Tumbale et al., "Mechanism of APTX Nicked DNA Sensing and
Pleiotropic Inactivation in Neurodegenerative Disease"

Expanded View Dataset EV1:

Thermal Shift Assay Data linked to Figure 3C



p(;/;/i?il(lan SParI(r)T:(Fa):g Conditions C‘lqlrﬁu(l?(t;?d Averége Tm SD Delta Tm
A1 WT DMSO 50.23 = =
A2 WT DMSO 49.83 50.05 0.2

A3 WT DMSO 50.1

A4 WT AMP 53 >
A5 WT AMP 53.37 53.36 0.36

A6 WT AMP 53.71

A7 D185E DMSO unstable

A8 D185E DMSO unstable

AQ D185E DMSO unstable

A10 D185E AMP 40.04 )
A11 D185E AMP 39.52 39.47 0.6

A12 D185E AMP 38.84

B1 K197Q DMSO 47.66

B2 K197Q DMSO 47.51 47.34 0.43

B3 K197Q DMSO 46.86

B4 K197Q AMP 48.57 057
B5 K197Q AMP 47.41 47.91 0.6

B6 K197Q AMP 47.75

B7 R199H DMSO 43.19

B8 R199H DMSO 43.32 43.22 0.09

B9 R199H DMSO 43.15

B10 R199H AMP 48.79 >57
B11 R199H AMP 48.73 48.79 0.06

B12 R199H AMP 48.85

C1 H201Q DMSO unstable

c2 H201Q DMSO unstable

c3 H201Q DMSO unstable

ca H201Q AMP 35.07 )
c5 H201Q AMP 34.91 35.08 0.18

C6 H201Q AMP 35.26

C7 L223P DMSO unstable

c8 L223P DMSO unstable

c9 L223P DMSO unstable

c10 L223P AMP 40.09 )
c11 L223P AMP 39.74 40.07 0.33

c12 L223P AMP 40.39

D1 S242N DMSO 46.51 46.48 0.04 5.19




D2 S242N DMSO 46.43

D3 S242N DMSO 46.49

D4 S242N AMP 51.52

D5 S242N AMP 51.6 51.66 0.18

D6 S242N AMP 51.87

D7 L248M DMSO 50

D8 L248M DMSO 49.97 49.95 0.06

D9 L248M DMSO 49.88 |

D10 L248M AMP 54.35 404
D11 L248M AMP 54.25 54.59 0.5

D12 L248M AMP 55.17

E1 D267G DMSO 34.18

E2 D267G DMSO 34.87 34.49 0.35

E3 D267G DMSO 34.43

E4 D267G AMP 38.12 527
E5 D267G AMP 37.48 37.76 0.33

E6 D267G AMP 37.68

E7 V263G DMSO unstable

ES V263G DMSO unstable

EQ V263G DMSO unstable

E10 V263G AMP 37.11 )
E11 V263G AMP 37.43 37.49 0.42

E12 V263G AMP 37.94 |

F1 W297R DMSO 426

F2 W297R DMSO 42.64 42.64 0.05

F3 W297R DMSO 42.69 |

Fa W297R AMP 45.39 %28
F5 W297R AMP 45.25 45.92 1.05

F6 W297R AMP 47.13 |

F7 R306X DMSO 46.35

F8 R306X DMSO 46.19 46.23 0.11

Fo R306X DMSO 46.15 |

F10 R306X AMP 47.76 e
F11 R306X AMP 475 47.74 0.24

F12 R306X AMP 47.97




