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Figure S1 (shown as two panels because of separated experiments). Gli-Luc signal in Glill-transfected
C3H10T1/2 cells treated with 10, 20, and 40 uM (left to right) of each indicated compound.
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col Figure S2 (left). Gli-Luc signal in Rh30 cells cells treated with 10, 20,
11 and 40 uM (left to right) of each indicated compound.
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Activity againt induction of alkaline phosphatase, an osteoblast differentiation marker

C3H10T1/2 cells were plated in 24-well plates in basal medium Eagle (BME) (Invitrogen Corporation,
Carlsbad, CA) supplemented with 2 mM L-glutamine and 10% fetal bovine serum (FBS) (Hyclone
Laboratories, Logan, UT). At approximately 80% confluence, the cells were treated with 200 nM
Smoothened agonist SAG  (N-methyl-N'-(3-pyridinylbenzyl)-N'-(3-chlorobenzo[b]thiophene-2-
carbonyl)-1,4-diaminocyclohexane, Santa Cruz Biotechnology Inc, Santa Cruz, CA) and each test
compound, in BME containing 10% FBS that has been treated with charcoal/dextran (Hyclone
Laboratories, Logan, UT). Cells were incubated for four days before harvest in 50 pL of buffer B of
Sensolyte pNPP Alkaline Phosphotase Assay Kit (AnaSpec, Inc, Fremont, CA). The cell suspensions
were incubated for 10 min at 4°C under agitation, and centrifuged at 2500g for 10 min. The alkaline
phosphotase assay was carried out using the Great EscApe SEAP chemiluminiscence kit (Clontech,
Mountain View, CA). Briefly, 5 pL of each lysate was mixed with 15 puL dilution buffer and 20 pL of
SEAP substrate solution in a 384-well plate. The luminescence of
the sample was measured following incubation of the plate for 45
min at room temperature. Finally, the luminescence data were
normalized against protein concentration of each lysate, measured
using the Micro BCA protein assay kit (Thermo Fisher Scientific,
Rockford, IL).

100+

Figure S4 (right). Ketoprofen-indole amide conjugates suppress
Hh signal-induced alkaline phosphatase (ALP) activity in
C3H10T1/2 cells much more weakly than HhAntag does. Cells
were incubated with indicated compound and an Hh agonist (SAG, oA
200 nM) for activating upstream Hh signal input for 4 days. ALP S
activity in each cell lysates was normalized by each lysate protein ¢ RO q\Q
concentration. HhAntag inhibits the Hh signaling with nanomolar N
IC50 thus was tested in 100 nM. Data are shown as % normalized &
with the signals of SAG only treatment (=100%) and DMSO (no compound (uM)
SAGQG) treatment (=0%) controls. Error bars represent standard error

of duplicate data.
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HPLC traces of the compounds 20-44

20 492

11411760 7]
138056304
13042

1.2e+2
1.1e+2
1.0e+2
9.0e+1
8.0a+14

T.0es1

AU

6.0a+1

5.0e+1

4.0e+1]

3.0e+1

2.0a+1

1.0e+14

0.0 T T T T T T T T T

Mahindoo et al

2: Diode Array

Ranga: 1.4072+2

Arga, Heiaht

Time Haight Area  Areat
492 138056304 11411760.00 90.13
512 1238444 00860 .44 0.87

5.12

21

472

t.BmEj
1_B-9+‘;_C
1_Te+":_:
1_6-9+‘;_;
1_5-9+‘;_;
1_49+2:
1_39+2:
1.29+2:
1.1 e-i;

