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Figure S1: Purification of MbtA

1) molecular weight marker. 2) total soluble fraction. 3) Ni-NTA column flow through.
4) Ni-NTA column wash. 5) Ni-NTA column elution 6) PD-10 elution 7) PD-10 elution
from fraction frozen overnight 8) SUMO protease digestion products 9) Purified MbtA

MbtA enzyme titration
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Figure S2: Titration of MbtA with analog 8
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Figure S3: Saturation curve of MbtA with ATP
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Figure S4: Saturation curve of MbtA with salicylic acid
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Figure S6: Dose response curve for inhibitor 10
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Figure S8: Dose response curve for inhibitor 12
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Figure S9: Dose response curve for inhibitor 12
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STANDARD 1H OBSERVE - profile

Autcmation directory: /export/hcme/ravi/vnmrsys/data/auto_2006.07.11
File : /export/home/ravi/vnmrsys/data/auto_2006.02.08/Proton_01.fid
Sample id : svr-02-69-col-dry 2006020801

Sample : svr-02-69-col-dry

Pulse Sequence: s2pul

Solvent: cdieod

Temp. 25.0 C / 298.1 K
Operator: ravi

File: Proton_01
VNMRS-600 “"nmré600"

Relax. delay 1.000 sec
Pulse 45.0 degrees

Acg. time 2.049 sec

Width 9615.4 Hz

8 repetitions

OBSERVE H1, 599.7156072 MH=z
DATA PROCESSING

Line broadening 0.2 Hz

FT size 65536

Total time 0 min, 30 sec

4.850
zo 0Z
o
IEIZ
=z

1,244

—1.232

3.083
3.071

|._| T T T T _ | 3 e |_|_||_||_| = ; T —l = b — T o Iﬂ L
5 4 3 2 pPpm
=l B ! e ] (S L
1.07 1.09 2.24 9.85
6.82 2.16 6.51 1.23
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: SERdn NTTo |
Automation directory: /export/home/ravi/vmmrsys/data/auto_2006.07.11 TRRSe ﬁ
File : /export/home/ravi/vimrays/data/auto_2006.02.08/Carbon_01.£id - - ®
Sample id : svr-02-69-col-dry 2006020801 o LR EtNH  HO  OH
Sample : svr-02-69-col-dry u AT %
| n
Pulse Sequence: s2pul T ©
e -
Solvent: cd3od ™~ ; ~
Temp. 25.0 € / 298.1 K = 2
Operator: rawvi ~
File: Carbon 01 .".
VHMRS-600 “"nmr600* e
- -
r -
Relax. dslay 1.000 sec _ -
Pulse 45.0 degrees [
Acqg. tima 1.300 sec
Width 36764.7 Hz
320 repetitionsa
OBSERVE C13, 150.7983741 MHz
DECOUPLE H1, 599.7186175 MHz
Powar 42 4B
continuously on - -4 5 ®
WALTZ-16 modulated -9 n o g :
DATA PROCESSING n oS a Ao -
Line broadening 0.5 Hz' = 5 em “aa "
PT size 131072 a ] e [ | Fd % J
- N Lo o w L)
Total time 19 min, 42 sec © oy 4 I J _ \ =
~ - - o e L)
- i o 1 / o
3 .._. e * ] o
-

