
5 10 15 20 25 30 35

0.56

0.58

0.60

0.62

0.64

0.66

 

 

F
ra

c
ti
o
n
 M

1

Temperature / °C

Q254C/Q540C-AD

Temperature dependency

0 20 40 60 80 100
0

20

40

60

80

100

Method

FRET:

DEER:

Class

M
1
 

M
2
 

M
1
, M

2
R

L
L

,e
x
p
 

/ 
Å

 

 

R
LL,sim

 / Å

M2

Protein activtiy measurements

GTPase Activtiy

double 

cysteines

Cys9-wt

Cys9-wt

wt

wt

Oligomerization

FRET 

labeled

unlabeledsingle

cysteines

0 2 4 6 8

0.1

0.2

0.3  Decay

 Fit

 time / ns

A
n

is
o

tr
o

p
y
, 

r

0.2 0.4 0.6 0.8 1.0

0.2

0.4

0.6

0.8

1.0


D0

F
(exp.)

 

 T4L

 hGBP1

 PSD-95

 HIV-RT


D

0

F
(s

im
.)

D = 15 Å²/ns

Translational diffusion:  Donor quenching

Dye model consistency

Rotational diffusion: Fluorescence anistropy

Assignment

consistency

A B

C
D

5 10 15 20 25

0.10

0.12

0.14

0.16

0.18

0.20

0.22

 

 

 T481C/Q525C

 N18C/V540C

 N18C/Q577C

A
p

p
a

re
n

t 
F

R
E

T
 E

ff
ic

ie
n

c
y
, 

E
a

p
p

Temperature / °C

5 10 15 20 25 30 35

0.0

0.2

0.4

0.6

0.8

1.0

 

 

 T481C/Q525C

 N18C/V540C

 N18C/Q577C

 Q254C/Q540C

N
o

rm
a

liz
e
d

 E
a

p
p

Temperature / °C

(i) (iv)

5 10 15 20 25 30 35 40
10

1

10
2

10
3

10
4

-2
0
2

 

 

c
o
u
n
ts

time / ns

 

 

w
. 
re

s
.

(ii) (iii)

Q254C/Q540C


