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S1. Inhibition of proteasomal degradation causes a slight increase in PDK1
protein levels. Lul1205 cells transfected with scrambled (sc) oligonucleotides
or a PDK1-specific siRNA were treated with MG132 for 6h. Protein samples
(20ug) were analyzed by Western blots using indicated antibodies.
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S2. PDK1 mRNA levels increase following MG132 treatment of control but
not TAM67-expressing cells. Lul205 cells stably transfected with TAM67 or
control cells were treated with MG132 for 6h. Relative levels of PDK1 mRNA
were determined by Real-Time quantitative PCR. Reactions were run in
triplicate. B-actin served as control. Results are means (bar) + SD of relative

MRNA levels. A representative experiment (of three performed) is shown.
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S3. Inhibition of proteasomal degradation does not alter PDK1 levels in
TAM67-expressing cells. The experiment was performed as in Figure 2 in the
presence of the proteasome inhibitor MG132, as indicated. Protein samples

were blotted with indicated antibodies.
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S4. Stability of PDK1 mRNA in c-Jun -/- and +/+ MEF. mRNA from c-Jun -/-
and +/+ MEF were extracted following treatment with Actinomycin D for the
indicated times. Relative levels of PDK1 mRNA were determined by Real-
Time quantitative PCR. Reactions were run in triplicate. pB-actin served as

control. Results are means (bar) + SD of relative mRNA levels.
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S5. Structure of the PDK1 promoter. Putative c-Jun response elements and
fragments of the promoter that were cloned into pGL2 are depicted (white

and black boxes). The site at -971 was removed by mutagenesis.
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S6. The AP-1 site at -924 is not involved in PDK1 transativation. The
indicated reporter plasmids were transfected into HelLa cells together with

empty vector or pcDNA-c-Jun. Results are shown as the mean + SD.
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S7. The AP-1 site at -924 is not involved in PDK1 transactivation. The
indicated reporter plasmids were transfected into Lul205 cells together with

empty vector or TAM67. Results are shown as the mean + SD.
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S8. Mapping the human PDK1 promoter for c-Jun responsive elements. The
indicated reporter plasmids were transfected into HelLa cells together with

empty vector or pcDNA-c-Jun. Results are shown as the mean + SD.
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S9. Transactivation of PDK1 by c-Jun is mediated by DNA elements located
between -45 to +82. The indicated reporter plasmids were transfected into
HelLa cells together with empty vector or pcDNA-c-Jun. Results are shown as

the mean =+ SD.



S10

A375
GFP TAMG67
PDK1 - -
B-actin —  ——

P-AKT(308) W= =
P-AKT(473) "

FLAG —

S10. TAM67 inhibits constitutive phosphorylation of Akt in A375 melanoma

cells. A375 human melanoma cells were stably transfected with FLAG-

TAMG67. Protein extracts were blotted with indicated antibodies.



	The abbreviations used are: MAPK, Mitogen-Activated Protein Kinase; ERK, Extracellular signal-Regulated protein Kinase; JNK, Jun N-terminal Kinase; PDK1, Phosphoinositide-Dependent Kinase 1; PKC, Protein Kinase C; CREB,  cAMP response element binding; GSK3, Glycogen Synthase Kinase 3; ATF2, Activating Transcription Factor 2; mTORC2, Mammalian Target of Rapamycin Complex 2; PTEN, Phosphatase and tensin homolog deleted on chromosome Ten (PTEN); RACK1, Receptor for Activated C Kinase-1; ChIP, Chromatin immunoprecipitation.
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	INTRODUCTION
	We next addressed whether c-Jun regulates PDK1 mRNA levels by increasing its transcription. Consensus AP-1 sites were identified at position -924 and between -900 and -300 of Pdk1 promoter (Fig. S4). Although transfection of c-Jun increased (3 to 8 fold) luciferase activity driven by the -971 to +82 fragment of Pdk1 promoter (Fig. S5 to S8) mutating or deleting the AP-1 site or inhibition of c-Jun activity failed to reduce this activity (Fig. S5, S6). Intriguingly, 3 GC rich boxes between -45 and +82 were found to mediate c-Jun-dependent trans-activation of the PDK1 promoter (Fig. S7 and S8). These boxes contain 5 Sp1(5'-GGGCGG-3')  which are conserved between human and mouse, but not AP-1 response elements (Fig. 2A).  Mutations that alter Sp1 box 1, together with deletion of box 2 (-45/+82 M12) reduced overall reporter activity (Fig. 2B), but did not abolish responsiveness to c-Jun expression (-45/+82 wt, Fig. 2B). On the other hand, mutations within the box 3 (-45/+82 M3) barely affected basal transcription but attenuated (> 8 fold) c-Jun-mediated transcription (Fig. 2B). Along this line, c-Jun siRNA reduced transcription driven by the -45/+82 M12 fragment but not by the box 3 mutated construct (Fig. 2C). These results suggest that c-Jun enhances PDK1 transcription through Sp1 sites located in box 3. Consistent with our findings, Sp1 was shown capable of recruiting c-Jun for transactivation of number of genes including 12(S)-lipoxygenase, keratin 16, neuronal nicotinic acetylcholine receptor β4 and p21WAF1/CIP1, (6, 13, 23, 32). Further support for the role of c-Jun in the regulation of PDK1 transcription comes from ChIP analysis. Immunoprecipitation of c-Jun enabled amplification of PDK1 promoter sequences bearing the Sp1 box 3 sequences (Fig. 2D), demonstrating in vivo binding of c-Jun to the PDK1 promoter. Altogether, these results indicate that c-Jun is recruited to Sp1 sites and regulates PDK1 transcription. 





