LRP1 influences trafficking of N-type calcium channels via interaction with the auxiliary
a26-1 subunit

Ivan Kadurin, Simon W Rothwell, Beatrice Lana, Manuela Nieto-Rostro and Annette C
Dolphin

Supplementary Information



WCL

colP-HA
a  WCL (input) IP: HA
< a2d1 ,0-1 0,01
J 9
Q\'@Q'\'& M
& & & KL
¥ ¥ S
kDa A
150 — J -1
WB: WB:a,0-1 WB:a,0-1
a2-1 JLRPL
—150 — m2/m4
1 2 3 1 2 3
WB:HA WB:HA
< mLRP

WB:
Reblot
HA




WB: HA

WB: Akt and RAP reblot

WB: HA

WB: FLAG

Fig 1B

b WCL (input) IP: Flag
HA-a,5-1 HA-a,5-1
Flag-LRP1-m4 Flag-LRP1-m4
0 1 2RAP() 0 1 2
kDa
— 150 — F a:5-1
WB: HA WB: HA
pro-
LRP1-m4
— 150 —
LBD-
— 102 — LRP1-m4
WB: Flag 1 2 3
WB: Flag
— 38
WB: RAP
—52
1 2 3
WB: Akt




Step 1: prebind Flag-LRP1-m4 on beads Step 2: In vitro pull-down
Apply to beads
c’)@é \,&b‘ pply .
[ &K Fig 2B
_________ - . 2 N i
| : I on S o Fig 2A HA0,5-1 X
: [ I 225 — e TS
I , . . — v &
- ' I I WB: LRP1-m4 &
! ; . . Flag 150— Pro-form wecLe € @
: . - = | — kDa input Flag-beads
: I 102 — LRP1-m4 205 —
. ' LBD
! 1 v —
: . Flag-beads 150 — 0,0-1
————————— 22
; - 102 —
- SN . WB: 15 LRP1-m4
WB a2-1 WB HA Flag Pro-form
4—
102— LRP1-m4
LBD
WCL Fiag-beads
225 —
A—
- - 150 — 0,01
I | 102 — WB: HA
[r— == | I
I L]
, : I
. I
I [
. |
L.—.—. =
WB:

WB: FLAG FLAG



WB: a2-1

Reran the same samples
WB: RAP; Reblot: GAPDH

WB: FLAG

HA-a,0-1
| RP1-m4
Da RAP

225

150

150

102

kDa
225

150

150

102

Input Fig 2C

38 ——

+ + + +
-  HA Flag Flag
- + - +

WB:a,5-1

<« 026-1

WB: Flag

}_ LRP1-m4
Pro-form
WB: Flag
LRP1-m4

WB: GAPDH
1 2 3 4

cell surface IP: Flag

38 ——

WB:a,0-1

<« 0,0-1
WB: Flag
}LRPl—m4
Pro-form
LRP1-m4

LBD

WB: GAPDH




WB: HA

Silver stain

Fig 3B

a,0-1AC-HA
From conditioned medium

kDa

- 225 -
«a,0-1AC-HA
- 150 - ~165 kDa

-102 -

-76 -

-52 -

Anti-HA silver




1

. |

L.-.-. -

WB: LRP1

_________ |

1 .

. |

e e a =

WB: HA

P
4l
(-, o |
L\ |

_________ |
I .
- I
e e =
WB: HA

Fig 3C

C
WB:
anti-LRP1
BSA LRP1-m2 LBD
d a,0-1AC-HA Vehicle (PBS)
| A
[ . | f
WB: S . WEB:
HA et HA
BSA LRP1-m2 BSA LRP1-m2
LBD LBD
a,0-1 AC-HA
r - )
we: | o i
J )

HA
BSA LRP1-m2 LBD*




I | .

. Fig 4A

L e e e e e e e = |

a,0-1** mouse brain a,0-1"- mouse brain
DRMs soluble DRMs soluble
12345678910111213 12345678910 1112 13
WB: }. LRPL kDa
LRP1 515 kDa
WB: — 225
; _____________________ i 026-1 F 026-1 — 150
WB: -

L e e e e e e = = | Flotillinl ¥ Flotillin1- 52
WB: LRP1 (above) and RAP (below) F‘;"A% . LTUNES S e g
same Ab stains both (see Mat & Methods)

_______________________ - WB: a2-1 WB: a2-1
: |
e e e e e e e e e e
! ! i
. e e e e e e e ——.—
_______________________ - ! o :
. I L s
. . . et e e e . i
WEB: LRP1 {above) and RAP (below) WB: flotillin 1 WB: flotillin 1

same Ab stains both (see Mat & Methods)



WB: a2-1

WB: LRP1

WB: a2-1 (increased
contrast)

WB: Prp (increased
contrast)

Fig 4B

b ™ N
DRMs (input) IP{cg? & o &
0,01 A L N O Y
-+ a0-1" a1
kD
WB: . LRP1 ]
LRP1 515 kDa
WB: ——15(
a,5-1 ‘ Fa,5-1
WB:
PrP l‘PrP -
—31
12 3 4




WB: HA

WB: FLAG

WB: HA

WB: FLAG

WB: HA

Fig 5A

WCL Biotinylated
Flag-LRP1-m4 Flag-LRP1-m4
kba . . RaP - - RAp kDa
150— —
Fa,5-H 150
WB: HA )
102— F ol —102
— 150
—102
2 3
deglycosylated
. Biotinylated
Fig 5C
HA-a,0-1  HA-a,5-1 MIDASAAA
Flag-LRP1-m4
- RAP - RAP
WB: kDa
HA 225
Fa,5-1
150
102
WCL
WB:
HA 225 b a,5-1
150




WB:GAPDH

a

Fig 6A

a,5-1AC-HA
- - - - + + LRPI-m4

kba UT 0 075 1 15 0 0.75 RAP (ug)

225—
150 —

150—

102 —

38—

- 0,0-1AC-HA
Uncleaved

Medium; WB: HA

0,0-1AC-HA
4_
uncleaved
4_ az'l
cleaved
WCL + PNGase-F; WB: a,0-1

WB: GAPDH




Reblot: Akt

WB: HA

Fig 7B
- b HA'G26'1
I vehicle + Endo-H + PNGase-F
i LRP1-m4 . + . R T + - " n
. RAP _ ) + ] . + . . +
kDa
225 —
WB: __________________ _.
0,51 150 L LV
70 051> <7 < a;5-1
> « 0,1
102 —
1
. 1 2 3 1H 2H 3H 1IF 2F 3F
| reblot: Akt
52—
Fig OE
L | € WCL Biotiny
ylated
——————————— HA-0,5-1 HA-a,5-1
; i @ RAP § 05 07515 O 05 075 15 kDa
| -;.“-..—I-~ (Mg)
E ! s 150
| . WB: -q‘—nm [ — R
. 1 HA 102
L e . -
WB: HA 1 2 3 4 1 2 3




