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Supplementary Figure S1. Early signals for wound response. (A) Time course of fluorescence intensities
in cells expressing Dd-Green cGull, a cGMP sensor, upon wounding (red). Time courses of fluorescence

intensities in cells expressing Dd-GCaMPé6s, a Ca” sensor, are also plotted for comparison (blue). (B) Time
course of fluorescence intensities in cells expressing Flamindo 2, a cAMP sensor, upon wounding (red). Time
courses of fluorescence intensities in cells expressing Dd-GCaMP6s are also plotted for comparison (blue).
(C) Time courses of fluorescence intensities at wound sites in TSG101-null (red) or wild-type (blue) cells
expressing GFP-lifeact upon wounding (n > 25 each).
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Supplementary Figure S2. Time courses of fluorescence intensities of examined GFP-tagged proteins.
Time courses of fluorescence intensities in cells expressing indicated GFP-tagged proteins upon wounding
(red). In the same graphs, the time courses of the fluorescence intensities of GFP-lifeact are plotted for
comparison (blue). The GFP-tagged proteins (A-M) accumulated at the wound site. (A) GFP-severin, (B)
GFP-WASP, (C) GFP-Arp3, (D) GFP-ABP34, (E) GFP-MyoB, (F) GFP-a-actinin, (G) GFP-filamin, (H) GFP-
CAP32, (I) GFP-MyoC, (J) GFP-CARMIL, (K) mCherry-fimbrin, (L) GFP-coronin, (M) GFP-cofilin. The other
examined GFP-tagged proteins did not accumulate at the wound site. (N) GFP-MyoA, (O) GFP-SCAR, (P)
GFP-vinculin A, (Q) GFP-GmfA, (R) GFP-paxillin B, (S) GFP-formin A, (T) GFP-DwwA, (U) GFP-EfaAl, (V)
GFP-PH domain, (W) GFP-RacA, (X) GFP-CAP, (Y) GFP-SpkA, and (Z) GFP-DymA (1 > 25 each).
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Supplementary Figure S3. Time courses of fluorescence intensities of GFP-lifeact in ARP-null or wild-
type cells in the presence of inhibitors. Time courses of fluorescence intensities of GFP-lifeact at wound
sites in various ARP-null or wild-type cells in the presence of inhibitors (red). In the same graphs, time
courses of the fluorescence intensities of GFP-lifeact in wild-type cells are also plotted as a control (blue). (A)
Severin-null cells, (B) WASP-null cells, and (C) wild-type cells in the presence of wiscostatin, (D) wild-type
cells in the presence of CK666, (E) wild-type cells in the presence of CK869, (F) wild-type cells in the presence
of SMIFH?2, (G) coronin-null cells, (H) myosin II-null cells, (I) MHCKC-null cells, (J) profilin A/B double-
null cells, (K) filamin-null cells, (L) a-actinin/filamin double-null cells, (M) WASH-null cells, and (N)
cortexillin A/B double-null cells (n > 25 each).



g 3] GFP-ifeact g 5] CFPifeact g 5] GFP-ifeact o 57GFP-ifeact
8 _ 8
g 4 — pAnul § 4 — GomSgcAnul & 4 GbpD/GbpCnul £,
g g — A2 g — Ax2 i
5 3 £ g3 g,
2 2 2 2
g 2 2 2 g 2 % 2
2 2 g 2
31 3 84 ®
3 s 5 5
o o & e

