 1.00

S8
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Current Data Parameters

NAME 402
EXPNO 2
PROCNO 1

F2 - Acquisition Parameters
Date_ 20120515

Time 19.21
INSTRUM FOURIER300
PROBHD 5 mm DUL 13C-1
PULPROG zgpg30

TD 65536
SOLVENT CDC13

NS 15000

DS 4

SWH 24414.063 Hz
FIDRES 0.372529 Hz
AQ 1.3421773 sec
RG 501.187

DW 20.480 usec
DE 6.50 usec
TE 298.0 K

D1 2.00000000 sec
D11 0.03000000 sec
D31 0.00001600 sec
D40 0.02432300 sec
L4 34

L5 49

P32 105.00 usec
TDO 1
======== CHANNEL fl ========
SFO1 75.4878687 MHz
NUC1 13C

Pl 16.00 usec
PLW1 60.00000000 W
======== CHANNEL f2 ========
SFO2 300.1812007 MHz
NUC2 1H
CPDPRG([2 waltzl6
PCPD2 105.00 usec
PLW2 10.00000000 W
PLW12 0.36280999 W
PLW13 0.40000001 W

F2 - Processing parameters
SI 32768

SF 75.4803210 MHz
WDW EM

SSB 0

LB 1.00 Hz
GB 0

PC 1.40

S9
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Current Data Parameters

NAME 403
EXPNO 1
PROCNO 1

F2 - Acquisition Parameters
Date_ 20120605

Time 14.05
INSTRUM FOURIER300
PROBHD 5 mm DUL 13C-1
PULPROG zg30

D 65536
SOLVENT CDC13

NS 16

DS 2

SWH 6103.516 Hz
FIDRES 0.093132 Hz
AQ 5.3687091 sec
RG 22.5468

DW 81.920 usec
DE 6.50 usec
TE 296.4 K

D1 1.00000000 sec
TDO 1
======== CHANNEL fl ========
SFO1 300.1818537 MHz
NUC1 1H

Pl 8.75 usec
PLW1 25.00000000 W

F2 - Processing parameters
SI 65536

SF 300.1800000 MHz
WDW EM

SSB 0

LB 0.30 Hz
GB 0

PC 1.00

S10
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| Current Data Parameters
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NAME 403
, Ly EXPNO 2
| I PROCNO 1
F2 - Acquisition Parameters
Date_ 20120606
Time 16.28
INSTRUM FOURIER300
PROBHD 5 mm DUL 13C-1
PULPROG zgpg30
LI I N B I B B B B B B B B B B B B N B B B ‘HU mmrﬂvwm
I I I I I SOLVENT cDCl3
136 130 1 I 6009
DS 4
SWH 24414.063 Hz
% %_%A_UW%% [¥9) [Tol ™ NN T OMAO o N O FIDRES 0,372529 Hz
© OMmmo T ™ © © ™M OTMONTONTOOM AQ 1.3421773 sec
. ) ™ o MNANOOWOWWWOINMNO M~ RG 501.187
— < <t O) 0O OO [~ . . . DI T Y DW 20.480 usec
~ MM NNNN < [N < M AN OO OO O (N DE 6.50 usec
— — ~ 0 [Te} TTOONNNNNN N
TE 296.7 K
D1 2.00000000 sec
D11 0.03000000 sec
D31 0.00001600 sec
D40 0.02432300 sec
L4 34
L5 49
P32 105.00 usec
TDO 1
======== CHANNEL fl ========
SFO1 75.4878687 MHz
NUC1 13C
Pl 16.00 usec
PLW1 60.00000000 W
======== CHANNEL f2 ========
SFO2 300.1812007 MHz
| NUC2 1H
CPDPRG[2 waltzl6
PCPD2 105.00 usec
PLW2 10.00000000 W
| PLW12 0.36280999 W
| [ | l PLW13 0.40000001 W
! [ | , : F2 - Processing parameters
SI 32768
SF 75.4803210 MHz
i WDW EM
o i SSB 0
LB 1.00 Hz

T I T I T I T I T 4 o 0

4 4 4 4
180 160 140 120 100 80 60 40 20 ppm ¢ L0
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Current Data Parameters

NAME 404
EXPNO 1
PROCNO 1

F2 - Acquisition Parameters
Date_ 20120610

Time 16.18
INSTRUM FOURIER300
PROBHD 5 mm DUL 13C-1
PULPROG zg30

D 65536
SOLVENT CDC13

NS 16

DS 2

SWH 6103.516 Hz
FIDRES 0.093132 Hz
AQ 5.3687091 sec
RG 16.949

DW 81.920 usec
DE 6.50 usec
TE 296.4 K

D1 1.00000000 sec
TDO 1
======== CHANNEL fl ========
SFO1 300.1818537 MHz
NUC1 1H

