A

N-terminal SNAP-tag

o

RN
o
]

O
o
|

o
o
|

Fluoresceint acetic acid (acceptor)

Labelled benzylguanin (donor)

W

Receptor
internalisation

s
®—

Internalization (donor/acceptor)

[T

(@) -\
(@) o
] |

O
o
|

|
0 1

0 20 30 40 50 60

Time (minutes)

Internalization (donor/acceptor)

G

|
0 1

0 20 30 40 50 60
Time (minutes)

5 1.0-

Qo

Q

Q

O

0

S

c

§ 0.5

c

ke

IS

N

©

GEJ 0.0+

c | | | | | | |
— 0 10 20 30 40 50 60

Time (minutes)

L B

P4

Agonist binding

8

1000 nM hGIP ﬁc—»

Human GIPR

100 nM hGIP
10 nM hGIP
1 nM hGIP

1000 nM rGIP @

100 nM rGIP
10 nM rGIP
1 nM rGIP

1000 nM mGIP
100 nM mGIP
10 nM mGIP

1 nM mGIP

Rat GIPR

vy

mn Human GIPR Rat GIPR
5
£
ES * % %k %k
x ‘IC—U' * % %k %k
5 5 40- . s
E -
§§ 30_ [
E % * %k %k %k
S < 201
<
[N ) 10_ =5
S o
g -
C_;GE O | | |
o) N N N4
IS (\0 & O & O O
> & @ & @
RPN ? & o?
O M R e
g 1.0- <>
o
3 |1
O
@ I
2
§ 0.5
c
O
©
N
©
qEJ 0.0
e | | | | | | |
_ O 10 20 30 40 50 ©60
Time (minutes)
5 1.0+ -
Q.
) |1
O
O
@®©
=
o
S 0.5-
3 Y
c
O
©
N
©
qEJ 0.0+
c | | | | | | |
_ O 10 20 30 40 50 60
Time (minutes)
5 1.09
Q.
®
O
O
®©
=
2
§ 0.5
c
O
©
N
©
GEJ 0.0+
E | | | | |

| 1
0 10

20 30 40 50 60

Time (minutes)

1000 nM GIP analogue
100 nM GIP analogue
10 nM GIP analogue

1 nM GIP analogue

1000 nM GIP analogue
100 nM GIP analogue
10 nM GIP analogue

1 nM GIP analogue

1000 nM GIP analogue
100 nM GIP analogue
10 nM GIP analogue

1 nM GIP analogue