Well A1

Well A2
2000 -
.. [ )
.. ...
° 3000 - o
° [ )
o. 0.
.. ...
1500 - = -..
o
o. S A
%, %,
o
0\ 2000 -
§ % c_g ]
91000 - o, 5
%} %, [}
[ ]
L ]
1000 -
500 -
B Tm = 49.8
0- SE = +/-0.03 0- SE = +/-0.022
I R2 =I0983 I I R2 = I0986
40 60 80 40 60 80
Temp Temp
Well A3 Well A4
2000 - >
[ )
[ ]
.. [ ]
[ ) o
([ ] [ )
[ ]
- 4000 - .
[ ] [ ]
o °
1500 - 0 :
[ ) [ ]
.. P
o ([ ]
“ 3000 - %
.. [ ]
'Y A
— % — e
© % © ..o
51000 - LY IS} ~
n % n .o~.
2000 - o
.
[
500 -
1000 -
Tm = 50.1 Tm =53
0- SE = +/-0.02 0- SE = +/-0.028
! R2 = I0_973 ! ! R2 = 0.992 !
40 60 80 40 60
Temp

80
Temp



Well A5

Well A6
.. .
.. ...
% 4000 - %
([ ] [ )
0. O...
[ ]
2000 - ° o
[ ) [ )
/ ° .o.
'o p %
. 3000 - '\\
[ ]
[ )
o
[ ]
[ “ T
[ ]
IS} .5
n « D 2000 -
1000 -
1000 -
Tm=53.4 Tm =537
0- SE = +/-0.028 0- SE = +/-0.016
. R2,=0.985 . . R2,=0.985
40 60 80 40 60 80
Temp Temp
Well A7 Well A8
[ ]
O -
0 -
© -1000 - ©
C C
2 D2-1000 -
n n
-2000 -
-2000 -
I I I I I I
40 60 80 40 60
Temp

Temp



Well A10

Well A9

°
oooo
°®
°®
°®
°®
°
°® _o
°® ©
o°*®
°
o°*
°
°®
°®
°
... ol m
() O
oooo M1 © o
e
o )
<+ F c
LI I
Ewa
=
- - o
=
1 1 1 1
o o o o
o o o
o o o
™ (aV] —
leubis
O
[oe]
Q.
o
o~ |6nmu
[
<
c
)
o
Mr4
—l
1 1 1
o o o
o o
o o
4 g

Well A12

Well A11

oooo
o*’
°
)
°
°
°® -0
°® @
°
°
°
°
°
°
°
°
°
°
°
°
oooo o
o°® < |%m
°® () (V)
°® 803 [t
o 2 (o2}
~0C o J @
e® 0 + o
@ o
E W
[ o
- <t
1 1 1 1 1 1 1
o o o o o o o
o o o o o o
o o o o (@] o
0 < ™ Al — 4
leubis
)
o*®
o®
®
o
o
°
®
o
)
°
°® )
°® @
°
°
°
)
°
o ®
°
°
°
°
°
oooo - o
000 7o) _o &
o O
°o® ) < ()
o®® 5.n_U9 =
o® D - D
.0 ™D + o
)
o L T |
mEm
()] o
<
1 1 1 1
o o o o
o o o
o o o
< N <

leubis



Signal

Well B1

1500 -
: K 1000 -
[ ]
o
[ )
[ ]
[ ]
[ ]
[ )
[ ]
[ ]
p 750 -
[ ]
J ..
1000 - 3
...
[ )
(]
g \ g S0
D g
i ()
500 -
250 -
0 -
Tm =47.7
07 SE = +/-0.042
I | !
40 60 80
Temp
Well B3
E 4000 -
[ ]
1500 - |
[ ]
[ )
[ )
[ ]
[ ]
Y 3000 -
[ ]
; [ ]
[ ]
1000 - :
[ ]
Y T
a A C
m —
.- & 2000
o
[ )
o
[ ]
(]
( ]
500 - ’
..
'-\ 1000 -
Tm = 46.9
0- SE = +/-0.035 .
! R2 = 0|982 I |
40 60 80 o
Temp