Pl 8.75 usec
PLW1 25.00000000 W

F2 - Processing parameters
SI 65536

SF 300.1800035 MHz
WDW EM

SSB 0

LB 0.30 Hz
GB 0

PC 1.00

S12
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Current Data Parameters

NAME 404
EXPNO 2
PROCNO 1

F2 - Acquisition Parameters
Date_ 20120611

Time 18.18
INSTRUM FOURIER300
PROBHD 5 mm DUL 13C-1
PULPROG zgpg30

TD 65536
SOLVENT CDC13

NS 4000

DS 4

SWH 24414.063 Hz
FIDRES 0.372529 Hz
AQ 1.3421773 sec
RG 501.187

DW 20.480 usec
DE 6.50 usec
TE 296.8 K

D1 2.00000000 sec
D11 0.03000000 sec
D31 0.00001600 sec
D40 0.02432300 sec
L4 34

L5 49

P32 105.00 usec
TDO 1
======== CHANNEL fl ========
SFO1 75.4878687 MHz
NUC1 13C

Pl 16.00 usec
PLW1 60.00000000 W
======== CHANNEL f2 ========
SFO2 300.1812007 MHz
NUC2 1H
CPDPRG[2 waltzl6
PCPD2 105.00 usec
PLW2 10.00000000 W
PLW12 0.36280999 W
PLW13 0.40000001 w

F2 - Processing parameters
SI 32768

SF 75.4803012 MHz
WDW EM

SSB 0

LB 1.00 Hz
GB 0

PC 1.40

S13
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, Current Data Parameters

NAME 406
EXPNO 1
PROCNO 1
I Il
,E, F2 - Acquisition Parameters
% !\\\iﬁ Date_ 20120714
. . . . . . . . Time 18.10
4 4 4 4 4 4 4 LT T T T T T T T T T T T INSTRUM FOURIER300
7.4 7.2 7.0 6.8 6.6 6.4 ppm 4.8 4.6 4.4 4.2 4.0 3.8 ppm PROBHD 5 mm DUL 13C-1
PULPROG zg30
M~ AOMOVOIE NN ANDFONND AONOFTALTNTORNM AT OO ~ 10— N © 0N OO D 65536
N T A0~ VO ANMOOINMNANVOMEOOWOITMNNOANTO O DO T O N O © 10 ONO WO SOLVENT cDC13
MONONANNREONNANNAT IR RRERRODNNRRT TN NNTT TS Taaee NS 32
SN W WV e s
FIDRES 0.093132 Hz
AQ 5.3687091 sec
| RG 39.1338
DW 81.920 usec
DE 6.50 usec
TE 296.4 K
D1 1.00000000 sec
TDO 1
======== CHANNEL fl ========
SFO1 300.1818537 MHz
NUC1 1H
Pl 8.75 usec
| PLW1 25.00000000 W
:1 | F2 - Processing parameters
N I | ST 65536
_ I Eg( i M i SF 300.1800037 MHz
e A Lzﬁ WDW EM
AAAAAAAAAAAAAA4AAAA4AAAAgAAAAgAAAAgAAAAgAAAA%AAAA%AAAA%AAAA%AAAA%AAAA%AAAA%AAAA%_mww 0 0.30 Hz

75 70 65 6.0 55 50 45 40 35 30 25 20 15 1.0 ppm ¢cB 0

PC 1.00

({e] < < o OINAN|O o (4] (=)}
({e] - (42 ] - O(r=|AN |l N 0 (4p]
~—
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406

— o~ oy N ™
™ ML O ™ Ne] o — >~ <Oy ~
™ N O < < o o O — N O ™
. R . ~N o [FolNTo IR N ol N
< oy Oy O ™~ ™ . N .
™ NN N N o~ ™ — G OY OY O O )
— — — ™ ™ NN N NN o~
,
,
Current Data Parameters
NAME 406
[ EXPNO 2
| [ et PROCNO 1
| F2 - Acquisition Parameters
Date_ 20120714
Time 18.23
INSTRUM FOURIER300
PROBHD 5 mm DUL 13C-1
" L o - PULPROG zgpg30
LINNLENE B B B B B B B B O B B B N O B B B B B B B O O N B B B B B ‘HU mmwwm
— ] T I I I I SOLVENT CDC13
NS 2000
135 130 125 ppm 33 32 31 30 29 ppm e .
SWH 24414.063 Hz
[ <t 0 OO0 NM FIDRES 0.372529 Hz
e} [Te) Sulile} Mo ML oM < W WOy [~ O~ A~ A0 1.3421773 sec
— — [N) MmN O W S — - DA ANODMONN
. . . . n o ONOOLWH M LW A RG 501.187
0 N @ \© IOy Oy O [~ ™M . DW 20.480 usec
o ~ < M N NNNN <+ O MM~ OO OO O 0 N S DE 6.50 usec
— — — o ©o © LTONONNNNNNN A
TE 296.5 K
D1 2.00000000 sec
D11 0.03000000 sec
D31 0.00001600 sec
D40 0.02432300 sec
L4 34
L5 49
P32 105.00 usec
TDO 1
======== CHANNEL fl ========
SFO1 75.4878687 MHz
NUC1 13C
Pl 16.00 usec
| PLW1 60.00000000 W
======== CHANNEL f2 ========
| SFO2 300.1812007 MHz
NUC2 1H
CPDPRG([2 waltzl6
PCPD2 105.00 usec
| PLW2 10.00000000 W
I , L , PLW12 0.36280999 W
, , , PLW13 0.40000001 W
,
, ! F2 - Processing parameters
SI 32768
SF 75.4803210 MHz
.\ WDW EM
" - SSB 0
LB 1.00 Hz
T T T T T T T T T T T T T T T T ] op 0