174.921

162.153

157.332
151.305

_1..-|_|_|~|—|_|1|-.._|_|.., ".____.._..l...____—__ T 1 T T 1.1 T “_.__ __.___ﬂ___.—.—._i_ LI e __.ul*l_‘_.—_——ql_l
180 160 140 120 100 80 60 40 20 PpPm
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N
STANDARD 1H OBSERVE - profile OH O Q.0 ¢ =N
STANDARD 1H OBSERVE - profile S N \L
- - o o N O N
3 R © °
Automation directory: /export/home/ravi/vomrsys/datasauto_2006.07.11 H L ®
File : /export/home/ravi/vnmrays/data/auto 2006.05.20/svr-02-221-col-lpng_2006052001/Proton_01. hﬂ_ Et;NH OH
Sample id : avr-02-221-col-long_ 2006052001 S~
Sample : svr-02-221-col-long
Pulse Seguence: aZpul
Solvent: cdiod :
Temp. 25.0 C / 298B.1 K
Operator: ravi
File: Protomn 01 ]
VEMRS-600 "nmr&0Q" .
-
Relax. delay 2.000 sec f
Pulse 45.0 degrees
Acq. time 2.049 sec |
Width 9615.4 Hz
256 repetitions ™~ -
~ - o
OBSERVE H1, 599.7156086 MHz B - s 'a
DATA PROCESSING - ™ - i
Line broadening 0.2 Hz 1 L L
FT size 65536 T
Total time 17 min, 26 sec i ™ o
e - -
: 2 o
- o I n ~ -
S % \ |
. - [l
= @ _w m ko i
e _ _
| _A
] e — ik — _, & S e e - _ - \_
N L A ; |
,l_ }1 [} J ,.,:L;L_[__ .L_th{]L R s M ey ol frf...f»(|
T T _ T T _ T T T I T T 1 I T T T .m T T IR | T T T T I.m. T T | i 2 _ T
8 7 6 5 4 3 2 ppm
nlnl_ - w_J L 1 ! A | _|_|_ _JL 1 1 |_.|_|_|_ ul_l _.._ et r..|.
1.02 0.95 1.91 1.11 1.12 6.1% 1.12
0.86 1.00 1.03 2.22 0.80 1.15 s.01



Automation directory: fexport/home/ravi/vnmrsys/data/auto_2006.07.11

File : /export/home/ravi/vomrsys/datajauto_2006.05.20/svr-02-221-col_2006052001/Carbon_01.fid
Sample id : svr-02-221-col_2006052001

Sample : svr-02-221-col

Pulse Sequence: s2pul

Solvent: cdiod

Temp. 25.0 C / 298.1 K
Operator: ravi

File: Carbon_01
VIMMRS-600 "nmré600*

Relax. delay 2.000 sec
Pulse 45.0 degreess

Acqg. time 1.300 sec

Width 36764.7 Hz

10000 repetitions

OBSERVE €13, 150.7983713 MH:
DECOUPLE E1l, 599.71B61l75 MHz
Power 42 dB

continuously on

WALTZ-16 modulated

DATA PROCESSING

o —_— ]
Line broadening 0.53Hz - - g8 s
FT aize 131072 o o o o @ S 2
n - - oS
Total time 9 hr, 1l min, 33 sedy - ba I "« ©
- v m S e ] = @ o O
u - o o o o g
3] é@ R
b . N =
a8 T ew
o

175.133
162.231
———157.385
150.584

49.583
49.438

// 49297

//

49.155
48.731

!
I

/J

i

9.421
S11

—41.581
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\
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\—14.082
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——21.009
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STANDARD 1H OBSERVE - profile

Automation directory: /export/home/ravi/vmmrsys/data/auto 2006.07.11
File : /export/home/ravi/vnmrsys/data/fauto_2006.03.16/Proton_01.fid

Sample id : svr-02-129-col_ 2006031601
Sample : svr-02-129-col

Pulse Sequence: s2pul

Solvent: cd3ed

Temp. 25.0 C / 298.1 K
Operator: ravi

File: Protoen 01
VNMRS-600 "nmr600"

Relax. delay 1.000 sec

Pulse 45.0 degrees

Acg. time 2.049 sec

Width 9615.4 Hz

8 repetitions
OBSERVE H1l, 599.7156086 MH=z
DATA PROCESSING

Line broadening 0.2 Hz
FT asize 65536
Total time 0 min, 30 sec

4.845

3.310
—3.308

H S

M

OH O o o N SN
N A\ _
M\M/O o N Z\L
@

Et;NH
OH
o
~
~N
a
Vs
LI N e W

L 7 T T k T T _\ T _ T T i T T T T T i T T M T
8 7 6 5 4 2 ppm
.|<\L ,[_L { | B— _\ﬁ ) FJI. rwg L 1 A.L _|uL r.nﬂL L .\_ ,,JL
1.04 1.04 2.08 2.23  1.14 1.11 9.75
0.94 1.07 1.00 1.14 6.22 1.22



Automation directory: fexport/home/ravi/vnmrsys/data/auto_2006.07.11
File : /export/bome/ravi/vnmrays/datasaute 2006.03.16/Carbon_01.fid
Sample id : avr-02-129-col_2006031601