AU

1.08+23
9.08+1]
8.00+1
7.00+14
6.06+1
5.06+14
4.00+14
3.00+14
2.00+14
. 447

1.0a+14 57473
E 1084145
“a

0.0 T T T T T T T T

E 7971704 ]
2 Nas2] 207721936

T T T T T T T T T | Tima
10.00

2: Diode Array

Range: 2.000042

Araa, Heiaht

Area  Areat

5747252 032

1707170400  20.08
10672

0.5

1.00 200 200 | 400

T T T T T T T T T T ) Time
10,00

S3



Supplementary Materials

Mahindoo et al

22 2: Dioda Array
477 _ Ranga: 2.663a+2
2,60+ 24488344 Area, Height
263341728 Tima Heiaht Area  Area®:
r 3.38 5136421 1.3
4.50 1384755 046
2.4a+2 477 263341 56.88
E 567 066
2.28+2
2.0+
1.8a8+25
1.6a8+2
1.4a+2
ar
= &
1.28+2
1.0+
8.0a+14
6.0e+14
4.00+1
2.0e+14 233 450
330585 115478 (25T
5|3R42‘| 1384755 L 2638162
0.0 T T T T T T T At T T T T T  Timea
1.00 2.00 3.00 4.00 5.00 6.00 7.00 B.00 8.00 10,00
23 2: Diode Array
_ 5.00 Range: 6.506a+1
5650858 Arga, Heiaht
B.0g+1] 62980100 Tima Haight Area Areat
483 34200096 330488 25 553
= 500 B2380100 S5E50BEF.50 D4.47
5.5a+1
5.0a+1
4.50+1
4.0e+1
3.58+1
q:: 3
3.0e+14
2.58+14
2.0e+1
1.58+1
1.0e+1
E 483
330488
5.0 3420006
0.0 ﬁﬁl‘ T T T T T T ey T Jrll' T T T T T ) Time
1.00 200 3.00 4.00 5.00 6.00 7.00 8.00 .00 10.00

S4



Supplementary Materials

Mahindoo et al

2 4 2: Dioda Array
568 Range: 3.750e+2
E 42206328 Aroa, Heioht
L .E 372501504 Tima Height Arca  Areat
E 5.68 372501504 422'?5328.00 91.43
3 4.2 B6.55 15491180  3058638.25 B&T
3.20+24
3.0e+25
2.8a+23
2.6+
2.40+24
2.20+24
2.0a+25
= 3
< 1.80+2]
1.68+2]
1.40+24
1.20+25
1.08+2
8.08+14
6.08+13
4.08+14 655
2.08+14 J L\mm 180
0.0 T T T T T T |Jnl T £~ T T m |}JL T T T 1 Tima
1.00 2.00 3.00 4.00 5.00 6.00 7.00 2.00 2.00 10.00
2 5 2: Dioda Array
492 Range: 2.185e+2
18454456 Araa, Heiaht
7] 216155024 Timao Hedght Arca  Aroa%
492 216155024 1845445600 0813
2.0a+2] 518 2340557 16672263 0.89
622 2565800 18550894 0.ea
1.8a+2]
1.66+2
1.40+2
128+
3 3
=
1.08+2]
8.0a+1
6.0a+1
4.0e+14
2.0e+1 5
z 622
3 166723 185500
2565800
0.0 T T T T T T T T 4 T T T T T T T  Tima
1.00 200 3.00 4.00 5.00 6.00 7.00 B.0D 8.00 10.00

S5



Supplementary Materials Mahindoo et al

26 2: Diode Array
482 Ranga: 1.271e+2
10181985 Araa, Heiaht
1 2052 125349576 Time Haight Area  Aread
4082 125349576 10181985.00 100.00
1.18+2]
1.0e+2]
0.0a+14
8.0a+14
7.0a+14
: 3
= G0est]
5.0a+1
4.08+1
3.0a+14
2.0a+14
1.08+14
0.0 T T T T T T T T T T T T T T T T T T T | Tima
1.00 200 3.00 4.00 5.00 6.00 7.00 8.00 8.00 10,00
27 2: Dinde Array
513 _ Range: 2.164e+2
1 1747376 Araa, Heiaht
214196752 Tima Haight Arsa  Areath
2.0a+2] 513 214106752 17047376.00 100.00
1.Ba+2
1.6e+2]
1.48+2]
1.2a+2
% E
=
1.0a+2
8.0a+1-
6.0a+1+
4.0a+1-
2.0a+1-