0
-5 0 5 10 15 20 25 30 35 40

0
-5 0 5 10 15 20 25 30 35 40

-5 0 5 10 15 20 25 30 35 40

0
-5 0 5 10 15 20 25 30 35 40

Time (sec) Time (sec) Time (sec) Time (sec)
E F PI3K inhibitor G H PLC inhibitor
o 57 CFP-ifeact g 5] GFPifeact o 57 GFP-iifeact g 5)GFPHifeact
8 8
< < < c
4 — PI3K null 4 — LY294002 (20 uM) 4 4 — U73122 (4 M)
8 ot g _ 8 — PTENnul 3 — Bss
2 — AX2 8 BSS 2 8
g3 5 3 g3 — AX2 5 3
S 3 S 3
= w = w
2 2 2 2
2 H 2 2
T 54 S 51
4 & 3 &
o o o o
5 0 5 10 15 20 25 30 35 40 5 0 5 10 15 20 25 30 35 40 5 0 5 10 15 20 25 30 35 40 5 0 5 10 15 20 25 30 35 40
Time (sec) Time (sec) Time (sec) Time (sec)
I J PLA2 inhibitor K L TORC2 inhibitor
8 57 GFP-lifeact g 51 GFP-lifeact 35- GFP-lifeact 3 51 GFP-lifeact
g 4 — PLAZ null 5 4 — BPB (M) 54 — EmoEnul £, — Torin1
2 2 — BSS 2 — Ax2 2 — BSS
5 3 5 3 534 5 3 T
3 E 3 E e
[ Lo, o, oo,
5 5 5 14 5 1
0} ) ) o}
o ['4 ['4 ['4
o o O+—T—T—T——TTT T o
5 0 5 10 15 20 25 30 35 40 5 0 5 10 15 20 25 30 35 40 -5 0 5 10 15 20 25 30 35 40 -5 0 5 10 15 20 25 30 35 40
Time (sec) Time (sec) Time (sec) Time (sec)
M N PKC inhibitor O Rac inhibitor P
57 GFP-lifeact o 57 GFP-ifeact 57 GFP-lifeact P
g g g g
g4 — PKB null 8 4 — BMIGuM) 8 4 - Eg;me‘t (15 uMm) g 4 — RacE null
g3 — AX2 8 5 N\ — BSS [ 8 5 — AX2
2 2 2 2
2 2 2 2
H 2 E £
1 S 54 T
4 4 2 4
0 o o
-5 0 5 10 15 20 25 30 35 40 -5 0 5 10 15 20 25 30 35 40 -5 0 5 10 15 20 25 30 35 40 5 0 5 10 15 20 25 30 35 40
Time (sec) Time (sec) Time Time (sec)
g 5 GFP-lifeact g 59 GFP-lifeact 8 5y GFPifeact 3 57 GFP-lifeact
§ 4 - ia;C’R“G nul g 4 — PakA null g 4 — Httnull § 4 — Phg2 null
— AX:
8 3 — AX2 3 — Ax2 3 — AX2
g?® g?® g?® g°®
2 2 2 2 2 2 92
B B 2 2
8, R LR L
o o o o
o o o
-5 0 5 10 15 20 25 30 35 40 5 0 5 10 15 20 25 30 35 40 -5 0 5 10 15 20 25 30 35 40 5 0 5 10 15 20 25 30 35 40
Time (sec) Time (sec) Time(sec) Time (sec)
U V Tubulin inhibitor W X
8 57 GFP-lifeact g 57CFPfeact g 57 GFP-lifeact g 5
_ g — TB :
§ 4 :;r:n"" 84 — BSS g 4 A\ — AK>|:122 null g 4 — dlathrin null
- |4 - 4 — AX2
g? g3 §? g?
T 2 52 2 2 T 2
2 2 2 2
k<t T 5 4 5
[ [} [7] (3
4 o [4 4
o+ } o4 o+
-5 0 5 10 15 20 25 30 35 40 5 0 5 10 15 20 25 30 35 40 5 0 5 10 15 20 25 30 35 40 5 0 5 10 15 20 25 30 35 40
Time (sec) Time (sec) Time (sec) Time (sec)
g 51 GFPifeact g 51 GFP-ifeact 8 57 GFP-lifeact
g g
& 4 — DpAnal 8 4 — DIpB null g 4 — LvsAnull
3 P 2 — A2 3 — AX2
5 3 — AX2 5 3 £ s
z z 2
2 2 2
g g 2
8 4 8 4 k]
& & 3

0+
-5 0 5 10 15 20 25 30 35 40

Time (sec)

0+
-5 0 5 10 15 20 25 30 35 40

Time (sec)

-I50 5 10 15 20 25 30 35 40

Time (sec)

Supplementary Figure S4. Time courses of fluorescence intensities of GFP-lifeact in signal-related or
other protein-null or wild-type cells in the presence of inhibitors. Time courses of fluorescence intensities
of GFP-lifeact at the wound site in signal-related or other protein-null or wild-type cells in the presence of
inhibitors (red). In the same graphs, time courses of the fluorescence intensities of GFP-lifeact in wild-type
cells (AX2 or BSS) are also plotted as a control (blue). For the experiments using inhibitors, the inhibitors
were dissolved in BSS. (A) IplA-null cells, (B) GcA/SgcA double-null cells, (C) GbpC/GbpD double-null cells,
(D) AcA-null cells, (E) PI3K quintuple-null cells, (F) wild-type cells in the presence of LY294002, (G) PTEN-
null cells, (H) wild-type cells in the presence of U73122, (I) PLA2-null cells, (J) wild-type cells in the presence
of BPB, (K) ElImoE-null cells, (L) wild-type cells in the presence of Torin 1, (M) PKB-null cells, (N) wild-type
cells in the presence of BIM1, (O) wild-type cells in the presence of EHT1864, (P) Rac E-null cells, (Q)
RasC/RasG double-null cells, (R) PakA-null cells, (S) Htt-null cells, (T) Phg2-null cells, (U) TorA-null cells,



(V) wild-type cells in the presence of TB, (W) Kif12-null cells, (X) clathrin heavy chain-null cells, (Y) DIpA-
null cells, (Z) DlpB-null cells, and (AA) LvsA-null cells (n > 25 each).



