Appendix

Appendix A - Thermograms
Figure A1-A16 shows the thermograms derived from ITC runs. Five runs of 0% DMSO (SB005, SB006, SB0O15,

SB016, SB020), three runs of 2% DMSO (SB007, SB008, SB019), five runs of 6% (SB009, SB010, SB013), and three
runs of 10% (SB011, SB012, SB017) are presented below.

25



time (s)
0 1000 2000 3000 4000

O_ VV’V’V}/’TV’V’Y‘FFF

DP (ucal/s)
|
N

heat of injection
(kcal/mol)

_10_

0.71 = |
0.32 F \’L

~0.07 bz - - - -

residuals

molar ratio

SB005 DMSO 0%




0 1000

time (s)
2000 3000

DP (ucal/s)

( VV’VYVVTV’

heat of injection
(kcal/mol)

_10_

0.29 F 5 5
0.04
-0.20

residuals

—— SB006 DMSO 0%

(3.0 05 10 15 20 25 3.0

molar ratio




time (s)
0 1000 2000 3000 4000

0’(((((( [[ [rrrrrrrr
_1_
»
S -2t
=
a
_3_
._.4_
O_I II I' Il I|
c -2
RS
85 -4t
£
38 -6r
— X
Sv
c -8 F
" -10
© 0.15 F1 1 J f {
$ —0.03 u : :
= 0 1 2 3 4

SB007 DMSO 2%] molar ratio




time (s)
0 1000 2000 3000 4000

0-( V[(fvrrrrrrr
_1_
0
[ -2 r
O
=
5 -3t
_4_
O_| L L L -
- —2r
QO
ST -4t
£
5§ -6t
— X
0 ~
k= -8 1
10 -
% , . | | |
© 0.11" 1 ) | |
._5_0_20_ Y‘——_W
$_0.51" 1 I ; |

—— SB008 DMSO 2% molar ratio




time (s)
0 1000 2000 3000 4000

0.0F M“erw

DP (ucal/s)
I
N
o5

heat of injection
(kcal/mol)

0.09 = | | | |

-0.08 |
—021 =M 1 1 1 1

residuals

[— 'SB009 DMSO 6% molar ratio




DP (ucal/s)

heat of injection
(kcal/mol)

-8

0-16
0.03
-0.10

residuals

time (s)

1000 2000 3000

4000

|

(

|

([(l{ (rrrr

FrEE

,—

SB010 DMSO 6%

molar ratio




time (s)

0 1000 2000 3000 4000

0.0F ( ( (

-0.5F

-1.0r

=15}

DP (ucalls)

(

i

heat of injection
(kcal/mol)
!
»

_10_

residuals

-0.19

0.17 I |
-0.01 - \/_\/\/ |

0.0 0.5 10
—— SB014 DMSO G%J molar ratio

1.5



time (s)

0 1000 2000 3000 4000

COTTTTITryrer

[

-1.5r

DP (ucal/s)

heat of injection
(kcal/mol)
!
»

_10_

0.25 5 I

residuals

0.01+ W i
-0.22

0.0 05 1.0
molar ratio

—— SB015 DMSO O%J

1.5 2.0



time (s)

0 1000 2000 3000 4000

COTIrrrrrrr rir VH”'
0.9 1
@
= -10°¢ -
O
=
0 _q5l i
2 5
-2.0F 1
_2.5| L . | : T -
_2_ s
c
is -
O
g -
RS
g:‘_‘/ -8t .
e
_10_ -
= 0.24 H | | | =
_-5 0.06 \/_/\//_
8—0_12—| 1 1 1 =
= 0.0 0.5 1.0

— SB016 DMSO 0% | molar ratio

1.5



time (s)

0 1000 2000 3000 4000

0_ [

DP (ucal/s)

y[ [rroerooor

heat of injection
(kcal/mol)
|
LN

residuals

0.28 = i
-0.10 F \/\/\
-0.62

[— SB017 DMSO 10%

molar ratio



0 1000

time (s)
2000 3000 4000

T

DP (ucal/s)

M( HHHTH

heat of injection
(kcal/mol)

O S
—_—
@D
LI

o
(0
T

residuals

~0.07 L -

[— SB018 DMSO 6%

molar ratio



time (s)
0 1000 2000 3000 4000

°l | M( rrrrTT

DP (ucalls)

heat of injection
(kcal/mol)

_10_

0.37 - ; , :
0.13
_0.12" 1 : | |

residuals

—__ SB019 DMSO 2% | Mmolarratio




time (s)

0 1000 2000 3000 4000

|

T

0_
_1_
0
©
ER
R
)
_3_
_4_
O_I L
_2_
c
ke
S=  -4r
£E
R
5
o -8 1
e
_10_
= 0.25F i
)
O
CD 1 1
. !

