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Supplemental Figure S1: Localisation of MAL(1-204)-2GFP and MC(1-150)-2GFP.

NIH3T3 cells transfected with 20 ng of 2GFP fusion constructs were serum-starved (0.3%
FCS) and treated for 30 min with 15% FCS, 2 uM cytochalasin D (CD) or 20 nM leptomycin
B (LMB) as indicated.

Upper panel shows representative micrographs; lower panel shows quantitation of 2GFP
fusion protein localisation from 100 cells. See Figure 3 for dynamic localisation and FLIP

analysis.



"uolyeyuenb Joj Ag

pue gg ainbi4 885 "19]oNu |89 UIBSI8)UN0d 0} Pasn SeM |dy  "9ouadsaion|jounwiwi 1o} Be) yYH 8|gnop ayl 1surebe paule)s a1om S|j90) ‘Wwnias
%S0 Ul PaUIElUeW pue S)oNJIsuod Ty pabBel-yH Ajleulwisl-O pajeoipul 8y} Jo Bu Q0L UIM pajosjsuel) a1om YsIp [|dM-9 € Ul §|j89 €1EHIN

‘uonenbal Ty Ul 81esadood spjow 134y :2S 24nbi4 jejuawsjddng

Idvd VH-© Idvd VH-©

pajelnw syow g IVIN 8dAipjim

pareInw spow g

palelnw jiiow |



‘uolneluenb

10} 59 pue 39 ‘g9 8inbi4 89S "I8]ONU |82 UIRISISIUNOD 0] Pasn SeM |dy  "@ouadsalonjjounwiwi 10} Be) yH ajgnop 8y} 1surebe pauiels aiem s||8)
"WINIas 94,G"0 Ul paulejuieWw pue S1onJisuod pabbel-yH Ajjeuiwls)-) paedlpul 8yl Jo Bu 00| Yiim paljosjsuel) alom ysIp [|oM-9 & Ul S|[89 €1 EHIN

‘uonenbal Y\ 104 palinbal si g pue | syiow 1344 VA 10 lun 1oBul uy (€S ainbi4 jejuawsjddng

VH-©

Idvd VH-0 Idvd

x€ OIN-CEN-TVIN

ON-ECEN-TVIN

ON-CIN-TVIN

ON-CIN-TYIN
§

X2l VNN

®

£73dY 10 8]04 Juspuadap-1x81uo) selaewWwIyd paseq-JIA selaewIyd pased-1vIA



S
Q~l~
RO
Q
S oV
NS
@%@\’
A 1971
9717 | o-FLAG

641

514 v anti-o-tubulin

kDa

P

RN VY RV
RN NN UEIENEN

B e R . K el _-(X'HA

T S e e e e e (@D " onti-o-tubulin

B S S e e e e A | anti-o-tubulin

3

>
& o Wk DR
v N v Y Y NV
SFPW FPFPE Y
D = | o-HA E o ==y wm o |0-HA
" W W W o anti-o-tubulin W "o s e o e anti-o-tubulin

Supplemental Figure S4: Expression of the used constructs.

NIH3T3 cells in a 24-well dish were transfected with the indicated constructs. Relative amounts of DNA
were identical to those used for immunofluorescence microscopy and luciferase reporter assays.
Expression levels were assessed by Western blotting against the FLAG or double HA tags as indi-
cated. a-tubulin was detected as loading control.

(A) FLAG-MAL and FLAG-MAL(2-204)-PK. (B) RPEL motif mutants. See Figure 5A for nomenclature.
(C) MAL-MC chimaeras. See Figure 6A for nomenclature. (D) Reciprocal RPEL2 exchange. See
Figures 5A and 6A for nomenclature. (E) RPEL3 mutation in different contexts.
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