Sample : svr-02-129-col

Pulse Seguence: s2pul

Solvent: cdied

Temp. 25.0 C / 298.1 K
Operator: ravi
File: Carben_ 01
VHMRS-600 “nmré00"

Relax. delay 1.000 sec
Pulse 45.0 degrees

Acg. time 1.300 sec

width 36764.7 Hz

368 repetitiocns

OBSERVE €13, 150.7985763 MHz
DECOUFLE H1l, 599.71B6175 MHz
Power 42 4B

centinuously on

WALTZ-16 modulated

DATA PROCESSING

Line broadening 0.5 Hz

FT size 131072

Total time 19 min, 42 gl
"

139,541
-133.116
130.137
119.505
118.061
\—116.670

)

wi

-
|
|
|

173.673
160.831
149.031

————156.066

———81.697

78.725
75.700

-69.462

—48.239

48.094
47.952
47.811
47.670
47.528

\

\--u.aas

46.713

———33.745

-
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o

S13



STANDARD 1H OBSERVE - prefile

hutomation directory: /export/home/ravi/vimrsys/data/auto _2006.07.11
File : /export/home/ravi/vomrsys/data/auto 2006.03.21/Proton 02.fid
Sample id : svr-02-135-col 2006032101

Sample : svr-02-135-col

Pulse Sequence: s2pul

Solvent: cd3od
Temp. 25.0 C / 2928.1 K

Operator: ravi b= m m o
File: Proton_ 02 o H I
VAMRS-600 "nmr600° Lo il B
L/ F,\_
Relax. delay 1.000 sec
Pulse 45.0 degrees
Acg. time 2.049 sec
Width 9615.4 Hz
8 repetitiona
OBSERVE H1l, 595.7156078 MHz
DATA PROCESSING
Line broadening 0.2 Hz
PT size 65536
Total time 0 min, 30 sac
> i = T EATY ET — o - —_
| |
- ) z [ ,r.i-IL__r|f-|al\_z G A b
T T T _ T T T T T 1.IJ| = T _ T I_ T I T T T _ T T T 1 =
8 7 6 5 4 3 2 1 ppm
L e L1 (- L e — L 1 ~ —_ W— —_
4.02 2.18 24 2.27 28.46 2.69
2.14 4.22 2.23 4.76 2.38 42.41
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Automation directory: /export/home/ravi/vomrsys/data/auto 2006.07.11
File : /export/home/ravi/vomrsys/data/auto_2006.03.21/Carbon 01.fid
Sample id : svr-02-135-col 2006032101

Sample : svr-02-135-col

Pulse Sequence: s2pul

Solvent: cd3od

Temp. 25.0 C / 298.1 K
Operator: ravi

File: Carbon 01
VNMRS-600 “nmr600"

Relax. delay 1.000 sec
Pulse 45.0 dagrees
Acg. time 1.300 sec
Width 36764.7 Hz

448 repetitions

OBSERVE C13, 150.7983747 MHz
DECOUPLE H1l, 599.7186175 MHz

Power 42 dB
continuously on

DATA PROCESSING

FT size 131072

——174.660

OH O N>

¥ «T )
JS. J
N O N N
° k)
®
Et,NH

@ I~ - o -

™ o N M o~

- iy 3.

o O @ @ o

- == -+ <

49.575

o
L3
-+
= w
WALTZ-16 modulated o o e .ﬂ
‘- -
P 12." n u \\ ﬁ
Line broadening 0.5 Hz m oo - \ .
o T Mmoo _L ]
a ‘. - -.u | ™ o o
Total time 19 min, 42 sec 5e8 L4 = ” r \_
a2 4 2a i 3 r
ng 3L i R g : -
™ 1 - e N ﬂ _
- . b b M o
n" M W h - o™ _
g g9+ _ LT _
= s || |
~ |
- |
- |
| |
1
|
|
__.I_..—. T T 1 _ L B B | " _ T T 57T _ LI L) T 11 7T m T T _ L L i |
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STANDARD 1H OBSERVE - profile

hﬁnoeﬁn.wou. directory: \onnvunn\gnbxﬂoc.wmdsu._ﬂm%u\.uwnbannnolwacm.aq."_.“_.ﬂ
File : /export/home/ravi/vomrsys/datafauto_2006.03.23/Proton 01.£id ow