~0.10} \/—\/
-0.45

— SB020 DMSO 0%]

molar ratio




Appendix B - CPMG relaxation Dispersions

Figure B1-B12 shows relaxation data for twelve dispersions (D148, F157, F159, 1145, K176, L177, N143, N160,
N174, R144, V155, and V172) derived from the 2% DMSO CPMG experiment, and plotted in CPMG-fit.
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Dispersion for residue 105 labelled W1 72HMN-W172M
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Figure B13-B24 shows relaxation data for twelve dispersions (D148, F157, F159, 1145, K176, L177, N143, N160,
N174, R144, V155, and V172) derived from the 6% DMSO CPMG experiment, and plotted in CPMG-fit.
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Figure B25-B36 shows relaxation data for twelve dispersions (D148, F157, F159, 1145, K176, L177, N143, N160,
N174, R144, V155, and V172) derived from the 10% DMSO CPMG experiment, and plotted in CPMG-fit.
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Figures B37-B50 show common relaxation data for 14 dispersions located outside the binding site (A216, D215,
G136, H208, K199, K210, Q220, V202, V204, V213, F192, Q187, E230, V225) derived from the 2% DMSO CPMG
experiment, and plotted in CPMG-fit.
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Dispersion for residue 43 labelled K199HMN-K193/M
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Average B2: Result from global fit, group 2:
<Fgr = 13.51 57 k= 163400+ 441055 Fgg, = 12762018 %"

By = 0.966 = 0.005
§=0.80+0.09 ppm
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Dispersion for residue 13 labelled E230HMN-E230M

142 T T T T T T T T T
14 -
138 -
136 % .
134 % .
-
jaal e T e SRASREEEE R R LR R R R R EEEREE _|_ ....... E ............... |
13 | }; ) - -—§——u—
128 % .
| | 1 | | | | |
1 100 200 300 400 S00 GO0 oo Sa0 00 1000
Y (2D
Average B2: Result from global fit, group 3:
<Ryr = 13.24 57 k =351 45+9352 5" R, =13.1320035"
[ 19 |
B, = 0833 £ 0.029
d=0.14+0.01 ppm
Dispersion for residue 110 labelled W225HMN-V225N
1?5 T T T T T T T T T

1 3 1 1 1 1 1 1 1 1 1
0 100 200 300 400 500 00 700 £00 900 1000
Vo (H22
Average B2: Result from global fit, group 3:
<Ry = 14.22 5! k, = 351459352 g Figg, = 13.87 2 0.05 7!

By = 08330029
=024 001 ppm
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Figures B51-B64 show common relaxation data for 14 dispersions located outside the binding site (A216, D215,
G136, H208, K199, K210, Q220, V202, V204, V213, F192, Q187, E230, V225) derived from the 6% DMSO CPMG
experiment, and plotted in CPMG-fit.
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Dispersion for residue 4 labelled 2216HM-2216N
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126 .
12.5
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12
114
113
1.7 L L 1 L L L L L
1] 100 200 300 400 500 GO0 vog o0 900 1000
Yep (Hz}
Average B2: Result from global fit, group 1:
<Ryr = 121457 k.= 265846 + 10085 57! Fgg, = 1172005 5"
p,, = 0.966 0,002
& =066 £ 0.04 ppm
Dispersion for resicdue 10 labeled D215HM-D215M
18.5 T T T T T T T T T

1 4 5 1 1 1 1 1 1 1 1 1
0 100 200 300 400 500 00 700 £00 900 1000
Vo (H22
Average B2: Result from global fit, group 1:
<Rye, = 16.33 5! k. = 265846 + 100,88 7! Figg, = 14.47 20,13 7!

By = 0966 = 0.002
§=140£007 ppm
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Dispersion for resicdue 25 labelled G136HM-G13EMN

1 4 8 T T T T T T T T T
146 -
144
142
14
138
136
134
1 3 2 1 1 1 1 1 1 1 1 1
0 100 200 300 400 S00 &0 oo 00 a0a 1000
ch (Hz3
Average B2: Result from global fit, group 1:
<Ryr = 13925 k.= 265846 + 10085 57! Fgg, = 1361 £ 0105
p,, = 0.966 0,002
& =057 £0.09 ppm
Dispersion for residue 31 labelled H2083HM-H203N
20 T T T T T T T T T
19.5
19
18.5
15
17.5
17
16.5
16
1525
15 | | 1 | | | | | |
0 100 200 300 400 S00 &0 oo 00 a0a 1000
W op (Hzy
Average B2: Result from global fit, group 1:
<Ryr = 177057 k.= 265846 + 10085 57! Fgg, = 1552020 5"

n, = 0.986 £ 0.002
§=1.52+0.09 ppm
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Dispersion for residue 32 labelled H223HM-H223N