40

Well B2

SE = +/-0.043
R2 =0.977

60
Temp

Well B4

N

Tm =48.6
SE = +/-0.028

60

80
Temp



Well B5

Well B6
Y 5000 -
[ )
([ ]
4000 - o %,
o ..
.. ')
[ ) ..
° 4000 - —
.. ..
... o
® X
3000 - % d s
o ([
.. ..
: ‘e 3000 - %
i st [ )
0 2000 - ‘ ~ 2 "
2000 - ~
1000 -
1000 -
Tm=47.4 Tm=47.8
0- SE = +/-0.027 0- SE = +/-0.022
! R2 = 01991 ! ! R2 = 0|99 !
40 60 80 40 60 80
Temp Temp
Well B7 Well B8
o 4000 - %
[ ]
3000 - 3 .
.. °
(] ..
[ )
° [ ]
[ ) [ )
[ ] [ ]
o) 3000 - o
° [ )
° [ ]
2000 - ~ .
—_ .o — °
© [ o °
5 °. 5 ;
o ! ... & 2000 - . .
.. [ ]
[ ) [ ]
., B
1000 - -, e
'-.. A
X 1000 - -
o [ ]
[ )
([ ]
[ )
...
..
[ )
Tm=43.2 Tm = 43.3 '..
0- SE = +/-0.033 0- SE = +/-0.041 .
! R2 = 0_98{1 ! ! R2 = 0_99? !
40 60 80 40 60
Temp

Temp



Well B10
4000 -
5000 -
0. .
[ ] ..
[ ] [ ]
([ ] [ )
° A
4000 - . o
PY [ ]
| 3000 - °
° [}
o
.. | ..
° [ )
3000 - z .
° ’.
_ [ ] — ..
S . . ® 2000 - ’ .
D ® D ..
? 2000 - [ n X
.. ...
[ ] [ )
O. ..
.. ..
1000 - % 1000 -
..
..
.. ...
Tm = 43.1 %,
0- SE = +/-0.039 .,
R2 =0.993 %, Ul i
S 0- SE = +/-0.026
1 1 1 1 R2 =(Q.989 1
40 60 80 40 60 80
Temp Temp
Well B11 Well B12
4000 - 3 X
= 3000 - %,
.. 'Y
° [ )
° [ ]
[ ) ..
o. ..
[ ] ..
3000 - o .
p ° °
.. / ...
. 2000 - o
[ ) ..
(]
[ ]
T % T | °
g72000 - “ 5 K’
.. .0
% %
[ ]
[ )
[ ]
° 1000 -
1000 -
Tm =48.7 Tm =48.9
0- SE = +/-0.021 0- SE = +/-0.019
! R2 = q.987 ! ! R2 = q_982 !
40 60 80 40 60 80
Temp

Temp



Well C1

Well C2
0- . -
@
-1000 -
T -1000 - _
C c
D g
’ (]
—-2000 -
—-2000 -
-3000 -
-3000 -
I ! I | | |
o Temp
e Well C4
1000 -
..
[ )
o
([ ]
..
i 2500 - s
o
[ ]
(]
[ ]
o
[ ]
-1000 - ..
[ ]
Tm =35.1 .
— ) i |
g g SE = +/-0.05 ..
’ 3 R2 =0.993 1
& —2000 - g ..
(]
[ ]
[ ]
[ ]
..
-3000 - . ..
[ )
[ ]
[ )
[ )
([ ]
[ ]
-4000 - ..
[ )
[ )
..
-5000 - :
o
I ! I | | |
Temp