0.0 T T T T T T T T T T T T T T T T T T T 1 Tima
10.00



Supplementary Materials

Mahindoo et al

28 2: Dioda Array
555 Range: 2.2e+2
19262392 Araa, Heioht
4 217404080 Tima Height Area  Areat:
472 4581557 35802875
2 Nas2] 502  E585458  536801.00
4080 19262392.00
1.80+2
1.60+2
1.48+2
1.28+2
s | i
=
1.08+2
8.0e+14
B.0a+14
4.08+1
2.08+14
472 5.02
s il || o=
3 4581557 6585458 1987155
0.0 T T T 5 T h l'Ilri' T T T T T T T ) Tima
1.00 200 3.00 4.00 5.00 6.00 7.00 B.00 09.00 10.00
29 2: Dioda Array
G Ranga: 6.628a+1
E 5643080 Aroa, Height
64454608 Tima Haight Area  Areat:
6.06+1] 647 B4454608 5643080.00 100.00
5.5a+1
5.0e+1
4.58+1
4.0e+14
3.5e+1
= 3
=
3.0e+1
2.58+1
2.0e+14
1.58+1
1.08+1
5.0
0.0 |"m T T T T T T T T T T T T T T i Time
1.00 2.00 3.00 4.00 5.00 6.00 7.00 8.00 0.00 10.00

S7



Supplementary Materials

30

328+
3.0a+2

2.8a:24

AU
&

482

321103206

447

5118271

Mahindoo et al

2: Dioda Array

Range: 3.233a+2

Tima Haight

Araa, Heioht
Areats

447 5118271 536762.06 186
482 32110329 26804084.00 DB.O4

31

32824
3.0e+24
2.80+24
2.6e+2
248424
225»2:
2.08+24

1.8e+2

AU

1.6e+2
1.4e+2
1.20+24
1.0e+2
8.0e+14
B_OEH-‘I:
4.0e+14

2.0e+14

0.0

563
30476834
327040864

5.05

127582

2189546
A

Tima Height

2: Diode Array
Range: 3.205a+2
Area, Heiaht
Area  Areatc

563 327040864 3047683400 9702

595 2189546

TAT
518337
BE3107T

12758215 o4

51833663 &7

T 1 Tima
10.00



Supplementary Materials

32
2.60+2
2.40+2
2.20+24
2.0a+2
1.Ba+2]
1.6a+2

1.40+24

AU

572

274850048

6.00
372786
5160717

655 3039202

Mahindoo et al

2: Diode Array
Range: 2771042
Araa, Heiaht
Area  Area®:
344425 857 126
22

94,41

20366119 075

33

7.5a+1
T.0a+1
6.58+1
6.0a+1
5.5a+1
5.0a+1
4—.59+1:

4.08+1

Al

3.50+1
S.OBH:
2.58+1
2.08+14
1.58+15
1.02+15

5.1

oG

6.30

6350302
TE133016

Tima Haight
6.30 TB1%3016

T T 1 Tima
2.00 10.00

2: Dioda Array
Range: 7.003241
Area, Heiaht

Area  Aroa®
B3583082.00 100.00

T 1 Tima

8o .00 10.00

S9



Supplementary Materials

34

Al

1.9e+23
1.8&1—2;
1.7a+23
1_6-94-2:
1.50:23
1.4a+25
1_394-2;
'i.2|}+2‘j
I.‘IB+2:
|.EI&|—2:
G_Da-c-I:
8.00+14
T.0a+1
6.0a+13
5.0a+1
4.De+1:
3.0a+15
2.0e+13

1.0a+13

0.0

655
16650785
193257280

Time

532 4132068
572 1551054

618

Mahindoo et al

2: Dioda Array

Range: 1.852e+2

Height

Area, Heiaht
Area  Area®

28453325 1im
94318.10 0.55

E8 120

35

AU

1_89&2:
17824
1.60+25
1_59+2:
1.4-9+2:
1.38+24
1.29+2:
1,182
1.08+24
D_UEH‘I:
B_l]m-‘l:
7.0e+1
5.09+1:
5.09:-1:
4.0e+14
3.0e+17
2.08+14

1.0e+15

0.0

687
5.63  amarz

121160
114186 4422485
1846285
189}11509,( A

T 1 Tima
10.00

2: Dioda Array
Range: 1.B868e+2
Arga, Heiaht
Area  Areat
114186.20
121160.30

1.00 2.00 3.00 4.00 5.00 6.00

7.00

8.00

T 1 Tima
10.00

S10



Supplementary Materials Mahindoo et al

36 2: Diode Array

6.80 Range: 2.3000+2
Area, Heiaht
Area  Areat

20006296
7 237521120
220+

2.0a+2

Al

1.0a+2

8.0e+1

6.0e+1

4.0e+14

2.08+1] Giar
sk 245184

0.0+ T T T T T T T T T T T T T T T T T T T 1 Time
1.00 200 3.00 4.00 5.00 6.00 7.00 8.00 .00 10.00

37 2: Dioda Array

445 Ranga: 1.304a+2
E 15776874 Aroa, Height
137225760 Tima Height Area  Areats
1.38+2] 425 9488467 25676730 160
445 137225760 1577697400 98.40