1000
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184 —
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18
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15
143 ' ' ' ' ' ' ' ' '
0 100 200 300 400 500 BOO FO0 800 800
¥op (H23
Average B2: Result from global fit, group 1:
<Ryr = 15.51 57 k.= 265846 + 10085 57! Fgg, = 1482010 5"
n, = 0966 + 0,002
§=0.78 £ 0.06 ppm
Dispersion for residue 43 labelled K199HMN-KE193/M
165 . . T . . . . . .
186 —
16.4
162
18
153
156
15.4
152
15
14'80 100 200 300 400 500 BOO FO0 800 800
¥op (H23
Average B2: Result from global fit, group 1:
<Fyr = 15.40 57 k.= 265846 + 10085 57! Fgg, = 1488 £ 005 57!

n, = 0.986 £ 0.002
§=0.73 £ 0.06 ppm

69



Ryts )

32

20

17.5

16.5

15.5

Dispersion for residue 44 labelled K210HMN-E210/M

| | 1 | | | | | |
n 100 200 300 400 500 G00 Foo oon o0 1000
Vg (H2D
Average B2: Result from global fit, group 1:
<FRy» = 2583 57 k.= 265846 + 10085 57! Fgg, = 1935020 5"
1, = 0.966 £ 0.002
G=268+0.11 ppm
Dispersion for residue 75 labelled Q220HM-0220MN
T T T T T T T T T

a 100 200

300 400 500 G0 roo Soo 00 1000
Vo (H2)

Average B2:
<Ry = 16.34 57

Result from global fit, group 1:
k“ = 2553 46 + 100.55 5
By = 0966 £ 0.002

§=1.02 +0.06 ppm

- -
Figg,=153320.10%
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15.5

18.5

17.5

16.5

Dispersion for residoe 100 labelled W202HM-W202M

| | 1 | | |
n 100 200 300 400 500 G00 Foo oon o0 1000
Vg (H2D

Average B2: Result from global fit, group 1:

<Ry = 16.07 57 k.= 265846 + 10085 57! Fgg, = 15.16 019 57!
1, = 0.966 £ 0.002
§=097£0.10 ppm

Dispersion for residue 101 labelled w204 HN-204 M

T T T T T T T

1 1 1 1 1 1 1 1 1
0 100 200 300 400 500 00 700 £00 900 1000
¥op (H23
Average B2: Result from global fit, group 1:
<Ry, = 17 86 5! k,. = 2658 .46 + 100,53 ! Fgg, = 16782 0.15 !

n, = 0.986 £ 0.002
§=1.06+0.08 ppm

71



Dispersion for residue 102 labelled W21 3HN-W213M

1 1 1 1 1 1 1 1 1
100 200 300 400 500 00 700 £00 900 1000
¥op (H23
Average B2: Result from global fit, group 1:
<Ry, = 1561 5! k,. = 2658 .46 + 100,53 ! Figg, = 13.84 £ 0.06 !

n, = 0.986 £ 0.002
& =137 £0.05 ppm
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Dispersion for residue 21 labelled F192HMN-F192M

100 200

300 400 500 G0 roo Soo 00
Vo (H2)

Average B2:
<Ryr = 11325

Result from global fit, group 2:
k“ = 153089 £ 126.23 5
By = 0929 £ 0.004

§ =038 +0.02 ppm

- -
Figg, = 1093 2 0.06 2

Dispersion for resicdue 73 labeled Q187HM-G187N

16.5

15.5

1 4 5 1 1 1 1 1 1 1 1 1
0 100 200 300 400 500 00 700 £00 900 1000
Vo (H22
Average B2: Result from global fit, group 2:
<Rye, = 1552 5! k, = 153089 + 126,23 7! Figg, = 14.82 2 0.04 7!

By = 0929 £ 0.004
§=055+£0.01 ppm
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14.4

142

138

Dispersion for residue 16 labelled E230HMN-E230M

1000
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100 200 300 400 500 00 700 £00 900
¥op (H23
Average B2: Result from global fit, group 3:
<Ry, = 14.39 5! k. = 1079.29 + 456 90 ! Fgg, = 14.21 20,08 !

p, = 0.900 £ 0.042
§=0.23+0.04 ppm

Dispersion for residue 103 labelled W225HMN-W225N

1000

1 1 1 1 1 1 1 1 1
100 200 300 400 500 00 700 £00 900
Vo (H22
Average B2: Result from global fit, group 3:
<Ry, = 15.43 5! k. = 1079.29 + 466,90 7! Fgg, = 14762027 7!