Well C5

Well C6
[ )
[ ]
... ..Q
° [ )
° [ ]
A o
2500 - A %
° [ ]
A 2000 - °
® (]
° [ )
° o
o. 0.
[ ) [ ]
[ ] [ ]
[ )
. [ ]
_ . Tm =349 5 = 5
- ®
© SE = +/-0.061 . c Tm =353 R
S R2 = 0.993 . 2 0- SE = +/-0.045 .
® o ® 099 Y
2 R2 = 0.99 .
° [ )
° [ ]
° [ ]
° ([ ]
° [ )
° (]
° [ ]
—2500 - % '
[ ] ..
. —2000 - .
° [ ]
.. ..
o' .'
[ ] ..
.. ..
.. o
-5000 - I I I 1 1 1
40 60 80 40 60 80
Temp Temp
Well C7 Well C8
1000 -
0- 07
~1000 -
1 -1000 -
: :
S Ko
n » »
~2000 -
—2000 -
~3000 -
~3000 -
—4000 -
1 1 | ! I I
40 60 80 40 60 80
Temp

Temp



Well C10

Well C9

°
o’
°
°
°
°
°
°
°
°® _Oo
°® ©
°®
°
°
°
°
°
°
°
°
°
°
°
o°® ™ o
o’ b} -3 £
° Q [0}
° )
o’ sT8
® ¥ o
o on
E W o
v
o
<
1 1 1 1
o o o o
S o S
) o )
[ep] Al —
leubis
o)
©
Q.
o
|6n_mU
[
_O
<
1 1 1 1 1 1
o o o o o o
o S o S S
) ) o S )
- T Al ? Y

leubis

Well C12

Well C11

ooooo
°®
°®
°®
°
°®
°® )
°® @
°®
°®
°®
°
°®
o°*
°® o
°
0®® Q o €
°® © o © o
... ¥ O =
°® cd o
o® ¥ fo
LI | T
EWwao
= w
o
<
1 1 1
o o o
o o
o o
Al —
leubis
®
ooooo
°®
°®
®
°
°® o
. —
°® @
°®
°®
°®
°
°®
°®
°®
ovoo o mw
SO S BRI
o® [ [t
[ B D
~ON o J o
® ™ + o
ﬁ/‘l‘l” __ __ s
E W a
[ s o
<t
1 1 1 1 1
o o o o o
o o o o
o o o o
leubis



igna

S

1000 -

4000

3000 -

2000 -

Signal

1000 -

4000 -

3000 -

2000 -

40

Well D1

p

| N

Tm = 46.5
SE = +/-0.029
40

I
60 80
Temp

Well D3

' —-

Tm =46.5
SE = +/-0.034

R2 = 0_?92
60
Temp

Well D2
(]
°
°
°
4000 - ..

°

°

°

p ()
°
°
3000 - g
°
p °
)
[E 8
°
2 :
D 2000 - | )
°
°
°
[}
o
q ‘..

1000 - '\

Tm = 46.4
0-

SE = +/-0.037
I R2 = 0.993
40 60

Temp

80

Well D4
5000 -

4000 -

3000 -

Signal

2000 -

1000 -

%

~

Tm=51.5
SE = +/-0.021
I R2 =0.989
40 60
Temp

80



4000 -

3000 -

Signal

2000 -

1000 -

5000 -

4000 -

3000 -

Signal

2000 -

1000 -

40

Well D5

%
1

Tm=>51.6
SE = +/-0.022
I R2=0.99
40 60
Temp

80

Well D7

N

™~

Tm =50
SE = +/-0.025
R2 = 0.991
60
Temp

80

3000 -

2000 -

Signal

1000 -

4000 -

3000 -

igna

2000 -

S

1000 -

40

Well D6

™~

Tm=51.9
SE = +/-0.022
1 R2 = 0.987 |
40 60 20
Temp
Well D8
..
[ )
[ ]
[ ]
[ )
[ ]
[ )
[ ]
[ ]
o
[ )
[ ]
[ ]
[ )
o
[ ]
i [ ]
[ )
o
(]
[ ]
[ )
[ ]
..
\.\
Tm =50
SE = +/-0.029
R2 = .991 .
60

