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forces play a pivotal role in the regulation of focal adhesions (FAs)
where the actin cytoskeleton is anchored to the extracellular matrix
through integrin and a variety of linker proteins including talin and

eton in fibroblasts (17, 34, 65). The talin-mediated link be-
tween the actin cytoskeleton and clustered integrin is broken
repeatedly by a small force of ~2 pN generated by the
retrograde flow of actin filaments (34). On the other hand, the
integrin-actin cytoskeleton hinkage is strengthened when a
mechanical force is loaded to it (7, 61). The strengthened
linkage can sustain much larger forces (~20 pN), which

vinculin. The localization of vinculin at FAs deﬁnds on mechanical
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Green fluorescent protein (GFP)-D1 acts as a dominant-
negative form against talin-vinculin binding at FAs.

Fig.3

Tal merge

A: HFF cells grown on FN were transfected with GFP-D1 or GFP and then stained
for talin (Tal). B: high magnification of the boxed area in A. Merged image (green for
GFP-D1 and red for talin) is also shown.
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Fig.3

HFF cells were transfected
with GFP-D1, GFP-D1as01 or
GFP, and then stained for
endogenous vinculin (Vin).
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Fig.4

Inhibition of talin-vinculin
binding abrogates the ——
stretch-induced vinculin
accumulation at FAs.

Blebb
+
Stretch

A: HFF cells grown on FN-coated elastic substrata and transfected with GFP-D1 were treated with 100 OM
blebbistatin for 30 min, and then the substrata were uniaxially stretched (50% for 3 min) in the presence of

blebbistatin. Cells without (Blebb) or with stretching substratum (Blebb 0 Stretch) were stained for Da5p310-
integrin.



Explain the results of figure 6C
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Co-immunoprecipitation
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Co-immunoprecipitation
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Fig.4

Inhibition of talin-vinculin
binding abrogates the
stretch-induced vinculin
accumulation at FAs.

*
Cells expressing GFP-D1 or GFP.

HFF cells grown on FN-coated elastic substrata were transfected with
GFP-D1 or GFP and treated with 100 uM blebbistatin for 30 min. The
substrata were uniaxially stretched (50% for 3 min) in the presence of
blebbistatin, and cells were stained for endogenous vinculin (Vin).
Double-headed arrows indicate the direction of the stretch axis. Bars =

50 pm.