Sample id : sve-02-137-col_ 2006032301 T
Bample : svr-02-137-col

Pulse Sequence: sZpul

Solvent: cd3od G
Temp. -25.0 ¢ / 298.1 K
Operator: ravi

File: Protom 01
VNMRS-600 “"nmr600"

Relax. delay 1.000 sec
Pulse 45.0 degrees

Acg. time 2.049 sec

Width 9615.4 Hz

8 repetitions

OBSERVE H1, 599.7156092 MH=z
DATA PROCESSING

Line broadening 0.2 Hz

PT size 65536
Total time 0 min, 30 sec

-3.310
-3.206

/
R i

3.194

—1.314

1.02 0.96 2.00
0.50 1.04 1.17

2.15 1.18 1.43
1.14 2.84 12.

1.289

38
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Automation directory:

Pulse Sequence: s2pul

Solvent: cd3od

Temp. 25.0 C / 298.1 K
Operator: ravi
File: Carbon_02
VNMRS-600 “"nmr600"

Relax. delay 2.000 sec
Pulse 45.0 degrees
Acg. time 1.300 sec
Width 36764.7 Hz

528 repetitions

OBSERVE (€13, 150.7983724 MHz
DECOUPLE H1, 599.7186175 MHz

Power 42 4B
continuously on
WALTZ-16 modulated
DATA PROCESSING
Line broadening 0.5
FT size 131072
Total time 55 min, 9 |s

—g— 153,575

150.858

162.131

——————174.783
————157.365

141.138

134.412

131.410

—119.394

120.975

118.014

/export/home/ravi/vonmrsys/data/auto_2006.07.11
File : /export/home/ravi/vomrsys/data/auto_2006.03.23/Carbon_02.£fid
Sample id : svr-02-137-col-cl3_2006032301

Sample : svr-02-137-col-cl3

—-73.749

57.213

49.724

--48.657
—A48.567

o
I

—-48.541
-48.526

@)

[or4
e
7%
FES
O
[zgi/qbz
z
\.

-48.3&%@

_4\ \

)

O

48.512
48.370
-48.087
--36.559

9.380

\
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STANDARD l1H OBSERVE - profile

Automation directory: /export/home/ravi/vonmrsys/data/auto 2006.07.11
File : /export/home/ravi/vomrsys/data/auto_2006.03.02/Proton_Dl.£fid

Sample id : svr-02-103-col_ 2006030201
Sample : svr-02-103-col

Pulse Sequence: a2pul

Solvent: cdiod

Temp. 25.0 C / 29B.1 K
Operator: ravi

File: Proton_01
VHMRE-600 “nmr&00"

Relax. delay 1.000 sec
Pulse 45.0 degrees

Acg. time 2.049 sec

wWidth 9615.4 Hz

B repetitions

OBSERVE H1, 599.7156086 MHz
DATA PROCESSING

Line brocadening 0.2 Hz

PT size 65536

Total time 0 min, 30 sec

4.844

OH O NS
QP ¢ N
Z\m/o N z\L
o, Lo
Et;NH

1.290

3.310

T —_—
= — o ﬂl
\T o 4 ot — = | .
_ . L |
= 5 ! | R A R T
_|_|_||d = T T T T T T T 5 T _ T T T T LA T T _ T

8 7 6 3 2 ppm
B e ST I g b ! s
1.67 1.06 2.30 2.31 7.73

Q.93 2.00 27 5.26
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N B
OH O nN/%o A\ _ \7__

STANDARD 1H OBSERVE - profile N~ /Ol_\o N~ S\
STANDARD 1H OBSERVE - profile P e ®® L

< @ n o - Et;NH

Automation directory: /export/home/ravi/vnmrays/data/auto 2006.07.11 m M M .._“ “ M

File : /export/home/ravi/vnmrsys/data/autc_2006.03.02/Carbon_01.fid o T TET v o
Sample id : svr-02-103-col-cl3_2006030201 * oL hoes P
Sample : avr-02-103-col-¢l3 Y 3

Pulse Beguence: s2pul . \\\

Solvent: cdiod

Temp. 25.0 C / 298.1 K
Operator: ravi
File: Carbon_01
VHMRS-600 “"nmr&600"