80
Temp



4000 -

3000 -

2000 -

igna

S

1000 -

3000 -

2000 -

Signal

1000 -

40

Well D9

()
[ ]
[ ]
[ )
[ ]
(
. 3000 -
[ ]
[ )
[ ]
[ ]
[ ]
[
/ [ ]
[ ]
[ ]
o
[ ]
..o __ 2000 -
| .. g
* S
\ n
..\
1000 -
Tm =49.9
SE = +/-0.028 .-
I R2 =099 | |
40 60 2 ,
Temp
Well D11
)
[ )
s.
* 3000 -
[ )
[ )
()
[ )
[ )
[ )
(]
[ ]
[ )
[ )
[ )
[ )
..
\.
% 2000 -
[ )
.. (_U
C
2
| (7]
: 1000 -
Tm =54.3
SE = +/-0.018 o-
R2=0983 |
60 80 .
Temp

Well D10

Tm=54.3
SE = +/-0.023
R2=0.988
60
Temp

80

Well D12

Tm =55.2

SE = +/-0.025

R2 =0.989
60

Temp

80

%

S



Well E2

Well E1

o
o0°
of
o
o
°
°
°
°
°
°
°
°® o)
°® @
°
°
°
°
°
°
°
—
°®
°
oooo 2
() O
o 2 £
.. [*)] T
.. 03
oooo san e
o < !
o® »F o
g o
£ o -
= »n <
1 1 1 1
o o o o
o o o
o o o
o 9 Y
leubis
°
o
o
o
°
°
°
°
°
°
°
°
°® o)
°® @
°
°
°
°
°
°
°
°
®
°®
oooo =3
°
°® |MW =
°® [)
.....—I T
° -
oooo M Ny m
o’ o F o
LI | T o
Ewa B
= oo N
1 1 1 1
o o o o
o o o
o o o
s ? ?

Well E4

Well E3

o°°
o°*
°®
I
°® e
°® @
o°*®
o°®
°®
°®
°®
°
o®® o
o*® (o)) Im £
o® [s2] (O]
° =} [
° 3 0
o*® il 52 o
I n
E W o
oD _o
=
1 1 1 1 1
o o o o o
o o o o
o o o o
[¢6] © < Al
leubis
ooooo
®
°®
°®
oooo
o°® |m
°
°®
o°*
°®
—
°
°®
oooo =3
oooo |% m
o 8 =
o*® I
°® ¥ oo
~OF < 1 @
o® ® + o
LI | I o
E W o -
(=7 s ~
1 1
o o
o
o
P
leubis



Well E6
6I0
Temp
Well E8

37.7
+/-0.041
0.996

Tm

SE

R2
40

7500 -
5000 -
2500 -

80

60
Temp
Well E7

Well E5
37.5
+/-0.034
0.995

Tm

SE

R2
40

-500 -

leubis

7500 -
2500 -

-500 -
-1000 -

leubis

60 80

Temp

40

—-1000 -
-1500 -
60 80

Temp

40

—-1500 -
—2000 -



Well E10

=37.1

Tm

0.99

R2

|
80

60
Temp

Well E9

60
Temp

[
o**
[ ]
o
[ ]
[ ]
[ )
[ ]
[ )
[ ]
®
[ ]
[ ]
o
[ ]
[}
[ ]
° [ ]
[ ]
[}
[ ]
[ ]
..
|
1
o
o
o]
¢
leubis
1 1 1
o o o
o o o
e} o Te}
: T T

leubis

Well E12

2000 -

Well E11

+/-0.138

SE

2000 -

o*°®
o*®
°®
.....
m%oo |m
oooooo
°®
I
Q.
o)
5 F a3
| T
£ W o
= wno _O
=
1 1
o o
S
)
=
leubis
ooooo
°®
°
o
°®
oooo |%
°®
ooooo
oooo
g
o)
© o
™ =
&
o
I
a
o
= - <
1 1 1
o o o
S S o
) S o
T 9 ?
leubis



