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Figure 2. Localization of LIM3 protein in cultured cardiac neural crest cells and in embryos. A, untreated neural
crest cells immunostained for LIM3. The protein is evident in nuclei, focal adhesions (arrows) and throughout
the cytoplasm. B, Hcys-treated cells. LIM3 is seen in the same places but is somewhat more intense. In both
images there are rounded cells lying on the more spread cells. These rounded cells are vividly red because of
their more three-dimensional shape. C, Immunostaining negative control using no primary antibody. D, Whole
embryo at stage 16 immunostained for LIM3 protein and detected with Alexafluor-conjugated secondary
antibodies. The anterior-most brain segment and the heart, particularly the aorticopulmonary septum (arrow)
stain intensely whereas the mandibular process and hyoid arch stain moderately. E, Whole stage 16 embryo
immunostaining negative control which shows only background staining. Bar in B = 50 um; bar in D = 400 um.
e, eye; ha, hyoid arch; mp, mandibular process; t, telencephalon; v, ventricle.
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Control Hecys

Figure 3. Localization of a-actinin, vinculin, and filamin in migrating neural crest cells. Homocysteine enhanced
focal adhesions and stress fibers. A, C, and E, untreated cells immunostained with antibodies to a-actinin (A),
vinculin (C) and filamin (E). E’ inset, filamin immunostaining negative control using no primary antibody. The
negative controls for immunostaining with other antibodies looked very similar showing low background
staining. B, D, and F, Hcys treated cells immunostained with antibodies to oa-actinin (B), vinculin (D) and
filamin (F). Black arrows indicate focal adhesions and red arrows indicate stress fibers, which were both more
intense in treated cells. Antibodies to filamin stained cytoplasm along the periphery of the cultured cells where
actin networks likely reside, and was less intense in flat, migrating cells. Some cells that stained intensely with
anti-filamin showed stained structures at the cell periphery that appeared to be caveolae (arrowheads in F) with
trans-Golgi vesicles nearby. Bar in B is 50 pm and scales all seven images.
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