
Supplement 1 
 
 Materials and Methods: 
 

Construction of Myr-Akt1 and dominant negative Akt1 (K179M).  The form 

of myr-Akt1 contains sequences corresponding to amino-terminal 1-11 of avian c-src at 

5’ end, and a Myc-His tag at the 3’ end of the mouse Akt1 ORF (open reading frame), 

inserted into the Klenow blunted Nhe I and Pmel sites of pUSEamp(+) (Catalog #21-151, 

Upstate Biotechnology).  The activation of Akt1 was accomplished by the presence of the 

11 N-terminal amino acids of avian c-src that are required for protein myristoylation at 

the amino terminus of Akt1.  The form of dominant-negative Akt1 (K179M mutant) 

(#21-152, Upstate Biotechnology) containing a Myc-His tag at the 3’ end of the Akt1 

ORF and substitution of methionine (ATG) for lysine (AAG) at residue 179 of Akt1 

ORF, was inserted as a Klenow blunted Nhe I and Pme I fragment into the multiple 

cloning site of pUSEamp(+).  

Stable transfection.  Transfections were performed using Lipofectin reagent per 

manufacturer’s instructions.  Briefly, cells (1X105) were cultured in 60mm cell culture 

dish with 2ml DMEM/F12 containing 10% fetal calf serum, and incubated at 37º C in a 

CO2 humidified incubator until 40-60% confluent.  The cells were transfected with the 

pUSEamp vector or the vector containing either activated Akt1 or dominant-negative 

Akt1.  After 48 hrs of transfection, the transfectants were selected by exposure to 

400μg/ml G418.  The positive transfectants were selected by RT-PCR, Quantitative real-

time PCR, as well as Western blot analysis.   

 

shRNA for HER2/neu. 



The shRNA for HER2/neu (Cat#: RHS1764-9692793 and RHS1764-9209568) were 

designed corresponding to nucleotides 575 to 595 of the coding region 

(gccctggccgtgctagacaat) of Homo sapiens ERBB2 transcript variant 1, mRNA sequence 

(NM_004448, NCBI database), and 2896 to 2917 of the coding region 

(gctgaactggtgtatgcagatt) of Homo sapiens ERBB2, transcript variant 2, mRNA sequence 

(NM_001005862, NCBI database) respectively. 

 

Primers used for Akt1, FOXO1 and 18s.  

The primers for Akt1 (forward primer ‘5-TCCTCAAGAAGGAAGTCATCGT-3’ and 

reverse primer ‘5-CGTACTCCATGACAAAGCAGAG-3’), HER2 (forward primer’5-

GACGAGACAGAGTACCATGCAG-3’ and reverse primer 5’-

AACTCCACACATCACTCTGGTG-3’), FOXO1A  (forward primer ‘5-

TTTGGACTGCTTCTCTCAGTTCCTGC-3’ and reverse primer 5’-

TTTGACAATGTGTTGCCCAACCAAAG-3’) and 18S (forward primer ‘5-

GATCCATTGGAGGGCAAGTC-3’ and reverse primer 5’-

TCCCAAGTACCAACTACGAG-3’) were purchased from Retrogen, Inc.   

 

 

Supplement 3 
 
Supplement 2 Figure legends: 
 
S2-1 Stable expression of Myr-Akt1 and K179M mutant Akt1 in SKBR3 and BT474.  
 
SKBR3 cells were stable transfected with myr-Akt1, dominant negative Akt1 and empty 

vector and confirmed by RT-PCR with primers for Myc-Taq, Myr-Akt1, or dominant 



negative Akt1 (A). (B) A confirmed dominant negative Akt1 sequence from PCR 

products of SKBR3 cells transfected with dominant negative Akt1 (SKBR3/DN9). (C) 

Western blot analysis further confirmed the myr-Akt1 (AA28, AA31 and AA9) or 

dominant negative Akt1 (DN6 and DN9) transfectants. (D) Total protein from BT474 

transfected with myr-Akt1 clone 9 (BT474/AA9) and dominant negative Akt1 clone 5 

(BT474/DN5) as well as vector transfectant (BT474/V) were used for Western blot 

analysis with antibodies against pAkt and total Akt.  

 
S2-2 Overexpressing FOXO1A decreased HER2 mRNA level in SKBR3 cells 

RNA from SKBR3/pcDNA3, SKBR3/FOXO1A-3 and SKBR3/FOXO1A-9 was used to 

perform RT-Q-PCR with HER2 primers and adjusted by 18S. Each bar was mean of 

three determinations plus stander deviation. Statistical significance was determined by 

ANOVA analysis. *p<0.05 compared to pCDNA3 transfectant.     

 

 

 


