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FIG. 3. p68 interacts with the hERa A/B domain but not with the LBD in
vivo. p68 interacts with the hERa A/B domain in the mammalian two-hybrid
system. A mammalian two-hybrid system with GAL4-p68 fusion protein and
VP16-ER fusion proteins (VP16-HE15 and VP16-LBD) was used in COS-1 cells,
COS-1 cells were cotransfected with 1 g of either GAL4-DBD, GALA4-p68,
V}’l6—HE15, or VP16-LBD in the presence or absence of E2 (10~7 M), along
with 2 g of 17M2G-CAT reporter plasmid. Significant interaction was detected
only between p68 and the hERa A/B domain.

FIG. 1. Detection of binding proteins to the hER« A/B domain in MCF-7
cells. (A) The hERa (with regions A to F shown) and the GST-ER fusion
proteins used. (B) Binding proteins to the hERa A/B domain in MCF-7 cells.
Aliquots of the 3*S-labeled MCF-7 nuclear extract were incubated with glutathi-
one-Sepharose beads loaded with GST alone, GST-HE15, GST-HE15/458, GST-
HE15/457, or GST-LBD in the absence or presence of E2 at 1 and 10 pM. The
bound proteins were subjected to SDS-PAGE (5 to 20% polyacrylamide gradient
gel) followed by autoradiography. Open arrowheads indicate the position of a
protein of 68 kDa. Size markers are indicated in kilodaltons. The solid arrow-
head indicates the position of the SRC-1/TIF2 160-kDa family proteins (9, 14).
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FIG. 2. Amino acid sequence of human p68 RNA helicase protein. The five sequences determined by microsequencing are underlined and completely matched to
the reported p68 RNA helicase protein (GenBank accession no. X15729 and X52104). The nuclear receptor recognition motif (LXXLL motif [15]) is doubly underlined,
and the DEAD box motif is boxed.



