
SUPPLEMENTAL FIGURES 

Supplemental Figure 1. Conditional activation of PKB/AKT-signaling protects cancer 

cells against apoptotic caspase activation, but fails to accelerate the growth rate of 

fibrosarcomas in vivo. 

(A) Immunoblot analysis of extracts prepared from CyA2Kb-AKT-ERtam MEF or CyA2Kb 

control MEF at various timepoints following the addition of tamoxifen (TAM). 

Phosphoepitopes indicative of activation of AKT-ERtam and phosphorylation of the AKT 

target GSK3-β became detectable 30 to 60 minutes following the addition of tamoxifen. 

(B) Growth of CyA2Kb-AKT-ERtam fibrosarcomas in NOD/SCID mice treated with 

tamoxifen (TAM, closed boxes) for in vivo activation of PKB/AKT-signaling or vehicle (open 

boxes). Mean values ± SD of bidimensional tumor sizes of 2 mice per group. 

(C) CyA2Kb-AKT-ERtam MEF were treated with increasing doses of staurosporine in the 

absence (- TAM, open bars) or presence (+ TAM, closed bars) of tamoxifen.  Caspase 

activation was quantified by flow cytometry following staining with the fluorochromic 

caspase substrate FITC-VAD-fmk. Mean values +SD of of three independent experiments are 

shown. 

 

Supplemental Figure 2. Tumor suppression by adoptively transplanted splenocytes is 

primarily mediated by alloreactive, CD8-positive cells via perforin-dependent effector 

mechanisms. 

Modulation of the growth of CyA2Kb-AKT-ERtam fibrosarcomas in NOD/SCID mice by 

adoptively transferred unprimed splenocytes from C57BL/6 mice (closed symbols, A-C), 

CD8-depleted C57BL/6-splenocytes (open boxes, A), splenocytes derived from perforin-

deficient C57BL/6 mice (Pfr1-/-, open circles, B), and splenocytes from CyA2Kb mice (open 

diamonds, C). The arrowheads indicate the timepoints of splenocyte transfer; mean tumor 

sizes ± SD of 5 mice per group. 
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Supplemental Figure 3. Conditional activation of PKB/AKT-signaling protects cancer 

cells against apoptotic mitochondrial damage. 

(A) Immunoblot analysis of extracts prepared from eight CyA2Kb-AKT-ERtam fibrosarcomas 

obtained from mice treated with tamoxifen (TAM, +) or vehicle (-). Note that 

phosphoepitopes indicative of AKT-ERtam activation and phosphorylation of the PKB/AKT 

target GSK3-β are present only in tumors from tamoxifen-treated mice. 

(B) In vitro kinase assay of the AKT-ERtam fusion protein immunprecipitated from six 

fibrosarcoma extracts obtained from mice treated with tamoxifen (+) or vehicle (-). Note the 

in vitro phosphorylation of the PKB/AKT target GSK3- β only in the presence of tamoxifen. 

(C) CyA2Kb-AKT-ERtam MEF were retrovirally transduced to express Bcl-xL or a control 

vector in combination with enhanced green-fluorescent protein (eGFP) via a bicistronic 

cassette, and eGFP-positive cells were treated with staurosporine in the presence (+TAM) or 

absence (-TAM) of tamoxifen. After 24 hours the fraction of apoptotic cells with subgenomic 

DNA content was detected by flow cytometry; mean values + SD of three independent 

experiments are given. Note that conditional PKB/AKT-signaling provides no additional 

protection in the presence of Bcl-xL. 

(D) CyA2Kb MEF were retrovirally transduced to express Bcl-xL or a control vector in 

combination with eGFP via a bicistronic cassette, and eGFP-positive cells were incubated 

with ABT-737 (+ABT, 12.5 µM) or vehicle (- ABT). Subsequently, cells were treated with 

staurosporine (STS, 31.25 nM) or UV-C radiation (50 mJ/cm²). After 24 hours the fraction of 

apoptotic cells with subgenomic DNA content was detected by flow cytometry; mean values 

+ SD of three independent experiments are given. Note that pretreatment with ABT-737 

abolishes the Bcl-xL-mediated protection against staurosporine- and UV-induced apoptosis. 
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Supplemental Figure 4. Control experiments. 

(A) Growth of CyA2Kb-AKT-ERtam fibrosarcomas with Mcl-1 “knock down” (Mcl-1 shRNA, 

triangles) or controls (control shRNA, circles) in NOD/SCID mice treated with tamoxifen 

(closed symbols) for in vivo activation of PKB/AKT-signaling or vehicle (open symbols). 

Mean values ± SD of bidimensional tumor sizes of 4 mice per group. 

(B) Growth of PTEN+/+  (open symbols) and PTEN-/- HCT116 colorectal cancer xenografts 

(closed symbols) in NOD/SCID mice treated with rapamycin (+RAP, diamonds) or vehicle (- 

RAP, squares) for in vivo suppression of mTOR. Mean values ± SD of bidimensional tumor 

sizes of 5 mice per group.  

(C) Growth of CyA2Kb-AKT-ERtam fibrosarcomas in NOD/SCID mice treated with 

combinations of tamoxifen (closed symbols), rapamycin (RAP) and/or vehicle for in vivo 

activation of PKB/AKT-signaling and suppression of mTOR. Mean values ± SD of 

bidimensional tumor sizes of 5 mice per group. 

 

Supplemental Figure 5. Control experiments. 

(A) Reverse transcription and quantitative polymerase chain reaction analysis (Light Cycler, 

Roche) of Mcl-1, Bcl-xL and Bcl-2 RNA expression by serum starved CyA2Kb-AKT-ERtam 

MEF at various time points following the addition of tamoxifen. Primer sequences and 

conditions will be made available upon request. 

(B) Immunoblot analysis of extracts obtained from PTEN-/- HCT116 colorectal cancer 

xenograft tumors explanted from mice treated with rapamycin (4 mg/kg) or vehicle. Note the 

increase in the caspase-9 cleavage products p37 (resulting from cleavage by activated 

caspase-3) and p35 (resulting from autocatalytic processing of caspase-9) following 

rapamycin treatment in vivo. 

  


