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Related Supplemental File, pertaining to:

- Additional replicates and full-view gels/blots

- Log-plot of cytotoxic plots in Figure 4

- Flow-cytometry analysis (related to Table S2)
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Figure S17

Patients Grsf1Akt3 KIFC1 Akt1

Patients Grsf1Akt2 KIFC1

Akt3 Akt2 Akt1
KIFC1 Grsf1 Akt1 KIFC1 Grsf1 KIFC1 Grsf1

r-value -0.3196 -0.2150 -0.3302 0.02945 -0.08708 0.2209 -0.05116

P-value (two 
tailed) <0.0001 <0.0001 <0.0001 0.3046 (ns) 0.0024 <0.0001 0.0744 (ns)

Patients Grsf1Akt1 KIFC1



GDC & TCGA lung adenocarcinoma database

Patients Grsf1Akt3 KIFC1 Akt1

Patients Grsf1Akt2 KIFC1 Patients Grsf1Akt1 KIFC1

Akt3 Akt2 Akt1

KIFC1 Grsf1 Akt1 KIFC1 Grsf1 KIFC1 Grsf1

r-value -0.2356 -0.1428 -0.1802 0.3050 -0.1134 0.07164 -0.1547

P-value (two 
tailed) <0.0001 0.0005 <0.0001 <0.0001 0.0060 0.0834 (ns) 0.0002

Figure S18



Figure S19

GDC & TCGA stomach cancer database

Patients Grsf1Akt2 KIFC1 Patients Grsf1Akt1 KIFC1

Akt3 Akt2 Akt1

KIFC1 Grsf1 Akt1 KIFC1 Grsf1 KIFC1 Grsf1

r-value -0.6038 -0.3894 -0.07261 -0.01795 -0.2237 0.02342 0.1099

P-value (two 
tailed) <0.0001 <0.0001 0.1437 (ns) 0.7181 (ns) <0.0001 0.6375 (ns) 0.0267
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Figure S20

TCGA colon and rectal cancer database

Akt3 Akt2 Akt1

KIFC1 Grsf1 Akt1 KIFC1 Grsf1 KIFC1 Grsf1

r-value -0.3640 -0.3467 0.08688 0.1553 -0.2343 0.07418 0.03202

P-value (two 
tailed) <0.0001 <0.0001 0.0706 (ns) 0.0012 <0.0001 0.1228 (ns) 0.5058 (ns)
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Figure S21

GDC & TCGA melanoma database

Patients Grsf1Akt3 KIFC1 Akt1

Akt3 Akt2 Akt1

KIFC1 Grsf1 Akt1 KIFC1 Grsf1 KIFC1 Grsf1

r-value -0.1696 0.2069 -0.3300 0.1751 -0.04888 0.2569 -0.07167

P-value (two 
tailed) 0.0002 <0.0001 <0.0001 0.0001 0.2892 (ns) <0.0001 0.1200 (ns)
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siCont-1 siCont-2 siCont-3 siAkt1-1 siAkt1-2 siAkt2-1 siAkt2-2 siAkt2-3 siAkt2-4 siAkt2-5 siAkt3-1 siAkt3-2

EC50
(MK-

2206)

2.2 ± 0.2 3.3 ± 0.2 3.1 ± 0.4 1.1 ± 0.1 0.3 ± 0.1 1.1 ± 0.1 4.0 ± 0.4 1.7 ± 0.3 2.8 ± 0.4 3.0 ± 0.5 1.1 ± 0.1 1.3 ± 0.1

EC50
(MK-FNE)

8.7 ± 0.7 10.0 ± 1.0 9.7 ± 2.5 8.2 ± 0.7 2.3 ± 0.4 4.7 ± 0.7 4.9 ± 1.4 7.1 ± 1.0 7.3 ± 1.0 8.1 ± 1.7 1.0 ± 0.3 1.2 ± 0.2

Fold 

increase 

in

Selectivity

–0.1 0.1 0.1 –0.5 –0.6 –0.2 1.8 -0.2 0.3 0.3 2.9 2.7

Table S1

Summary of the extrapolated EC50s from cytotoxicity plots of MK-FNE and MK-2206 against MDA-MB-468 cells 

transfected with Akt-isoform-targeting siRNA (n = 8, mean ± s.e.m). See also Figure 4b. The selectivity of MK-

FNE is calculated according to the indicated equation. 

Equation:

Fold increase in selectivity = 

<(EC50)siCont>
(EC50)siAkt(n) MK−FNE

<(EC50)siCont>
(EC50)siAkt(n) MK−2206

− 1

Where <(EC50)siCont>	designates the average of a given compound’s EC50s against the two control knockdown

lines; (EC50)siAkt(n) is the given compound’s EC50 against the indicated Akt isoform-specific knockdown line by

siRNA.

siCont-1 siCont-2 siAkt1-1 siAkt1-2 siAkt2-1 siAkt2-2 siAkt3-1 siAkt3-2

EC50

(MK-2206)
2.2 ± 0.2 3.3 ± 0.2 1.1 ± 0.1 0.3 ± 0.1 1.1 ± 0.1 4.0 ± 0.4 1.1 ± 0.1 1.3 ± 0.1

EC50

(MK-FNE)
8.7 ± 0.7 10.0 ± 1.0 8.2 ± 0.7 2.3 ± 0.4 4.7 ± 0.7 4.9 ± 1.4 1.0 ± 0.3 1.2 ± 0.2

Fold 

increase in

Selectivity

–0.1 0.1 –0.5 –0.6 –0.2 1.8 2.9 2.7

Table S1

Summary of the extrapolated EC50s from cytotoxicity plots of MK-FNE and MK-2206 against MDA-MB-468 cells 

transfected with Akt-isoform-targeting siRNA (n = 8, mean ± s.e.m). See also Figure 4b. The selectivity of MK-

FNE is calculated according to the indicated equation. 



Table S2

Cell cycle analysis 

DMSO
MK-2206 MK-HNE MK-FNE GDC0068 GSK-

690693

EC60 EC80 EC60 EC80 EC60 EC80 EC60 EC60

G1/G0 39.2 47.1 59.9 43.7 44.3 46.4 52.4 52.6 47.7

G2/M 32.4 27.7 20.4 26.1 23.0 28.6 28.2 28.3 30.0

S 22.2 23.7 18.6 27.4 22.1 23.0 16.6 12.1 14.3

subG0 0.8 0.5 0.7 1.3 9.7 0.9 1.8 1.6 0.9



Related Manuscript File

- Additional replicates and full-view gels (pp 2-19)

- Log-plot of cytotoxic plots in Figure 4 (pp 20)

- Flow-cytometry analysis (pp 21-23) (related to Supplementary Table S2)
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Representative replicates related to data in Supplemental Figure S1 - continued
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Representative replicates related to data in Supplemental Figure S2
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Representative replicates related to data in Supplemental Figure S2
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Representative replicates related to data in Supplemental Figure S5
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Representative replicates related to data in Supplemental Figure S11 - continued
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Cells were analyzed based on cellular DNA content using PI dye (excited at 488 nm) to quantitate the percentage of cells in the respective phases (G1,

S, G2/M and sub-G0) of the cell cycle. Flow experiments were carried out on separate days using MDA-MB-468 in different passage numbers. Each

treatment group was normalized relative to the respective DMSO control group on the same day. The relative mean percentages of cell cycle arrest

by the tested compounds are summarized in Supplementary Table S2.

Flow-cytometry analysis (related to Supplementary Table S2)
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Representative FACS analysis of cell cycle arrest
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