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Identification of ku70 as a Novel Transcriptional Coactivator of AP-2¢
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Abstract: Objective  To identificate a novel transcriptional coactivator of AP-2q and explore new thera-

peutic target for AP-2q overexpressed breast cancers. Methods AP-2q,as a bait, and its interactive pro-

teins were detected by yeast two-hybrid technique. The interaction between AP-2a and its interacting

partner was verified by co-immunoprecipitation assay. The subcellular colocalization of AP-2¢ and its in-

teracting partner was detected by immunofluorescence technique. Luciferase assay was performed to char-

acterize the effect of AP-2q-interacting protein on the transcriptional activity of AP-2¢. Results Ku70

was identified as a novel interactive protein of AP-2q by yeast two-hybrid technique. The interaction be-

tween AP-2¢ and Ku70 in cells was verified by co-immunoprecipitation assay. Furthermore, both AP-2«

and Ku70 are colocalized in nucleus. Functionally we found that Ku70 can increase transcriptional activity

of AP-2a. Conclusion This study for the first time reveals that Ku70 can bind with AP-2q and enhance its

transcriptional activity. Our results demonstrate that Ku70 is a novel transcriptional coactivator of AP-2¢ and

suggest that Ku70 is a potential new therapeutic target for AP-2q overexpressed breast cancers.
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Different vectors were co-transformed into yeast strain L40. Two
representative clones from each co-transformation were streaked
on SD-Trp /Leu /His + 30mM 3-AT plate (left) or SD-Trp/
Leu /His + 30mM 3-AT + X-Gal plate (right) and incubated at
30°C for 3 days

1 BEWHEZRWERT Ku70 &5 AP-20
Figure 1 Ku70 interacts with AP-2¢, by yeast two-hybrid assay
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HEK293 cells were co-transfected with pPCMV-HA-hAP-2¢ and
pCMV-Myc-Ku70 (lane 3,4) or pCMV-HA-hAP-2q and pCMV-
Myec (lane 2). Cell lysates were immunoprecipitated using mouse
anti-HA antibody (lane 2,4) or IgG antibody (lane 3). The pre-
cipitated proteins were immunoblotted with mouse anti-Myc anti-
body. Lane 1 is 5% of lysates of HEK293 cells co-transfected
with pPCMV-HA-hAP-2¢ and pCMV-Myc-Ku70. The same blot
was striped and reprobed with anti-HA antibody as controls
2 HEK293 fiffish Ku70 5244 AP-2a
Figure 2 Ku70 binds with AP-2¢, specially in HEK293 cells
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HEK293 cells were co-transfected with pPCMV-HA-hAP-2¢ and
pCMV-Myc-Ku70 and cells were fixed, stained with Myc anti-
body and FITC anti-rabbit antibody to localize Ku70 (green) and
HA antibody and rhodamine anti-mouse antibody to localize AP-
2q (red). DAPI stain shows nucleus (blue)
3 Ku70 5 AP-20 37 F HEK293 A% A
Figure 3 Ku70 and AP-2q are colocalization
in nucleus of HEK293 cells
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HEK293 cells were transfected with 0. 5 pg of luciferase reporter
pAP-2¢-luc (lane 1) or with 0. 5 pg of pPCMV-HA-hAP-2a (lane
2) or with 0. 5 ug of pPCMV-HA-hAP-2q and increasing amount of
pPCMV-Myc-Ku70 (0.5 pg in lane 3 and 1 pg in lane 4). The fold
induction of luciferase activity was calculated by assuming the ac-
tivity of luciferase in the absence of AP-2¢ as 1. The value was

from triplicate experiments

4 HEK293 i Ku70 38 AP-2a FIE R iE M
Figure 4 Ku70 enhances transcriptional activity
of AP-2¢ in HEK293 cells
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