Well F2

Well F1

[ ]
o’
..
..
..
°® o
> ~©
© o
3 5 9 E
278 e
Al
< F o
LI I
EwaQ
(=7, W'
_o
=
1 1 1 1
o o o o
S S S
S S S
(¢p] [aV} —
leubis
_o
o
© o
<
S Q&
© S & O
adlc
< F &
[ITIT,
£ W Q
(=7, s
_o
=
1
o

3000 -

2000 -

leubis

1000 -

Well F4

Well F3

°
o°*®
°
°
°
°
°
°
°
°
°
°
o ® -8
°
°
°
°®
°®
°
°
°
°
°® ke
o® o o
o°® <+ O o o E
o*® wJd o O o
() ¥ + o [
LI | I
E W
F »
O
S
1 1 1 1
o o o o
o o o
o o o
(ep] [a\] —
leubis
- O
[o0]
2] o
™
S ~9QE
NS & O
alac
<+ + ¢
LI | I
£ W
[
O
S
1
o

2000 -
1000 -

leubis



4000 -

3000 -

Signal

1000 -

4000 -

3000 -

igna

2000 -

S

1000 -

2000 -

40

Well F5

o
o
(]
[ ]
[ ]
[ )
[ ]
[ ]
" 2000 -
[ ]
[ ]
[ ]
([ ]
[ ]
[ ]
[ )
[ ]
E I
¥ C
| ; 2
y h
[ ]
. 1000 -
[ ]
[ ]
[ ]
[ )
[ ]
[ )
o
[ )
[ ]
[ ]
[ ]
[ )
Tm=45.2 .
SE = +/-0.027 A N
[ )
R2 = 0.987
! I
40 60 o
Temp
Well F7
o
[ )
o
[ )]
[ ]
[ )
[ ]
K 3000 -
[ ]
[ )
([ ]
[ )
[ ]
[ )
[ ]
[ )
[ ]
[ )
o
..
.. C_U 2000 -
K C
" D
..'\ U)
....
1000 -
Tm = 46.3
SE = +/-0.032 .-
R2 = 0?89 I |
" * 40
Temp

Well F6

...
[ )
o
[ )
[ ]
[ )
[ ]
[ )
[ ]
[ ]
Tm = 47.1
SE = +/-0.026
1 R2 = 0.08 |
40 60 o
Temp
Well F8
[ ]
[ )
[ )
[ )
[ ]
[ ]
o
[ )
[ ]
[ )
[ ]
[ ]
o
[ ]
[ ]
()
[ ]
[ ]
[ )
o
o
[ ]
[ )
o
[ ]
[ ]
’s..
....
[ ]
Tm =46.2
SE = +/-0.029
R2 =0.987 |
60

80
Temp



Well F9 Well F10

.. ..
4000 - o 3
[ ] [ ]
[ ] [ ]
o 3000 - °
° °
[ ]
.. ..
° ([ ]
3000 - - o
[ ]
° p °
.. °
) [ ]
_ . __ 2000 - o
© ° © °
g) .o g) .°
& 2000 - . & .
o [ )
[ ) [ )
.. °
[ ) o
~, “
% 1000 - %,
1000 - T
[ ]
[ )
[ )
[ ]
Tm = 46.1 Tm =47.8
0- SE = +/-0.03 0- SE = +/-0.032
! R2 = 0_989 ! ! R2 = 01989 !
40 60 80 40 60 80
Temp Temp
Well F11 Well F12
o. ‘.
() [ ]
.. °
2000 - 3 3000 - —
[ ) [ )
.. [ ]
.. °
[ )
... .0
[ ) ([ ]
1500 - ~ .
.. [ ]
%, 2000 - - -
© % © %
C [ ) C ()
> “ > N,
N ° n .
1000 - “,
[ )
\..
1000 -
500 -
..
Y Tm =47.5 Tm = 48
0- SE = +/-0.012 0- SE = +/-0.025
! R2 = 01953 ! ! R2 = 0l985 !
40 60 80 40 60 80

Temp Temp



