Supplementary information for:

Preparation of FRET Reporters to Support Chemical Probe

Development

Timothy L. Foley,*” Adam Yasgar®, Christopher J. Garcia® , Ajit Jadhav‘, Anton

Simeonov‘ and Michael D. Burkart*“

“Department of Chemistry and Biochemistry, University of California-San Diego, 9500

Gilman Drive, La Jolla, CA 92093-0358; mburkart@ucsd.edu; +1 858-534-5673.

bPresent address: NIH Chemical Genomics Center, 9800 Medical Center Drive,
Bethesda, MD 200892-3370, USA.“NIH Chemical Genomics Center, 9800 Medical

Center Drive, Bethesda, MD 200892-3370, USA.

*to whom correspondence may be addressed: mburkart@ucsd.edu

Contents:

A. NMR SPeCtra. ... S2

-$1-



6000
5500
—5000

” ;4500

4000
lh —3500
3000
2500

—2000

1500

—1000

500

1.96 —_

3.01
2.95

—-500

_=

1 218—
297 —=
2.21—
2.63—

o~ -
w
N
—_
o
R

5 -2
f1 (ppm) -S2-



.

—1500

1400

1300

1200

—1100

—1000

—900

800

—700

600

—500

400

300

—200

—100

5
f1 (ppm)



0.78 —_

0.81 —

]078 —

e

1.81
1.90
1.64

5500

5000

—4500

4000

3500

—3000

2500

—2000

1500

—1000

500

12

o -

N

—-500



NY QO o VW®WO = © M

NN ©Q® - oNG®& MmN - o n n o

SS aida A NOYWY 0N [=}=] 2 ~ e

55 883 L0999 =HH 22 ¢ a8

|
|
|
| Il
| |
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

220 210 200 190 180 170 160 150 140 130 120 110 100 90 80 70 60 50 40 30 20 10 -10 -20

f1 (ppm)



197 —

091 —

/I

—4000

3500

3000

2500

—2000

—1500

—1000

500

T T T T T 1
10.5 10.0 9.5 9.0 8.5

8.0

0.0

-0.5
-S6-



—2E+05

166.59
166.53
—157.53
—~155.37
—135.11
131.56
131.49
131.06
96.62
45.91
13.12

Y

——-114.82
~~113.10

<

—2E+05

—1E+05

—1E+05

—1E+05

—1E+05

—1E+05

—90000

—80000

—70000

60000

—50000

—40000

30000

—20000

—10000

210 200 190 180 170 160 150 140 130 120 110 100 90 80 70 60 50 40 30 20 10 0 -10 -20
f1 (ppm) <7



H:NwNjLnk
H

n

—1000

800

—600

—400

—200

1.82 —

1.80 —

—10000

—9000

—8000

7000

6000

5000

4000

—3000

—2000

—1000

5
f1 (ppm)



H:NwNjLnk
H

n

—177.14

156.47

79.28

——43.30
~~41.63

—28.44

\

—24000

—22000

—20000

—18000

—16000

—14000

—12000

—10000

8000

—6000

—4000

—2000

—-2000

T
210

T
200

T
190

T
180

T
170

T
160

T
150

T
140

T
130

T
120

T
110

T T T
100 9
f1 (ppm)

T
80

70

60

50

40

30

20



4500

4000

3500

—3000

2500

—2000

—1500

—1000

500




o)} ol oM
o, ¥ o " 3
?ﬁﬂ 9 A it} 5
U '
u}
—
]
|
|
—7T1 *+ 1 _* 1 * T * 1 " T T T 1 T T 1 T * 1 * T * T * T * T * T * T "™ T * T * 1 ™ 1
210 200 190 180 170 160 150 140 130 120 110 10?( 9)0 80 70 60 50 40 30 20 10 -10 -20
1 (ppm



5
f1 (ppm)

221—
2.13—



24000

22000

—20000

—18000

—16000

—14000

—12000

—10000

8000

6000

4000

—2000

—-2000

< N
o o™ ~ m O —
o < © n ~ in
i ~ o) <) o oo I°e]
f' /k — — N MM o~
NN \¢
7 H
[
|
| |
p—- mmuwml ” VAT WA s AN l h i Wi o
T I T I T I T I T I T I T I T I T I T I T I T I T I T I I I I I I I I I I
210 200 190 180 170 160 150 140 130 120 110 10? ( %P 80 70 60 50 40 30 20 10 -10 -20
1 (ppm



|
|
|
|
|
N~
|
|
|
|
|
~
|/|

-S14-

f1 (ppm)