1.28+2]
14 mﬂ:
1.08+2
9.00+1

8.0a+1

7.0a+14

AU

6.08+1

5.08+14

4.08+1

3.08+1

2.0a+13

1.0a+1] 5767

0.0 T T T T T T T T T T T T T T T T T T | Time
10.00

S11



Supplementary Materials

38

Al

39

Al

1.8a+24
1.9&1—2:
1.?u+2:
1.6&4-2:
1.5a+2]
1.48+2
1.30:2]
1.3&«-‘;
1.18+29
1.[!91-2:
9_09-4-1:
8.0a+1
T.0a+1
6.0a+1-
5.0a+1
4-.[!91-1:
3.0e+1
2.091-1:

1.08+1

432
25574248
196321648

1414405
18735888

Mahindoo et al

2: Dioda Array
Range: 1.8882+2
Araa, Heiaht
Araatz
517

0.0

3.09{-1:
2.80+14
2.60+14
24841
2.2a+1
2.IJB+1:
1.8a+14
1.6a+1
14841
1.29+1:

1.0e+1

)

452

33534796

Timea

452

T T T T  Time
8.00 9.00 10.00

2: Diode Array

Range: 3.5210+1

Area, Heiaht

Haight Area  Areath
33534706 3285700.25 100.00

S12



Supplementary Materials

40

Al

41

AU

578
32179560
313012704

Tima
518
578

6.28

Haight

TagdTEd

Mahindoo et al

2: Dioda Array
Rangea: 3.150a+2

Araa, Heiaht
Area Area%

44006875 132
32170560.00 DEES

B2

22.63 202

9.53-2:
9.09-2:
8.5&-2:
S.EIB-E:
7.%2:
?.EIB-E:
6.59-2:
E.EIB-E:
5.59—2:
G.EIB-E:
4—.59—2:
4—.09—2:
3.59—2:
3.00-24
2.59-2:
2.00-2
1.5a-24
1.[!9-2:

5.00-3

0.0

408 _

Tima
498
603

Height
96893
1823

1054
1254

, Time
10.00

2: Dioda Array
254

Hange: 8.97e-2
Area, Height
Area  Area¥:

B406.90 9758
135.80 158

1263 0.e4

S13



Supplementary Materials

42

Al

43

Al

1.40+2

1.20+2

1.0e+2]

8.0e+1

6.0e+14

4.0a+1

2.0e+14

502 _
24006534
264761520

Mahindoo et al

2: Diode Array

Ranga: 2 684042

Araa, Heiaht

Tima Heinht Area Areat:
533 13588218  141BG02.88 537
582 264761520 2409653400 9463

0.0

8.50-14
8.0e-14
7_59-1:
7.08-1
6.5a-17
6.0e-17
5.50-13
5.[!9—1:
4.55-13
4.0a-1
3.50-13
3.08-13
2_5-9-1:
2.0e-14
1.50-1
1.0a-1

5.00-24

0.0

577

013268

2: Diode Array

254

Range: 9.207a-1

Area, Height

Time  Height Area Area%
3T 13660 BEBT2 113
2 127
3 114

g

T T T  Tima

S14



Supplementary Materials

Mahindoo et al

44 2: Dioda Array
585 Range: 2.174a+2
E 19188954 Area, Heioht
215323872 Time Height Area Aroa%
537 GI83360 45307550 241
2.0a+2 585 215323672 1018B054.00 O7.60
1.8a+2]
1.60+2]
140+
1.28+2]
n E
=
1.0e+2]
2.0a+1]
6.08+14
4.0a+1
2.0a0+14 599
453076
E 6183368
0.0 T T R B T T T T ] BN e e Tima
1.00 2.00 3.00 4.00 5.00 6.00 7.00 8.00 9.00 10.00

S15