4 4 4 4
200 180 160 140 120 100 80 60 40 20 ppm toao
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COSY spectrum of analog 403
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1D NOE spectra of analog 403

OH
1 H 5
2 - CioH
IO\/“.mJ_,\./m\amm
O~ _NH
403
ArCH.
H1 B
NH H5 H4 H3 H2 H1 10H 30H H6
HNMR 1\ A A A A
—r 1 1 1 1 17 7 T "7 T 7T T T T T T T T "~ T T T T T T T T " T T T 1T 1T "1
78 76 74 7.2 70 68 6.6 6.4 6.2 6.0 5.8 56 54 52 5.0 M—m h.mv 44 42 40 38 36 34 3.2 30 28 26 24 22 20 18 16 1
ppm
H5 H4 H3 H2 H6

A A i oy bl _Jajibt}l#.
Exciting H4 {)

T T T T T T T T T T T T T , T T T , T T T T T T T T T T T T T T 1
78 76 74 7.2 7.0 6.8 66 64 6.2 6.0 58 56 54 52 50 48 46 44 42 40 38 36 34 32 3.0 28 26 24 22 2.0 18 16 1.

f1 (ppm)
H5 H4 H3 H6
AN - .
Exciting H5
T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T ™1
78 76 74 7.2 70 6.8 66 6.4 6.2 6.0 58 56 54 52 50 48 46 44 42 40 38 36 34 3.2 30 28 26 24 22 20 18 16 1.

f1 (ppm)
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COSY spectrum of analog 406

A

@ H5/HA4&H6E

406

e H7/H8

8.0

7.5

7.0

6.5

6.0

5.5

5.0

4.5

4.0
f2 (ppm)

2.5

2.0 15

1.0

0.5

0.0

0.0

0.5

1.0

1.5

2.0

+2.5

3.0

3.5

4.0

r5.0

5.5

6.0

6.5

7.0

7.5

8.0

f1 (ppm)

S18



1D NOE spectra of analog 406

406
Ar-H ArCH,
H5 NH H7 HA4&H6 H2 H1 H8
THNMR ; / _ \
N
1 I I 1 I T 1 I T I T I T T T
0 7.5 7.0 6.5 6.0 5.5 5.0 4.5 4.0 3.5 3.0 2.5 2.0 1.5 1.0 0.5
f1 (ppm)
H5 H&
Exciting H7
.0 7.5 7.0 6.5 6.0 5.5 5.0 4.5 4.0 3.5 3.0 2.5 2.0 1.5 1.0 0.5
fl (ppm)
H5 NH H4 H1
Exciting H2
T T T T T T T T T T T T T T T T T T T
.0 7.5 7.0 6.5 6.0 5.5 5.0 4.5 4.0 3.5 3.0 2.5 2.0 1.5 1.0 0.5
fl (ppm)
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COSY spectrum of compound 3-up
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Zoom-in image of the COSY spectrum of compound 3-up (4.9 - 3.4 ppm)
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COSY spectrum of analog 401
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COSY spectrum of analog 402
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COSY spectrum of analog 404
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Viability
(% Control)
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Figure S1. Effect of ceramide analogs on cell viability of breast cancers. MCF-7, MDA-

MB-231, and MCF-7TN-R cells were treated with increasing concentrations of analogs

for 24 h. The values are the mean + SE of three independent experiments.
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Figure S2. Effect of ceramide analogs on breast cancer clonogenic survival. MCF-7,
MDA-MB-231, and MCF-7TN-R cells were treated with increasing concentrations of

analogs and allowed to grow until colony formation was noted (generally 10-12 days).

The values are the mean + SE of three independent experiments.
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