RESEARCH ARTICLE

Biology Open (2014) 000, 1-7 doi:10.1242/bi0.20147328

Supplementary Material
Letitia Falk et al. doi: 10.1242/bio.20147328

J558um3+Cx43 J558um3+T154A

g ',

J558pm3+Cx43 J558um3+Y247F

| | T154A
Ii
|
|
| |
.'I A
0 ) =
E T T T T T
3 0D 200 400 600  £00 1K
[¢]
FSC
C
EGFP
£ 1000 F
=3
-
-]
2
[
2 soo
g
=5
e
L] - L] L] .
1 2 3 4
Days
J558pm3+Y265F

S1

Fig. $1. Characterization of J558um3
cells expressing Cx43 mutations.

(A) Localization of EGFP-fused WT or
T154A Cx43 expressed by J558um3 cells.
(B) Cell size of indicated transfected cells,
measured by forward scatter (FSC) using
flow cytometry. (C) Cx43 and T154A
expression did not affect cell proliferation
over a 4-day period. Error bars represent
standard error of the mean. Data are
representative of three separate
experiments, each done in triplicate.

(D) Localization of EGFP-fused Y247F or
Y265F Cx43 expressed by J558um3 cells

as described in panel A. Scale bars: 10 pm.
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BCR-Mediated Cell Spreading Fig. S2. Effect of channel blocking
drugs on spreading of different
A 00 min B _ types of B-lymphocytes in
2007 B30 min J558um3+Cx43 o Wehi231 response to BCR signaling.
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A Fig. S3. The influence of Cx43 on BCR-
mediated spreading of J558um3 cells
depends upon Rap1 activation. (A) BCR-
mediated cell spreading of J558um3 cells
stably expressing Cx43-EGFP transiently
transfected with RapGAPII-FLAG (upper
panel), or J558um3 transiently transfected
with Rap1V12-FLAG (lower panel). Scale
bars: 10 um. (B) Quantification of spreading

RapGAPII

E area as a measure of spreading.
2 Significance between cell types *P<0.05;
****P<0.0001, n=50. (C) Rap1 activation in
& J558um3 cells expressing EGFP, or EGFP-
> fused WT or T154A Cx43. Cells were
& stimulated for the indicated times with 20 pg/
" ml of soluble anti-IlgM and activated Rap1
was precipitated using a GST-RalGDS fusion
protein and total Rap1 detected by blotting
with anti-Rap1. (D) Surface BCR was stained
using a PE-conjugated anti-lgM antibody and
B levels were measured by flow cytometry.
600+ :
: 0 min
T % , * 3omin
= 4004 : - i
3 : r
z i ! i 2
o = L e
2004 . " H - Np
£ TN | N
(5] ¢ i G .. : g
- 2 e
0 § E' - T T y
> W W N
& 2R o %)
b & R
o ¥ )
& & Lt
& ¥
® ]
‘;’Q&
¥
Cc D
J558um3 J558um3 J558um3 z
+EGFP +Cxa3 +T154A A Unstained
Minutes after 600 ' 1558mM3+EGFF
0530 | 0530 | 0530 | — algMstimulation f\ {\fk ¢
— — Iy J5E8um3+T164A
e X i \ R J558m3+ACT
m ! 4 400 - ’ | N
- - ‘.'-u-h—* Rapl1-GTP { | ‘nl‘. Q

F |
£ ! (i
= 200 | (Y
T
Total Rap1 J l\ A\
ey —-
2 4

Igm

Count
| =]
-
o
(=]
s
; -
; o
w
- 3
o

c
[0
ot

O
>
(o)

e

e

m

S3



	Fig 1
	Fig 2
	Fig 3
	Fig 4
	Ref 1
	Ref 2
	Ref 3
	Ref 4
	Ref 5
	Ref 6
	Ref 7
	Ref 8
	Ref 9
	Ref 10
	Ref 11
	Ref 12
	Ref 13
	Ref 14
	Ref 15
	Ref 16
	Ref 17
	Ref 18
	Ref 19
	Ref 20
	Ref 21
	Ref 22
	Ref 23
	Ref 24
	Ref 25
	Ref 26
	Ref 27
	Ref 28
	Ref 29
	Ref 30
	Ref 31
	Ref 32
	Fig 5
	Fig 6
	Fig 7