By = 0900 0042
§=043+£007 ppm
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Figures B65-B78 show common relaxation data for 12 dispersions located outside the binding site (A216, D215,
G136, H208, K199, K210, Q220, V202, V204, V213, F192, Q187) derived from the 10% DMSO CPMG experiment,
and plotted in CPMG-fit.
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Dispersion for residue 5 labelled 2216HM-2216N
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Average B2: Result from global fit, group 1:
<Ryr = 133257 k.= 392541 6627 57! Fgg, = 1248 £ 002 57!
p,, = 0.956 £ 0.001
§=0.92+0.02 ppm
Dispersion for resicdue 13 labeled D215HM-D215M
El:l T T T T T T T T T

By = 0956 +0.0M
G=174+£003 ppm

1 Ei 1 1 1 1 1 1 1 1 1
0 100 200 300 400 500 00 700 £00 900 1000
Vo (H22
Average B2: Result from global fit, group 1:
<Ry, = 17.90 5! k, = 392541 * 6627 5! Figg, = 14.94 20,08 7!
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Dispersion for resicdue 29 labelled G136HM-G13EMN
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Average B2:

_ -1
{HE>I =15058 3

Result from global fit, group 1:
k“ = 392541 tBE27 57
By = 0956 £ 0.0M

§=0.72 £ 0.06 ppm

- -
Figg, = 145720093

Dispersion for residue 35 labelled H2083HM-H203N
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0 100 200 300 400 500 00 700 £00 900 1000
¥op (H23
Average B2: Result from global fit, group 1:
<Ry = 19,42 5! k, = 392541 * 6627 g! Fgg, = 16432073 !

n, = 0.956 £ 0.001
§=1.75+0.21 ppm
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Dispersion for resicdue 36 labelled H222HM-H222M
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Average B2: Result from global fit, group 1:
<Ryr = 17.03 5" k.= 392541 6627 57! Fgg, = 1626 £ 0.07 57!
p,, = 0.956 £ 0.001
& =089 +0.04 ppm
Dispersion for residue 49 labelled K199HMN-K193/M
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174+ -
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17
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Average B2: Result from global fit, group 1:
<Ry = 16.46 57 k.= 392541 6627 57! Fgg, = 1559 £ 009 57!

n, = 0.956 £ 0.001
§=0.93+0.05 ppm
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Dispersion for residue 50 labelled K210HMN-E210/M
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ch iHz)
Average B2: Result from global fit, group 1:
<Ryr =27 5357 k.= 392541 6627 57! Fag, = 179320155
p,, = 0.956 £ 0.001
§=3.19+0.05ppm
Dispersion for resicdue S0 labelled Q220HM-0220MN
1 9 T T T T T T T T T
18.5
15
17.5
17
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0 100 200 300 400 S00 &0 oo 00 a0a 1000
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Average B2: Result from global fit, group 1:
<Ryr = 174257 k.= 392541 6627 57! Fgg, = 1579009 5"

n, = 0.956 £ 0.001
§=1.29+0.04 ppm
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Average B2: Result from global fit, group 1:
<Ryr = 17.50 5" k.= 392541 6627 57! Fag, = 1624 £ 018 5"
p,, = 0.956 £ 0.001
§=1.13+0.08 ppm
Dispersion for residue 103 labelled 204 HM-204 M
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2051 i) .
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Average B2: Result from global fit, group 1:
<Fyr = 194357 k.= 392541 6627 57! Fgg, = 1797 £ 004 57!

Dispersion for residue 107 labelled W202HMN-W202M

n, = 0.956 £ 0.001
§=1.22+0.02 ppm
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Dispersion for residue 110 labelled W21 3HN-W213M
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Average B2: Result from global fit, group 1:
<Ry, = 16.78 5! k, = 392541 * 6627 g! Fgg, = 1398 011 !

n, = 0.956 £ 0.001
§=1.,69+0.04 ppm
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Dispersion for residue 25 labelled F192HMN-F192M
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Average B2:
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Result from global fit, group 2:
k“ = 182532 £+ 379.50 5
By = 09330009

§=0.48 £ 0.04 ppm
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Figg,=12.11 20,102

Dispersion for resicdue 78 labeled Q187HM-G187N
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0 100 200 300 400 500 00 700 £00 900
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Average B2: Result from global fit, group 2:
<FRye, = 1663 5! k. = 162532 + 379,50 7! Figg, = 15.59 210,19 7!

By = 0939 +0.009
=074 +£0.05ppm
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