Relax. delay 1.000 sec

Pulee 45.0 degrees

Acg. time 1.300 sec

Width 36764.7 Hz

768 repetitions
OBSERVE €13, 150.7983713 MH:z
DECOUPLE H1l, 599.7186175 MHz

Power 42 dB E:

continucusly om -

WALTZ-16 modulated -

DATA FPROCESSING -

Line broadening 0.5 Hz r 8
PT size 131072 2 a i \\ &
Total time 38 min, 29 sec i w3 - 1

2 8 28 m a 0 2 ~
2 v - ST T s LY o
- - ] ¢ 4 %\ s Ir 1
S s la | _ 4 <
38 ﬁ g |
| |
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HPLC Purity of Inhibitors. HPLC purity was determined for all final target inhibitors
8-13. For all inhibitors two separate reverse-phase HPLC conditions were performed. An
Agilent Eclipse XDB-C18 column (4.6 x 150 mm, 5 um particle size) (Col 1) or Varian
Microsorb MV 100-5 C18 column (4.6 X 250 mm, 5 um particle size) (Col 2) with
detection at 254 nm and the indicated HPLC conditions (Methods A—L) as described
below was employed to determine the purity of inhibitors.

Method A: 0-20 min: gradient 10%—100% B; isocratic 20-25 min: 100% B; gradient 25—
27 min: 100%-10%B; A: 0.04 M triethyammonium bicarbonate; B: 70% CH;CN-H,0,
flow rate 0.5 ml/min, Col 2.

Method B: 0—14 min: isocratic 30% B; gradient 14—15 min: 30-100% B; isocratic 15-22
min: 100% B; A: 0.05 M triethyammonium bicarbonate; B: 70% CH;CN-H,O, flow rate
0.5 ml/min, Col 2.

Method C: 0-20 min: gradient 0%-90% B; isocratic 20-27 min: 90% B. A: 0.01 M
ammonium formate; B: 90% CH;CN-H,O, flow rate 0.8 ml/min, Col 1.

Method D: 0—18 min: isocratic 25% B; gradient 18—20 min: 25-100% B; isocratic 20-23
min: 100% B, A: 0.01 M ammonium formate; B: 90% CH;CN-H,O, flow rate 0.8
ml/min, Col 1.

Method E: 0-20 min: gradient 10%—-100% B; isocratic 20-25 min: 100% B; gradient 25—
27 min: 100%-10%B; A: 0.05 M ammonium formate; B: 70% CH;CN-H,O, flow rate
0.5 ml/min, Col 2.

Method F: 0-30 min: gradient 10%—100% B; isocratic 30-35 min: 100% B; gradient 35—
37 min: 100%-10%B; A: 0.04 M triethyammonium bicarbonate; B: 70% CH;CN-H,0,
flow rate 0.5 ml/min, Col 2.

Method G: 0-30 min: gradient 10%—100% B; isocratic 30-35 min: 100% B; gradient 35—
37 min: 100%—-10%B; A: 0.04 M triethyammonium bicarbonate; B: 70% CH3;CN-H,O,
flow rate 0.5 ml/min, Col 2.

Method H: 0-20 min: gradient 10%—-100% B; isocratic 20-25 min: 100% B; gradient 25—
27 min: 100%-10%B; A: 0.04 M triethyammonium bicarbonate; B: 70% CH3;CN-H,0,
flow rate 0.5 ml/min, Col 2.

Method I: 0-20 min: gradient 10-100% B; isocratic 20-22 min: 100% B; gradient 22-24
min: 100-10% B; isocratic 24-30 min: 100% B, A: 0.04 M triethyammonium
bicarbonate; B: 70% CH3CN-H,0, flow rate 0.5 ml/min, Col 2.

Method J: 0-30 min: isocratic 55% B; 30-35 min: gradient 55-100% B; 30—40 min:
gradient 100-55% B. A: 0.04 M triethyammonium bicarbonate; B: 70% CH3;CN-H,O,
flow rate 0.5 ml/min, Col 2.
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Table S1. HPLC Purity of Inhibitors

Inhibitor ~ Method Retention time Purity
8 A 11.7 99%
B 11.2 97%
9 C 9.3 96%
D 3.5 96%
10 E 17.3 96%
F 20.1 94%
11 G 21.3 80%
12 H 18.5 82%
13 I 17.5 98%
J 20.1 97%
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