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Introduction
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Material and Methods

Cell culture and metabolic labeling
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Isolation of membrane-bound polysomes
(microsomes) and collagenase digestion
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Figure 1. Immunoprecipitation of membrane-bound polysomes (microsomes) with anti-
Hsp47, anti-Sec61�, and anti-collagen IV antibodies after retinoic acid treatment of F9 cells.
Cells treated (lanes 2, 4 and 6) or not (lanes 1, 3 and 5) with retinoic acid for 4 days were
labeled for 1 h with 35S-methionine. Microsomes were immonoprecipitated with anti-Hsp47
(lanes 1 and 2), anti-Sec61� (lanes 3 and 4), and anti-collagen IV (lanes 5 and 6) antibodies.
Ab: antibody; RA: all-trans retinoic acid. Molecular masses of standard proteins are given on
the right side of the figure.
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Figure 2. Immunoprecipitation with anti-Hsp47 and anti-Sec61� antibodies and collagenase
digestion of retinoic acid-treated membrane-bound collagen IV microsomes following treat-
ment with DSP. Microsomes were immunoprecipitated with anti-Hsp47 (lanes 1 and 3) and
anti-Sec61� (lanes 2 and 4) antibodies. Collagenase digestion completely disrupted collagen
microsomes (lanes 3 and 4).
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Figure 3 - Distribution of translocating chain-associating membrane protein (TRAM) and
Sec61� using the Western blotting technique with enhanced chemiluminescence following
retinoic acid (RA) treatment. F9 cells were incubated at 37�C with (lanes 2 and 4) or without
(lanes 1 and 3) retinoic acid for 4 days. Antibodies against TRAM (lanes 1 and 2) and Sec61�
(lanes 3 and 4) were applied and the nitrocellulose paper was then exposed to radiographic
film.

Figure 4. Distribution of Sec61�
using the Western blotting tech-
nique with enhanced chemilu-
minescence following retinoic
acid (RA) and heat shock (HS)
treatment. F9 cells were either
incubated at 37�C (control cells,
lanes 1 and 2) or at 43�C (heat-
shocked cells, lanes 3 and 4) for
90 min. In some cases, F9 cells
were treated with all-trans reti-
noic acid for 4 days (lanes 2 and
4). Antibodies against Sec61�
were added and the nitrocellu-
lose paper was then exposed to
radiographic film.
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