11 10

12



(o)) N=IO o)
u] - T oumnoe 1n
f TR 3833
Mo N
0 11 %
|
I
|
—71 * I ‘+ 1 *+ T * T1 * 1 * T *+ T *+ T1 * 1 * T * T * T * T * T * T * T ‘* T °* T * T ‘" T ‘" T * 1
220 215 210 205 200 195 190 185 180 175 170 f(165) 160 155 150 145 140 135 130 125 120 115 110
1 (ppm

-815-



1100

—1000

—900

800

700

600

500

—400

300

200

L. MML .1 RERIN

—-100

1/0.58

94 93 92 91 90 89 88 87 86 85 84 83 82 81 80 79 78 77 76 75 74 73 72 71 70 69 68 67 66 65
f1 (ppm) -S16-



— LN < LWOoOoOWLMNO [Nole)]
O O OO OOWUNAN — O — — [aX )} N~
N M AL E=E=] <+ ™ N Q9 o
s 0000999 oo & ¢ &k o
|
|
|
| |
|
|
| ij
Wk_'__fm[ J - wk v A
i B e e e o B B e e e e e e e L s m e e e e e B B S
210 200 190 180 170 160 150 140 130 120 110 10]9( E;O 80 70 60 50 40 30 20
1 (ppm



™ I
MH=
Na —4500
o
1] L
: .
OzM 15
—4000
—3500
~3000
—2500
—2000
—1500
—1000
~500
J il L. I J o
8 & & 3 3 &3
o ~— o — (o'} Mm ™M
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
12 11 10 9 8 7 5 4 3 2 1 0 -1 -2
f1 (ppm) -S18-



O < N O < [e)le)]
~ 2 BRS2 &a 38 38 3
R ¥¢£9¢ &8 I8 SN PRy -
HH-= — - — = — — - [e) o)} n n n
- NCONED Y \/ SNE
N
o
i}
0zH e
|
| ! I I
|
| |
‘ h,
—77 r 1 1 1 1 "1 "1 "1 17 "1 17 "1 " 1 * T+ T " T ‘* T ‘" T * T * T T 1 L
210 200 190 180 170 160 150 140 130 120 110 10]9 ( 9)0 80 70 60 50 40 30 20 10 -10 -20
1 (ppm



5
f1 (ppm)

3.19
3.01

01
2.08 ——
2.02—

3.05——



—28000

26000

24000

22000

—20000

—18000

—16000

—14000

12000

—10000

—8000

—6000

—4000

—2000

NeoNOO N = T oo < o ©
BRORH @G- H AR NoAA Zxe 2 T
SHANSDBY T O < 0 — -3 Qe I .
A B T ¥ 3 < NN A — I=R=] dOE I a
PN PR | Y ST T
H
st
M
M
H
@N/@/ 17
u]
0=H
|
|
|
|
| I |
| |
Iy |
I
i
—7T1 T+ T T 1 T 1 ' T ' T T 1T ' T ™ T T T ™ T ™ T T T T 1 T T 1 T T T T T T
210 200 190 180 170 160 150 140 130 120 110 10? ( %0 80 70 60 50 40 30 20 10 -10 -20
1 (ppm



—10000
—9000

—8000

7000

6000

—5000

4000

—3000

—2000

—1000

0

MOz

|

JUMJ | Mﬂ\w

=—¢€0¢

E—60C
€ece
ve

E=—00C

E=—180C

=—560
S0'T
90’1
= €07
=t

E—c0T
F—30c

-S22-

f1 (ppm)

10

11

12



16000

15000

—14000

—13000

12000

—11000

—10000

—9000

—8000

7000

6000

5000

—4000

—3000

—2000

—1000

R BRTER{ENBBET NRFRS § &1 2 % 83 =S 5
R EERNAASEYY g43d8 = g8 S @8 dg & &
— R i R B B B B | — o o o — — O n n un ™M o
| =l N V4 [ T "<
HO=
AT
- Nhhffhxn 5
M
o ’
0z O
|
|
|
" II |
INTHA |
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
210 200 190 180 170 160 150 140 130 120 110 100 90 80 70 60 50 40 30 20 10 0 -10 -20-823-

f1 (nnm)\





