


WILD-TYPE APC ASSOCIATES WITH MICROTUBULE SKELETON

A B
Fig. 2. Colocalization of wild-type APC protein with cytoskeletal microtubules. Mouse NIH3T3 cells were transfected with a wild-type APC expression vector. Double

immunofluorescence was performed using the rabbit polyclonal anti-CAPC antibodies and a mouse anti-a-tubulin monoclonal antibody. Anti-rabbit fluorescein labeled antibodies and
anti-mouserhodaminelabeledantibodieswereusedtogetheras thesecondaryantibodies.Yellowarea.scolocalizationof fluoresceinandrhodaminefluorochromes.AandBeachshow
one cell that is transfected and expresses detectable levels of APC protein.
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Fig. 3. The filamentous nature of wild-type APC protein staining is dependent on polymerized microtubules. NIH3T3 cells were treated with nocodazole, a microtubule

depolymerizing agent, and tubulin was detected using a mouse anti-tubulin antibody and a rhodamine labeled goat anti-mouse secondary antibody (B, A, untreated control). Cells were
transfected with wild-type APC protein, treated with nocodazole, and probed with the polyclonal anti-CAPC antibodies and a fluorescein labeled goat anti-rabbit secondary antibody
(D,C,untreatedcontrol).

ciation is bonafide: (a) APC protein shares structural similarity with
other cytoskeletal proteins (1, 4); (b) the morphological results are in
accordance with the known detergent insolubility of endogenous APC

(16); (c) the staining is of a highly specific filamentous network, not
an amorphous precipitate; (d) the filamentous staining is specific to
wild-type APC; (e) the filamentous staining of wild-type APC protein
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Fig.4. Electronmicroscopicanalysisof transfectedwild-typeAPCprotein.Mouse
NIH3T3 cells were transfected with wild-type APC expression vector. Cells were fixed
with paraformaldehyde and glutaraldehyde and Triton X-lOO extracted before probing
with the IE1 monoclonal antibody and staining with dimethylaminoazobenzene. This
figureshowsa bundleof stainedfibersthatmorphologicallyappearto be microtubules.
The individual fibers are 22â€”24nm in wide. Bar, 500 nm.

is destroyed when the microtubules are disrupted; (f) MCC, another
protein with a high probability of forming coiled coils (27), does not
produce a filamentous staining pattern under the same transfection
and staining conditions (data not shown).

The functional implications for the cobocalization of APC protein
with cytoskeletal microtubules are unknown, One intriguing possibil
Ity in light of the recent finding that APC associates with catenins (19,
20)is thatAPCcouldrelaysignalsfromcateninsto thecytoskeleton.
This might, in turn, interface with extracellular signals communicated
through the cell adhesion molecule E@cadherin,which also binds
catenins.
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